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This section of the FEDERAL REGISTER 
contains regulatory documents having 
general applicability and legal effect, most 
of which are Keyed to and codified in 
the Code of Federal Regulations, which is 
published under 50 titles pursuant to 44 
U.S.C. 1510. 

The Code of Federal Regulations is sold 
by the Superintendent of Documents. 

Prices of new books are listed in the 
first FEDERAL REGISTER issue of each 
week. 


DEPARTMENT OF AGRICULTURE 

Agricultural Marketing Service 

7 CFR Parts 916 and 917 

Nectarines, Pears, Plums and Peaches 
Grown In California; Amendment of 
Container and Pack Requirements 

agency: Agricultural Marketing Service. 

USDA. 

action: Final rule. 

summary: This final rule amends the 
container and pack regulations for 
nectarines, peaches, and plums grown in 
California. The principal changes add 
labeling requirements for consumer 
packages and a new container, the No. 
22G standard lug box used in shipping 
these fruits. This action would be in 
accordance with the Agricultural 
Marketing Agreement Act of 1937. as 
amended, and Marketing Orders 916 and 
917. These actions were unanimously 
recommended by the commodity 
committees established under these 
orders. 

effective date: September 27,1985. 
for further information contact: 

William J. Doyle, Chief, Fruit Branch, 
F&V. AMS, USDA. Washington. DC 
20250. telephone (202) 447-5975. 
SUPPLEMENTARY INFORMATION: This 
action has been reviewed under 
Secretary's Memorandum 1512-1 and 
Executive Order 12291 and has been 
designated a “non-major'* rule. William 
r Manley. Deputy Administrator. 
Agricultural Marketing Service, has 
determined that this action will not have 
a significant economic impact on a 
substantial number of small entities. 

This final rule is issued under the 
marketing agreements, as amended, and 
Marketing Orders 916 and 917, as 
amended (7 CFR Parts 916 and 917 ), 
regulating the handling of nectarines, 
pears, plums, and peaches grown in 


California. The agreements and orders 
arc effective under the Agricultural 
Marketing Agreement Act of 1937, as 
amended (7 U.S.C. 601-674). Shipments 
of these California fruits are regulated 
by container and pack under Nectarine 
Regulation 8 (7 CFR Part 916). Peach 
Regulation 8 (7 CFR Part 917), and Plum 
Regulation 17 (7 CFR Part 917). Because 
these regulations do not change 
substantially from season to season, 
they were issued on a continuing basis 
subject to amendment, modification or 
suspension as may be recommended by 
the applicable committee and approved 
by the Secretary. This final rule is based 
upon recommendations and information 
submitted by the committees and other 
available information. 

This action establishes marking 
requirements for master containers of 
consumer packages of nectarines, 
peaches and plums and individual 
consumer packages of such fruit. They 
are designed to prevent 
misrepresentation of the pack, size and 
net weight of the specific fruits and 
promote buyer confidence. Since 
consumer packages are removed from 
master containers, they should also be 
marked to inform the buyer of the 
contents of the package. This action 
specifies marking requirements for a 
new container (No. 22G standard lug 
box) for plums and nectarines and 
experimental containers for peaches to 
assure that fruit packed in these 
containers is appropriately represented 
to the trade. 

This final rule exempts master 
containers of consumer packages of 
nectarines and peaches and individual 
consumer packages of such fruit from 
the requirements of standard pack 
except that nectarines shall be fairly 
uniform in size. A similar size uniformity 
requirement is currently in effect for 
peaches and plums. Other standard 
pack requirements are generally 
applicable to fruit packed in boxes and 
not consumer packages, e.g. polybags. 
This action requires that master 
containers of consumer packages of 
nectarines, peaches and plums be 
marked with the number of individual 
consumer packages and the net weight 
of each individual consumer package 
within the master container, minimum 
size of the fruit (e.g. 80 size), and name 
and address of the shipper. Individual 
consumer packages of the specified 
fruits are to be marked with the net 


weight and name and address of the 
shipper. Currently only the regulation 
for plums requires that master 
containers of consumer packages and 
individual consumer packages be 
marked with the net weight. 

This final rule also requires the new 
container, the No. 22G standard lug box. 
of nectarines and plums and 
experimental containers of peaches 
packed in molded forms to be marked 
with the number of fruit in each 
container such as “80 count", “88 
count”, etc. and to be marked with the 
size corresponding to the number of 
such fruit when packed in molded forms 
in the No. 22D standard lug box. The 
action requires each No. 22G standard 
lug box of loose-filled nectarines to be 
marked with the words “25 pounds net 
weight". This is the same requirement in 
effect for loose-filled nectarines in the 
No. 22D standard lug box. 

A proposed rule was published on 
July 30.1985 (50 FR 30855) with a 15-day 
comment period. No comments were 
received. It is hereby found that this 
action will tend to effectuate the 
declared policy of the act. 

Accordingly, the Secretary finds that 
upon good cause shown this final rule 
will be effective less than 30 days after 
publication in the Federal Register (5 
U.S.C. 553), because: (1) Shipments of 
the current crop of nectarines, peaches, 
and plums grown in California are 
underway: (2) the amendments to the 
container and pack regulations for the 
specified commodities was 
recommended by the commodity 
committees following discussion at a 
public meeting at which there were no 
opposing views: (3) a proposed rule was 
issued on July 30,1985 with a 15-day 
comment period and no opposing views 
were received; and (4) handlers of these 
commodities have been apprised of 
Ihese requirements. 

List of Subjects 

7 CFR Part 916 

Marketing agreements and orders. 
Nectarines, California. 

7 CFR Part 917 

Marketing agreements and orders, 
Pears, Plums. Peaches, California. 

1. The authority citations for 7 CFR 
Parts 918 and 917 continue to read as 
follows: 
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Authority: Sees. 1-19. 48 Slat. 31. as 
amended: 7 U.S.C. 601-874- 

PART 916—NECTARINES GROWN IN 
CALIFORNIA 

2. Section 916.350 is revised to read as 
follows: 

$ 916.350 Nectarine Regulation 8. 

(a) No handler shall ship any package 
or container of any variety of nectarines 
except in accordance with the following 
terms and conditions: 

(1) Such nectarines, when packed in 
any closed package or container, except 
master containers of consumer packages 
and individual consumer packages 
therein, shall conform to the 
requirements of standard pack: 

Provided , That nectarines in any 
container shall be fairly uniform in size. 

(2) Each package or container of 
nectarines shall bear, on one outside 
end in plain sight and In plain letters, 
the name “nectarines" and except for 
consumer packages in master containers 
the name of the variety, if known or. 
when the variety is not known, the 
words “unknown variety." 

(3) Each package or container of 
nectarines shall bear, on one outside 
end in plain sight and in plain letters, 
the following count and/or size 
description of the nectarines as 
applicable: 

(i) The size of nectarines packed in 
molded forms (tray-packs) in No. 22D 
standard lug boxes. No. 22G standard 
lug boxes, cartons. No. 12B fruit (peach) 
boxes or flats and the size of wrapped 
nectarines packed in row's in No. 12B 
fruit (peach) boxes shall be indicated in 
accordance with the number of 
nectarines in each container, such as “80 
count." “88 count." etc. 

(ii) The size of nectarines in molded 
forms (tray-packs) in No. 22G standard 
lug boxes shall be indicated according 
to the number of such nectarines when 
packed in molded forms in the No. 22D 
standard lug box in accordance with the 
requirements of standard pack, such as 
“80 size." “88 size," etc, along with 
count requirements in paragraph (a)(3)(i) 
of this section. 

(iii) The size of nectarines loose-filled 
or tight-filled in any container shall be 
indicated according to the number of 
such nectarines when packed in molded 
forms in the No. 22D standard lug box in 
accordance with the requirements of 
standard pack, such as "80 size." "88 
size." etc. 

(4) Each No. 22D standard lug box and 
No. 22G standard lug box of loose-filled 
nectarines shall bear on one outside 
end. in plain sight and in plain letters, 
the words “25 pounds net weight." 


(5) Each No. 22E standard lug box of 
loose-filled nectarines shall bear on one 
outside end, in plain sight and in plain 
letters, the words "35 pounds net 
weight." 

(6) Each bulk bin container of loose- 
filled nectarines shall contain not less 
than 400 pounds net weight, and bear on 
one outside panel, in plain sight and in 
plain letters, the following information: 

(i) The name and address (including 
zip code) of the shipper. 

(ii) The net weight. 

(7) Each master container when filled 
with nectarines packed in consumer 
packages shall bear on one outside end 
in plain sight and in plain letters the 
following information: 

(i) The number of individual consumer 
packages, the net weight of each 
consumer package, and the size 
description of the contents. 

(ii) The name and address (including 
zip code) of the shipper. 

(8) Each individual consumer package 
shall bear the name and address of the 
shipper and the net weight. 

(b) As used herein, “standard pack" 
and “fairly uniform in size" shall have 
the same meanings as set forth in U.S. 
Standards for Grades of Nectarines 
(§5 51.3145 to 51.3160) and all other 
terms shall have the same meaning as 
when used in the amended marketing 
agreement and order. "No. 12B standard 
fruit box" measures 2% to7Vixll^x 
18% inches, "No. 22D standard lug box" 
measures 2% to i x 13% x 16% 
inches, “No. 22E standard lug box" 
measures 8% x 13% x 16% inches, "No 
22G standard lug box" measures 7% to 
7% x 13% x 15% inches. All dimensions 
are given in depth (inside dimension) by 
width by length (outside dimension). 

PART 917—FRESH PEARS, PLUMS. 
AND PEACHES GROWN IN 
CALIFORNIA 

3. Section 917.442 is revised to read as 
follows: 

$ 917.442 Peach Regulation 8. 

(a) No handler shall ship any package 
or container of any variety of peaches 
except in accordance with the following 
terms and conditions: 

(1) Such peaches, when packed in any 
closed package or container, except 
master containers of consumer packages 
and individual consumer packages 
therein, shall conform to the 
requirements of standard pack. 

(2) Each package or container of 
peaches shall bear, on one outside end 
in plain sight and in plain letters the 
name “peaches" and except for 
consumer packages in master containers 
the name of the variety, if known or, 


when the variety is not known, the 
words "unknown variety." 

(3) Each package or container of 
peaches shall bear, on one outside end, 
in plain sight and in plain letters, the 
following count and/or size description 
of the peaches as applicable: 

(i) The size of peaches packed in 
molded forms (tray-packs) in No. 22D 
standard lug boxes, experimental 
containers, cartons. No. 12B fruit (peach) 
boxes, or flats and the size of wrapped 
peaches packed in rows in No. 12B fruit 
(peach) boxes shall be indicated in 
accordance with the number of peaches 
in the container, such as "80 count," “88 
count." etc. 

(ii) The size of peaches in molded 
forms in experimental containers shall 
be indicated according to the number of 
such peaches when packed in molded 
forms in the No. 22D standard lug box in 
accordance with the requirements of 
standard pack, such as “80 size," “88 
size,” etc, along with count requirements 
in paragraph (a)(3)(i). 

(iii) The size of peaches loose-filled or 
tight-filled in any container shall be 
indicted according to the number of such 
peaches when packed in molded forms 
in No. 22D standard lug boxes, in 
accordance with the requirements of 
standard pack, such as “80 size," “88 
size," etc. 

(4) The variation in diameter between 
the smallest and largest peach in any 
individual container shall not exceed 
one-forth (¥ 4 ) inch for size 80 and 
smaller and three-eights (%) inch for 
peaches larger than size 80: Provided , 
That not more than five (5) percent, by 
count, of the peaches in any individual 
container may fail to meet the diameter 
requirements of this paragraph. 

(5) Each No. 22D standard lug box of 
loose-filled peaches shall bear on one 
outside end. in plain sight and in plain 
letters, the words "25 pounds net 
weight." 

(6) Each No. 22E standard lug box of 
loose-filled peaches shall bear on one 
outside end. in plain sight and in plain 
letters, the words "35 pounds net 
weight." 

(7) Each bulk bin container of loose- 
filled peaches shall contain not less than 
400 pounds net weight, and bear on one 
outside panel, in plain sight and in plain 
letters, the following information: 

(i) The name and address (including 
zip code) of the shipper. 

(ii) The net weight. 

(8) Each master container when filled 
with peaches packed in consumer 
packages shall bear on one outside end 
in plain sight and in plain letters the 
following information: 
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(1) The number of individual 
consumer packages, the net weight of 
each consumer package, and the size 
description of the contents. 

(ii) The name and address (including 
zip code) of the shipper. 

(9) Each individual consumer package 
shall bear the name and address of the 
shipper and the net weight. 

(b) As used herein, “standard pack" 
shall have the same meaning as set forth 
in U.S. Standards for Grades of Peaches 
(55 51.1210 to 51.1223) and all other 
terms shall have the same meaning as 
when used in the amended marketing 
agreement and order. “No. 12B standard 
fruit box" measures 2% to 7Vfe x 11% x 
16Vfc inches, "No 220 standard lug box" 
measures 2% to 7% x 13 Vfr xlBVfe 
inches. “No. 22E standard lug box" 
measures 8% x 13Vfe x 16Vk inches. All 
dimensions are given in depth (inside 
dimensions) by width by length (outside 
dimensions). 

4. Section 917.454 is amended by 
revising paragraphs (a) and (d) to read 
as follows: 

§ 917.454 Plum Regulation 17. 

(a) No handler shall ship any package 
or container of any variety of plums 
except in accordance with the following 
terms and conditions: 

(1) Such plums, when shipped in 
closed in packages or containers, except 
master containers of consumer packages 
and individual consumer packages 
therein, shall conform to the 
requirements of standard pack: 

(2) The diameters of the smallest and 
largest plums in any individual package 
or container shall not vary more than 
one fourth (%) inch: Provided , That a 
total of not more than five (5) percent, 
by count, of the plums in any package or 
container may fail to meet this 
requirement. 

(3) Each package or container of 
plums shall bear on one outside end, in 
plain sight and in plain letters, the name 
"plums" and except for consumer 
packages in master containers the name 
of variety if known or. when the variety 
is not known, the words “unknown 
variety". 

(4) Each package or container of 
plums shall bear on one outside end. in 
plain sight and in plain letters, the size 
description of the contents which 
description shall conform to the 
following as applicable: 

(i) The size of plums in four-basket 
crates shall be indicated in accordance 
with the arrangement of the plums in the 
top layer of the baskets, such as “4x4 
size." 4x5 size." etc. 

(ii) The size of plums loose-filled or 
tight-filled in standard lug boxes, 
cartons, or other packages or containers 


shall be indicated in accordance with 
the equivalent size designation for such 
plums when packed in four-basket 
crates, such as “4x4 size." etc. 

(iii) The size of plums packed in 
molded forms (tray-packs) in cartons or 
lugs and of wrapped plums packed in 
No. 12B fruit (peach) boxes shall be 
indicated in accordance with the 
number of plums in the container, such 
as “88 count," "108 count." etc. 

(iv) The size of plums packed in 
molded forms (tray-packs) in No. 22G 
standard lug boxes shall be indicated 
according to the number of such plums 
when packed in molded forms in the No. 
22 D standard lug box in accordance 
with the requirements of standard pack, 
such as "80 size." “88 size," etc., along 
with count requirements in paragraph 
(a)(4)(iii) of this section. 

(5) Each package or container of 
loose-filled or tight-filled plums other 
than bulk bin containers, master 
containers of consumer packages, and 
individual consumer packages in master 
containers shall bear on one outside 
end, in plain sight and in plain letters, 
the words "28 pounds net weight." 

(6) Each bulk bin container of loose- 
filled plums shall contain not less than 
400 pounds net weight, and bear on one 
outside panel, in plain sight and in plain 
letters, the following information: 

(i) The name and address (including 
zip code) of the shipper. 

(ii) The net weight. 

(7) Each master container when filled 
with plums packed in consumer 
packages shall bear on one outside end 
in plain sight and in plain letters the 
following information: 

(i) The number of individual consumer 
packages, the net weight of each 
consumer package, and the size 
description of the contents. 

(ii) The name and address (including 
zip code) of the shipper. 

(8) Each individual consumer package 
shall bear the name and address of the 
shipper and the net weight. 

(b) * • • 

(c) * * * 

(d) When used herein "standard 
pack" and "diameter" shall have the 
same meanings as set forth in the U.S. 
Standards for Grades of Fresh Plums 
and Prunes (55 51.1520 to 51.1538) and 
all other terms shall have the same 
meaning as when used in the amended 
marketing agreement and order. “No. 

12 B standard fruit box" measures 2% to 
7Vfr x 11V* x lBVfe inches. “No. 22D 
standard lug box" measures 2% to 7% x 
13Vi x lBVfe inches and “No. 22G 
standard lug box" measures 7H to 7 Mi x 
13V5i x 15 7 /4 inches. All dimensions are 
given in depth (inside dimensions) by 
width by length (outside dimensions). 


Dated: September 24.1965. 

Thomas R. Clark, 

Deputy Director. Fruit and Vegetable 
Division. Agricultural Marketing Service. 
(FR Doc. 65-23183 Filed 9-28-85. 8:45 am] 

KLUNQ COOt 3410-02-41 


DEPARTMENT OF JUSTICE 
Immigration and Naturalization Service 
8 CFR Part 238 

Contracts With Transportation Unas; 
Addition of Five Star Airlines 

agency: Immigration and Naturalization 
Service, )ustice. 
action: Final rule. 

summary: This rule adds Five Star 
Airlines to the list of carriers which 
have entered into agreements with the 
Service to guarantee the passage 
through the United States in immediate 
and continuous transit of aliens destined 
to foreign countries. 

EFFECTIVE DATE: September 18,1985. 

FOR FURTHER INFORMATION CONTACT: 
Loretta J. Shogren, Director, Policy 
Directives and Instructions, Immigration 
and Naturalization Service, 425 I Street. 
NW.. Washington. DC 20536, Telephone: 
(202) 633-3048. 

SUPPLEMENTARY INFORMATION: The 

Commissioner of Immigration and 
Naturalization entered into an 
agreement with Five Star Airlines on 
September 18,1985 to guarantee passage 
through the United States in immediate 
and continuous transit of aliens destined 
to foreign countries. 

The agreement provides for the 
waiver of certain documentary 
requirements and facilitates the air 
travel of passengers on international 
flights while passing through the United 
States. 

Compliance with 5 U.S.C. 553 as to 
notice of proposed rulemaking and 
delayed effective date is unnecessary 
because the amendment merely makes 
an editorial change to the listing of 
transportation lines. 

In accordance with 5 U.S.C. 605(b), the 
Commissioner of Immigration and 
Naturalization certifies that the rule will 
not have a significant impact on a 
substantial number of small entities. 

This order constitutes a notice to the 
public under 5 U.S.C. 552 and is not a 
rule within the definition of section 1(a) 
of E.0.12291. 

List of Subjects in 8 CFR Part 238 

Airlines, Aliens. Government 
contracts. Travel. Travel restriction. 
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Accordingly, Chapter I of Title 8 of the 
Code of Federal Regulations is amended 
as follows: 

PART 238—CONTRACTS WITH 
TRANSPORTATION LINES 

1. The authority citation for Part 238 
continues to read as follows: 

Authority; Secs. 103 and 238 of the 
Immigration and Nationality Act. as amended 
(8 U.S.C. 1103 and 1228). 

§238.3 [Amended] 

In $ 238.3 Aliens in immediate and 
continuous transit, the listing of 
transportation lines in paragraph (b) 
Signatory lines is amended by: Adding 
in alphabetical sequence. Five Star 
Airlines. 

Dated: September 20.1985. 

Marvin J. Gibson. 

Acting Associate Commissioner. 
Examinations. Immigration and 
Naturalization Service. 

|FR Doc. 85-23105 Filed 9-28-85; 8:45 am| 

SILLING COOC 44 10-1 (Ml 


DEPARTMENT OF AGRICULTURE 

Animal and Plant Health Inspection 
Service 

9 CFR Part 78 

(Docket No. 85-086] 

Brucellosis In Cattle; State and Area 
Classifications 

agency: Animal and Plant Health 
Inspection Service. USDA. 

action: Affirmation of interim rule. 

summary: This document affirms the 
interim rule which amended the 
regulations governing the interstate 
movement of cattle because of 
brucellosis by including Medina County, 
Texas, in the portion of Texas 
designated as Class B rather than in the 
portion of the State designated as Class 
C. This rule is necessary because it has 
been determined that Medina County 
together with the previously designated 
Class B Area of Texas meets the 
standards for Class B. The effect of the 
rule is to relieve certain restrictions on 
the interstate movement of cattle from 
Medina County. Texas. 

EFFECTIVE DATE: September 27.1985. 

FOR FURTHER INFORMATION CONTACT. 

Dr. G.H. Frye, Cattle Diseases Staff. VS. 
APHIS. USDA. Room 814. Federal 
Building. 8505 Belcrest Road. 

Hyattsville. MD 20782, 301-436-8711. 


SUPPLEMENT ARY INFORMATION: 

Background 

A document published in the Federal 
Register on June 4. 1985 (50 FR 23393- 
23394), amended the brucellosis 
regulations in 9 CFR Part 78 by including 
Medina County, Texas, in the Area of 
Texas designated as Class B. Prior to the 
effective date of the interim rule, 

Medina County, Texas, was included in 
the Area of Texas designated as Class 
C. The amendment, which was made 
effective June 4,1985, relieves certain 
restrictions on the interstate movement 
of cattle from Medina County, Texas. 

Comments were solicited for 60 days 
after publication of the amendment. No 
comments were received. The factual 
situation which was set forth in the 
document of June 4.1985. still provides a 
basis for the amendment. 

Executive Order and Regulatory 
Flexibility Act 

This rule is issued in conformance 
with Executive Order 12291 and has 
been determined to be not a major rule. 
Based on information compiled by the 
Department, it has been determined that 
this rule will not have a significant 
effect on the economy: will not cause a 
major increase in costs or prices for 
consumers, individual industries. 
Federal, State, or local government 
agencies, or geographic regions; and will 
not have any significant adverse effects 
on competition, employment, 
investment, productivity, innovation, or 
on the ability of United States-based 
enterprises to compete with foreign- 
based enterprises in domestic or export 
markets. 

For this action, the Office of 
Management and Budget has waived its 
review process required by Executive 
Order 12291. 

Changing the status of a portion of the 
State of Texas reduces testing and other 
requirements on the interstate 
movement of certain cattle. Cattle 
moved interstate arc moved for 
slaughter, for use as breeding stock, or 
for feeding. Testing requirements for 
cattle moved interstate for immediate 
slaughter, or to quarantined feedlots are 
not affected by the change in status. 
Also, cattle from Certified Brucellosis- 
Free Herds moving interstate are not 
affected by the change in status. It has 
been determined that the change in 
brucellosis status made by this rule will 
not affect marketing patterns and will 
not have a significant economic impact 
on those persons affected by this 
document. 

Under these circumstances, the 
Administrator of the Animal and Plant 
Health Inspection Service has 
determined that this action will not have 


a significant economic impact on a 
substantial number of small entities. 

Executive Order 12372 

This program/activity is listed in the 
Catalog of Federal Domestic Assistance 
under No. 10.025 and is subject to the 
provisions of Executive Order 12372 
which requires intergovernmental 
consultation with State and local 
officials. (See 7 CFR 3015, Subpart V, 48 
FR 29112, June 24.1983; 49 FR 22875, 
May 31.1984; 50 FR 14088, April 10, 
1985). 

List of Subjects in 9 CFR Pari 78 

Animal Diseases. Cattle, Hogs, 
Quarantine. Transportation, Brucellosis. 

PART 78—BRUCELLOSIS 

Accordingly, the interim rule 
amending 9 CFR Part 78 which was 
published at 50 FR 23393-23394 on June 
4.1985, is adopted as a final rule. 

Authority: 21 U.S.C lll-114a-l. 114g. 115, 
117,120.121,123-128.134b. 134f; 7 CFR 2.17. 
251. and 371.2(d). 

Done at Washington. D.C.. this 20th day of 
September 1985. 

B.G. Johnson. 

Acting Deputy Administrator. Veterinary 
Services. 

(FR Doc. 85-23029 Filed 9-28-85; 8:45 am) 

BILLING COOC 3410-M-4I 


NUCLEAR REGULATORY 
COMMISSION 

10 CFR Part 11 

Criteria and Procedures for 
Determining Eligibility for Access to or 
Control Over Special Nuclear Material 

agency: Nuclear Regulatory 

Commission. 

action: Final rule. 

summary: The Nuclear Regulatory 
Commission is amending the 
requirements for applications for initial 
special nuclear material *‘U" and *‘R’ 
access authorizations and for the 
renewal of "U" access authorizations by 
allowing utilization of information on 
file with the Federal government on 
those individuals who possess current 
active clearances based upon equivalent 
investigations. The amendments will 
eliminate unnecessary duplication of 
administrative and investigative costs to 
licensees for affected individuals as well 
as reduce certain NRC administrative 
costs. 

EFFECTIVE date: October 28,1985. 

FOR FURTHER INFORMATION CONTACT 

Dr. W.B. Brown, Office of Nuclear 
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Material Safety and Safeguards. U.S. 
Nuclear Regulatory Commission. 
Washington. DC 20555. telephone: (301) 
427-4185. 

SUPPLEMENTARY INFORMATION: 

Background 

On March 17.1977 (42 FR 14880). the 
NRC published proposed amendments 
to its regulations which would establish 
an access authorization program for 
individuals who have unescorted access 
to or control over special nuclear 
material. Written comments were 
invited and received. On December 28, 
1977 (42 FR 64703). the Commission 
issued a notice of public hearings on the 
proposed regulations and subsequently 
established a Hearing Board to gather 
additional testimony. A Final rule, based 
upon recommendations of the Hearing 
Board regarding only fuel cycle facilities 
and transportation, was published in the 
Federal Register amending 10 CFR Parts 
11. 50, and 70 on November 21, 1980 (45 
FR 76968). 

One of the reasons for undertaking the 
NRC access authorization program for 
individuals having access to or control 
over special nuclear material was to 
maintain comparability with a similar 
program ol clearances at Department of 
Energy (DOE) facilities and at mixed 
DOE/NRC facilities. Subsequently, the 
population of individuals affected has 
become one in which DOE/NRC mixed 
facility employees are by far the 
dominant segment. Accordingly, the 
incentive to establish and maintain a 
comparable and independent NRC 
program has been replaced by an 
incentive to use as much of the existing 
Federal system as possible. The 
revisions to 10 CFR Part 11 accomplish 
this end. 

Conversion of Clearances 

Under the revised Part 11 
requirements the NRC would accept an 
existing personnel access clearance 
from any Federal agency, including 
NRC, DOE or DOD, if the investigation 
upon which the clearance is based is 
equivalent to the investigation required 
for the special nuclear material access 
authorization. This avoids having to 
conduct an investigation on an 
individual for whom an adequate 
investigation already exists. 

Acceptance of Non-NRC Application 
Forms 

Acceptance of an application for 
access authorizations on other than 
NRC forms allows the NRC to use 
existing information on individuals with 
current Federal clearances. It also 
allows an individual applying for 
renewal of a DOE "Q" personnel 


clearance to use some of the DOE 
documents in making application for the 
NRC "U" material access authorization. 
This reduces the administrative burden 
upon applicants. 

Use of Department of Energy 
Reinvestigation Program 

Application for renewal of an NRC 
"U" material access authorization may 
follow the schedule of the DOE 
Reinvestigation Program and utilize 
signed and dated copies of Part I of the 
DOE Personnel Security Questionnaire 
if an individual is subject to both DOE 
**Q” clearance and NRC “U" access 
authorization requirements. 

Minor Administrative Changes 

A number of administrative changes 
which are not related to reducing 
duplication are included in this rule 
revision. The schedule date for revision 
of fees has been changed from 
December to July; the fee for a full field 
investigation has been changed from 
$1550.00 to $1580.00 to reflect the current 
cost; and a new section has been added 
regarding withdrawal or cancellation of 
applications. 

Omission of a Proposed Rule 

These changes in the procedures in 10 
CFR Part 11 were initiated in response 
to a request by a licensee for elimination 
of needless duplication between the 
NRC special nuclear material access 
authorization program and the 
Department of Energy personnel 
clearance program. The changes have 
been discussed in detail with all 
affected licensees. All agree that the 
changes are desirable. The changes do 
not alter the list of jobs identified in 10 
CFR Part 11 as requiring material access 
authorization; therefore, individual 
applicants for access authorizations are 
either not affected or are benefited by 
the elimination of duplication. No other 
persons are affected by the changes. For 
these reasons good cause exists for 
omitting notice and public rulemaking as 
unnecessary. Accordingly, these 
changes in 10 CFR Part 11 are issued as 
a final rule effective in 30 days. 

Environmental Impact: Categorical 
Exclusion 

The NRC has determined that this 
final rule is the type of action described 
in categorical exclusion 10 CFR 
51.22(c)(1). Therefore, neither an 
environmental impact statement nor an 
environmental assessment has been 
prepared for this final rule. 

Paperwork Reduction Act Statement 

This final rule amends information 
collection requirements that are subject 


to the Paperwork Reduction Act of 1980 
(44 U.S.C. 3501 et seq.). These 
requirements were approved by the 
Office of Management and Budget 
approval number 3150-0062. 

Regulatory Analysis 

The Commission has prepared a 
regulatory analysis on this final 
regulation. The analysis examines the 
costs and benefits of the alternatives 
considered by the Commission. The 
analysis is available for inspection in 
the NRC Public Document Room. 1717 H 
Street NW., Washington, DC. Single 
copies of the analysis may be obtained 
from Dr. W.B. Brown, Office of Nuclear 
Material Safety and Safeguards. U.S. 
Nuclear Regulatory Commission, 
Washington. DC 20555, telephone: (301) 
427-4185. 

List of Subjects in 10 CFR Part 11 

Hazardous materials transportation. 
Nuclear materials. Reporting and 
recordkeeping requirements. Security 
measures, Special nuclear material. 

PART 11— CRITERIA AND 
PROCEDURES FOR DETERMINING 
ELIGIBILITY FOR ACCESS TO OR 
CONTROL OVER SPECIAL NUCLEAR 
MATERIAL 

For the reasons set out in the 
preamble and under the authority of the 
Atomic Energy Act of 1954, as amended, 
the Energy Reorganization Act of 1974, 
as amended, and 5 U.S.C. 553. the NRC 
is adopting the following amendments to 
10 CFR Part 11. 

1. The authority citation for Part 11 is 
revised to read as follows: 

Authority: Sec. 161. including 161i. 68 Stat. 
948. as amended (42 U.S.C. 2201); sec. 201. 88 
Stat. 1242, as amended (42 U.S.C. 5841). 
Section 11.15(e) also issued under sec. 501. 65 
Stat. 290 (31 U.S.C. 9701). 

2. In $ 11.7. Paragraph (c) is revised to 
read as follows: 

§11.7 Definitions. 

• • • • • 

(c) "NRC-'U* special nuclear material 
access authorization" means an 
administrative determination based 
upon a national agency check and a full- 
field background investigation, normally 
conducted by the Office of Personnel 
Management, that an individual in the 
course of employment 19 eligible to work 
at a job falling within the criteria of 
§ 11.11(a)(1) or § 11.13. 

• * • • • 

3. In $ 11.11, the introductory text of 
paragraph (a) and the entire text of 
paragraph (b) are revised to read as 
follows: 
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511.11 General requirements. 

(a) Each licensee who uses, processes. 

* stores, transports, or delivers to a 
carrier for transport, formula quantities 
of special nuclear material (as defined 
in Part 73 of this chapter) subject to the 
physical protection requirements of 

§5 73.20. 73.25. 73.26. 73.45, and 73.46. 
and each person subject to the general 
licensing requirements of 5 70.20a, shall 
identify at its facility or plant (excluding 
all non-power reactor facilities and 
storage of fuel incident thereto and 
facilities and plants in which the 
licensee possesses or uses only 
irradiated special nuclear material 
subject to the exemption of 5 73.6(b) of 
Part 73), describe, and if not already 
provided, provide to the Commission, by 
December 26,1985 by amendment to its 
security plan: 

• • • • • 

(b) After 365 days following 
Commission approval of the amended 
security plan submitted in accordance 
with paragraph (a) of this section, no 
individual may be permitted to work at 
any job determined by the Commission 
to fall within the criterion of paragraph 
(a)(1) of this section without an NRC-U 
special nuclear material access 
authorisation, and no individual may be 
permitted unescorted access to any 
protected area at any site subject to this 
Part without either an NRC-U or NRC-R 
special nuclear material access 
authorization. The exceptions to the 
requirement for an NRC-U and NRC-R 
special nuclear material access 
authorization are as follows: 

(1) Exceptions to the requirement for 
an NRC-U special nuclear material 
access authorization for an individual to 
work at a job within the criteria of 
paragraph (a)(1) are provided for (i) any 
individual employed in such a job on 
October 28,1985. who is not yet in 
receipt of an NRC-U special nuclear 
material access authorization from the 
Commission, provided that a complete 
application has been submitted to and is 
pending before the NRC for processing 
for that employee in accordance with 

5 11.15 (a) and (b): or (ii) any individual 
in possession of an NRC-L or R access 
authorization or an equivalent active 
Federal security clearance but not yet in 
receipt of the NRC-U special nuclear 
material access authorization, provided 
that a complete application has been 
submitted to and is pending before the 
NRC for processing for that employee in 
accordance with 5 1M5 (a) or (b), or 
both. 

(2) Exceptions to the requirement for 
an NRC-R special nuclear material 
access authorization for an individual to 
have unescorted access to a protected 


area are provided for (i) any individual 
employed in such a job on October 28, 
1985 who is not yet in receipt of an 
NRC-R special nuclear material access 
authorization from the Commission, 
provided that a complete application 
has been submitted to and is pending 
before the NRC for processing for that 
employee in accordance with 5 1115 (a) 
and (b); or (ii) any individual in 
possession of an NRC-L access 
authorization or an equivalent active 
Federal security clearance, provided 
that a complete application has been 
submitted to the NRC for processing for 
that employee in accordance with 
§ 11.15 (a) or (b), or both. 

§11.13 (Revised) 

4 Section 11.13, is revised to read as 
follows: 

§ 11.13 Special requirements for 
transportation. 

(a) All individuals who, after 365 days 
following approval of the amended 
security plan submitted in accordance 
with § 11.11(a), transport, arrange for 
transport, drive motor vehicles in road 
shipments of special nuclear material, 
pilot aircraft in air shipments of special 
nuclear material, act as monitors at 
transfer points, or escort road, rail sea. 
or air shipments of special nuclear 
material subject to the appropriate 
physical protection requirements of 

55 73.20, 73.25, 73.26, or 73.27 of this 
chapter, or who are authorized to alter 
the scheduling and routing of such 
transport shall have NRC-U special 
nuclear material access authorization. 
Exceptions are provided for (1) any 
individual who is employed in such a 
job on October 28,1985 and who is not 
yet in receipt of an NRC-U special 
nuclear material access authorization 
from the Commission, provided that a 
complete application has been 
submitted to and is pending before the 
NRC for processing for that employee in 
accordance with 5 11*15 (a) and (b) or 
(2) any individual in possession of an 
NRC-L or R access authorization or 
equivalent active Federal security 
clearance but not yet in receipt of the 
NRC-U special nuclear material access 
authorization, provided that a complete 
application has been submitted to and is 
pending before the NRC for processing 
for that employee in accordance with 
5 11.15 (a) or (b). or both. 

(b) Licensees who. after 385 days 
following Commission approval of the 
amended security plan submitted in 
accordance with 5 11.11(a). transport or 
deliver to a carrier for transport special 
nuclear material subject to the physical 
protection requirements of 55 73.20. 
73.25, 73.26. or 73.27 of this chapter shall 


confirm and record prior to shipment the 
name and special nuclear material 
access authorization number of all 
individuals identified in paragraph (a) of 
this section assigned to the shipment. 
However, the licensee need not confirm 
and record the special nuclear material 
access authorization number in the case 
of any individual for whom an 
application has been submitted and is 
pending before the NRC in accordance 
with paragraph (a) of this section. 

5. Section 11.15 is revised to read as 
follows: 

§ 11.15 Application for special nuclear 
material access authorization. 

(a) (1) Application for special nuclear 
material access authorization, renewal, 
or change in level shall be filed by the 
licensee on behalf of the applicant with 
the Director. Division of Security. U.S. 
Nuclear Regulatory Commission. 
Washington. DC 20555. Applications for 
affected individuals employed on 
October 28,1985. shall be submitted 
within 60 days of notification of 
Commission approval of the amended 
security plan. 

(2) Licensees who wish to secure 
NRC-U or NRC-R special nuclear 
material access authorizations for 
individuals in possession of an active 
NRC Q or L access authorization or 
other security clearance granted by 
another Federal agency based on an 
equivalent investigation shall submit a 
"Security Acknowledgement" (NRC 
Form 178) and a "Request for Access 
Authorization" (NRC Form 237). NRC 
will process these requests by verifying 
the data on an NRC cleared individual, 
or by contacting the Federal agency 
which granted the clearance, requesting 
certification of the security clearance, 
and determining the investigative basis 
and level of the clearance. Licensees 
may directly request the Federal agency 
which administered the security 
clearance, if other than NRC. to certify 
to the NRC that it has on file an active 
security clearance for an individual and 
to specify the investigative basis and 
level of the clearance. 

(b) Applications for special nuclear 
material access authorization for 
individuals, other than those qualifying 
under the provisions of 5 1115(a)(2), 
must be made on forms supplied by the 
Commission, including: 

(1) Personnel Security Questionnaire 
(PSQ) (NRC Form 1. Parts I and II); 

(2) National Agency Check-Data for 
Nonsensitive or Noncritical-Position 
(SF-85A) for R cases only (This form 
must be typed.); 

(3) Two completed standard 
fingerprint cards (FD-258); 
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(4) Security Acknowledgement (NRC 
Form 170): 

(5) Authority to Release Information 
(NRC Form 259): 

(6) Related forms where specified in 
accompanying instructions (NRC-254); 

and 

(7) A statement by the employer, 
prospective employer, or contractor 
identifying the job to be assigned to or 
assumed by the individual and the level 
of authorization needed, justified by 
appropriate reference to the licensee's 
security plan. 

(c)(1) Except as provided in paragraph 
(c)(2) of this section. NRC-U and R 
special nuclear material access 
authorizations shall expire 5 years from 
the date of issuance. If continued NRC- 
U and R special nuclear material access 
authorization is required, an application 
for renewal must be submitted at least 
120 days prior to its expiration date. 
Failure to make a timely application will 
result in expiration of special nuclear 
material access authorization. Special 
nuclear material access authorization 
for which a timely application for 
renewal has been made may be 
continued beyond the expiration date 
pending final action on the application. 
An application for renewal will include: 

(1) A statement by the licensee that at 
the time of application for renewal the 
individual's assigned or assumed job 
requires an NRC-U special nuclear 
material access authorization, justified 
by appropriate reference to the 
licensee’s security plan; 

(ii) Personnel Security Questionnaire 
(NRC Form 1, Parts I and II); 

(iii) National Agency Check-Data for 
Nonsensitive or Noncritical-sensitive 
position (SF-d5A) (This form must be 
typed.); 

(iv) Two completed standard 
fingerprint cards (FD Form 258): 

(v) Authority to Release Information 
(NRC Form 259); and 

(vi) Other related forms where 
specified in accompanying NRC 
instructions (NRC Form 254). 

(2) An exception to the NRC-U special 
nuclear material access authorization 
expiration date and the time for 
submission of NRC-U special nuclear 
material access authorization renewal 
applications is provided for those 
individuals who have a current and 
active DOE-Q access authorization and 
who are subject to DOE Selective 
(^‘investigation Program requirements, 
^or these individuals, the time for 
submission of NRC-U special nuclear 
material access authorization renewal 
applications may coincide with the time 
for submission to DOE of Part I of a 

H Personnel Security Questionnaire 
Pursuant to DOE Selective 


Reinvestigation Program requirements. 
The licensee may submit to NRC, 
concurrent with its submission to DOE, 
a copy of Part I of the individual's DOE 
Personnel Security Questionnaire which 
is dated and bears an original signature 
together with Part II of an NRC 
Personnel Security Questionnaire and 
the forms and information required by 
paragraphs (c)(1) (i). (iii), (iv), (v) and 
(vi) of this section, as the supporting 
documentation for an NRC-U special 
nuclear material access authorization 
renewal application. Any NRC-U 
special nuclear material access 
authorization issued in response to a 
renewal application submitted pursuant 
to this paragraph will not expire until 
the date set by DOE for the next 
reinvestigation of the individual 
pursuant to DOE's Selective 
Reinvestigation Program (generally 
every five years). At that time (and at 
the time of each subsequent 
reinvestigation of the individual), the 
licensee may again submit, concurrent 
with its submission to DOE. a copy of 
Part I of the individual's DOE Personnel 
Security Questionnaire which is dated 
and bears an original signature together 
with Part II of an NRC Personnel 
Security Questionnaire and the forms 
and information required by paragraphs 
(c)(1) (i). (iii). (iv). (v), and (vi) of this 
section as the supporting documentation 
for the renewal application. Failure to 
file such a renewal application 
concurrent with the time for submission 
of an individual's Part I of a DOE 
Personnel Security Questionnaire to 
DOE pursuant to DOE Selective 
Reinvestigation Program requirements 
will result in the expiration of the 
individual's NRC special nuclear 
material access authorization. NRC-U 
special nuclear material access 
authorizations for which timely 
applications for renewal have been 
made may be continued beyond the 
expiration date, pending final action on 
the application. 

(3) Notwithstanding the above, in no 
instance shall the period of time for the 
initial and each subsequent NRC-U 
renewal application to NRC exceed 7 
years. Any individual who is subject to 
the DOE Selective Reinvestigation 
Program requirements but, for 
administrative or other reasons, who 
does not submit reinvestigation forms to 
DOE within 7 years of the previous 
submission, shall submit a renewal 
application to NRC using the forms 
prescribed in paragraph (c)(1) above 
before the expiration of the 7 year 
period. Failure to request an NRC-U 
renewal for any individual within the 7 
year period will result in termination of 


the individual's NRC-U access 
authorization. 

(d) If at any time, due to new 
assignment or assumption of duties, a 
change in special nuclear material 
access authorization level from NRC *‘R" 
to "U" is required, the individual shall 
apply for a change of level of special 
nuclear materiat access authorization. 
The application must include a 
description of the new duties to be 
assigned or assumed, justified by 
appropriate reference to the licensee's 
security plan. 

(e) (1) Each application for special 
nuclear material access authorization, 
renewal or change in level must be 
accompanied by the licensee's 
remittance payable to the U.S. Nuclear 
Regulatory Commission according to the 
following schedule: 

i. NRC-U requiring full field in- $1,580 

vestigatlon. 

ii. NRC-U based on certification 1 0 

of comparable full field 

background investigation. 

iii. NRC-U or R renewal -- 1 15 

Iv. NRC-R___ *15 

v. NRC-R based on certification *0 

of comparable investigation. 

1 If • full Md invaviiaatlun I» dammtd w*c*M*ry, a 
•«hMq»*n! fe# of fl5A0 mu bo iimwd 

• If « Notion*! Agency Check Investigation U deemed 
neoeMftry. • mb— q aant fee of SIS 00 wtU be iiKiied; 
however, if a full field inveatteation «* deemed necetaary. 
a aubaeqoent fee of flUO will b* aaaeaaed. 

(2) Material access authorization fees 
will be published in July of each year 
and will be applicable to each access 
authorization request received during 
the following calendar year. 

Applications from individuals having 
current Federal access authorizations 
may be processed expeditiously at no 
cost, since the Commission may accept 
the certification of access authorizations 
and investigative data from other 
Federal government agencies which 
grant personnel access authorization. 

(f) (1) Any Federal employee, 
employee of a contractor of a Federal 
agency, licensee, or other person visiting 
an affected facility for the purpose of 
conducting official business, who 
possesses an active NRC or DOE-Q 
access authorization or an equivalent 
Federal security clearance granted by 
another Federal agency ('Top Secret”) 
based on a comparable full field 
background investigation may be 
permitted in accordance with 5 11.11 the 
same level of unescorted access that an 
NRC-U special nuclear material access 
authorization would afford. (2) Any 
Federal employee, employee of a 
contractor of a Federal agency, licensee, 
or other person visiting an affected 
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facility for the purpose of conducting 
official business, who possesses an 
active NRC or DOE-L access 
authorization or an equivalent security 
clearance granted by another Federal 
agency ("Secret* 9 ) based on a 
background investigation or national 
agency check may be permitted in 
accordance with § 11.11 the same level 
of unescorted access that an NROR 
special nuclear material access 
authorization would afford. 

6. A new $ 11.16 is added to read as 
follows: 

911.16 Cancellation of request for special 
nuclear material access authorization. 

When a request for an individual's 
access authorization is withdrawn or 
cancelled, the licensee shall 
immediately notify the Chief, Facilities 
and Personnel Security Branch. NRC 
Division of Security, by telephone, so 
that the full investigation or National 
Agency Check may be discontinued. The 
caller shall provide the full name and 
date of birth of the individual, the date 
of request, and the type of access 
authorization originally requested ("U” 
or ”R”). The licensee shall promptly 
submit written confirmation of the 
telephone notification to the Facilities 
and Personnel Security Branch. NRC 
Division of Security. A portion of the fee 
for the "U" special nuclear material 
access authorization may be refunded 
depending upon the status of the full 
field investigation at the time of 
withdrawal or cancellation. 

Dated at Bethesdo. Maryland, this 13th day 
of September 1985. 

For the Nuclear Regulatory Commission. 
William ). Dtrcks. 

Executive Director for Operations . 

|FR Doc. 85-23168 Filed 9-28-85; 8:45 am) 

BILLING COOC 7fctO-01-M 


DEPARTMENT OF COMMERCE 
International Trade Administration 
15 CFR Part 399 
(Docket No. 50944-5144] 

Exports to COCOM Countries 
Correction 

In FR Doc. 85-22850 beginning on page 
38511 in the issue of Monday. September 
23,1985. make the following correction: 

On page 38513, third column, 
paragraph 20.. third line from the 
bottom, "(vi)” should read "(iv)". 

billing COOC 1506-01-41 


COMMODITY FUTURES TRADING 
COMMISSION 

17 CFR Part 3 

Review of National Futures 
Association Registration Proceedings 

agency: Commodity Futures Trading 
Commission. 

action: Final rules. 

summary: The Commodity Futures 
Trading Commission (“Commission”) 
has adopted rules pursuant to which the 
Commission, in accordance with the 
provisions of section 17(o)(2) of the 
Commodity Exchange Act ("Act"), 7 

U. S.C. 21 (o)(2) (1982), will review 
registration proceedings conducted by 
the National Futures Association 
("NFA”) to deny, condition, suspend, 
restrict or revoke registration. The 
Commission has authorized NFA to 
conduct such proceedings effective 
September 30,1985. 

EFFECTIVE DATE: September 30.1985. 
FOR FURTHER INFORMATION CONTACT. 

Linda Kurjan. Special Counsel, or Philip 

V. McGuire, Attorney, Division of 
Trading and Markets, Commodity 
Futures Trading Commission, 2033 K 
Street. NW.. Washington. DC 20581. 
Telephone: (202) 254-8955. 
SUPPLEMENTARY INFORMATION: On 
August 14.1985. the Commission 
published in the Federal Register 
proposed rules pursuant to which the 
Commission, in accordance with the 
provisions of section 17(o)(2) of the Act, 
7 U.S.C. 21(o)(2) (1982), will review 
registration proceedings conducted by 
NFA to deny, condition, suspend, 
restrict or revoke registration. 50 FR 
32737. By order dated August 22,1985, 
the Commission has authorized NFA to 
conduct such proceedings, effective 
September 30,1985, with respect to 
futures commission merchants, 
introducing brokers, commodity pool 
operators, commodity trading advisors 
and their respective associated persons. 
50 FR 34885. 1 

The Commission received no 
comments on its proposed rules. After 
careful consideration of its own. the 
Commission has determined to adopt 
them essentially as proposed. However, 
the second sentence of proposed rule 
3.84(a), relating to the contents of an 
applicant's or registrant's brief in 
support of a petition for review, has 
been revised for the sole purpose of 
clarity. As proposed, this sentence read: 


'The mice in accordance with which NFA will 
conduct »uch proceedings are act forth at an 
appendix to the Commission's order. SO FR at 34887. 


The brief shall include a statement of the 
reasons why it is claimed that the order of 
the National Futures Association comports 
with the standards for disposition upon 
review set forth in | 3.87 of this subpart nnd 
the specific facts which support those 
reasons. 

As revised, this sentence reads as 
follows: 

The brief shall include a statement of the 
reasons why it is claimed that the order of 
the National Futures Association should not 
be affirmed in accordance with the 
provisions of 9 3.87 of this subpart and the 
specific facts which support those reasons. 

This provision now more closely 
parallels 9 3.87(b), which provides that 
the order of NFA shall be affirmed 
unless the Commission makes one or 
more of the findings set forth in that 
paragraph. 

The Regulatory Flexibility Act 

The Commission has previously 
determined that neither futures 
commission merchants nor registered 
commodity pool operators should be 
considered small entities for purposes of 
the Regulatory Flexibility Act (“RFA"), 5 
U.S.C. 601 et seq , f Accordingly, the 
requirements of the RFA do not apply to 
those entities. With respect to the 
remaining entities, introducing brokers, 
commodity trading advisors and 
associated persons, the Commission 
noted when it proposed these rules that 
it believed they would not impose any 
additional burdens upon such parties, 
since all registrants are already subject 
to similar requirements under Part 3 of 
the Commission’s regulations, and the 
proposed rules simply provide a 
procedure to petition for review of an 
order concerning the registration of such 
parties. Therefore, pursuant to section 
3(a) of the RFA, 5 U.S.C. 605(b). the 
Chairman certifies that these regulations 
will not have a significant economic 
Impact on a substantial number of small 
entities. 

Effective Date 

Section 4(c) of the Administrative 
Procedure Act, 5 U.S.C. 553(d). provide* 
that rules promulgated by an agency 
generally may not be made effective less 
than thirty days after publication in the 
Federal Register except, inter alto, "for 
good cause.” The Commission finds that 
good cause exists to make these rules 
effective September 30,1985. As 
previously noted, the Commission has 
authorized NFA to conduct proceedings 
to deny, condition, suspend, restrict or 
revoke registration as of that date, and 
the Commission believes it is 

•See 47 FR 18618 (April 30. 1962). 
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appropriate that these rules take effect 
at the same time. 

Lit of Subjects in 17 CFR Part 3 

Registration requirements. 

Conditional registration. Temporary 
licenses. Statutory disqualifications. 
Authority delegations. Fingerprinting. 
Associated persons. Floor brokers. 
Introducing brokers. Commodity trading 
advisors. Commodity pool operators. 
Futures commission merchants. 

Leverage transaction merchants. 
Petitions for review. 

PART 3— REGISTRATION 

1 . The authority citation for Part 3 
continues to read as follows: 

Authority: Sections 2(a)(1). 4. 4b, 4c, 4d. 4e. 
4f. 4g. 4h, 4i. 4k. 4m, 4n. 4o, 4p. 6. 8. 8a. 14.15. 
17 and 19 of the Commodity Exchange Act. 7 
U.S.G 2 and 4. ft. ftb, ftc, 6d. 0e, 6f, 6g. 6h. 6i, 

6k. 6m. 6n. 6o. ftp. 8, 9, 9a and 13b. 12.12a. 1ft. 
19.21 and 23 (1982). 

2- Subpart F is added to 17 CFR Part 3 
to read as follows: 

Subpart F—Review of National Futures 
Association Registration Proceedings 

Sec 

3 SO Scope of rules 

3.81 Service. 

3.82 Notice and effective date of order 
affecting registration. 

3.83 Petition for review. 

3.84 Briefs. 

3 85 Filing of the record. 

3.88 Grant or denial of petition for review. 

3.87 Decision of the Commission. 

3.88 Default. 

3 89 Applicability of the Rules of Practice. 

3.90 Reservation of authority. 

3.91 Participation of Commission staff. 

Subpart F—Review of National Futures 
Association Registration Proceedings 

5 3.80 Scope of rides. 

This subpart governs review by the 
Commission, under section 17(o) of the 
Act, of any proceeding conducted by the 
National Futures Association, pursuant 
to delegated authority, to deny, 
i ondition. suspend, restrict or revoke 
the registration of anv applicant or 
registrant. 

5 381 Service. 

(a) For the purposes of this subpart, 
service upon an applicant or registrant 

ii l ^ e Clonal Futures Association 
snail be effected in accordance with the 
provisions of § 3.50(a). Service upon the 
National Futures Association shall be at 
‘ts principal office, 200 West Madison 
btreet. Chicago. IL 60606. 

(b) Any document which is required to 
.if 5en f e< * u P°n the Commission under 
his subpart shall be served upon the 
Hearing Clerk and shall be effected in 


accordance with the provisions of 
§ 3.50(c). 

(c) A copy of any document which is 
required to be served upon or filed with 
the Commission under this subpart shall 
be filed concurrently with the Division 
of Trading and Markets (Attn: Chief 
Counsel) and the Division of 
Enforcement (Attn: Registration 
Appeals) at the Commission's 
Washington, DC Office, 2033 K Street, 
NW., Washington. DC 20561. 

$ 3.82 Notice and effective date of order 
affecting registration. 

(a) Any order issued by the National 
Futures Association upon completion of 
a proceeding to deny, condition, 
suspend, restrict or revoke registration, 
which is the final decision of the 
National Futures Association, shall be 
filed with the Division of Trading and 
Markets (Attn: Chief Counsel) and the 
Division of Enforcement (Attn: 
Registration Appeals) at the same time 
it is served upon the applicant or 
registrant. 

(b) Such order shall take effect fifteen 
days after the date it is served upon the 
applicant or registrant unless the 
applicant or registrant files with the 
Commission a petition for review 
thereof in accordance with the 
provisions of this subpart: Provided\ 
however That if such order grants 
registration to. or conditions the 
registration of, an applicant, it shall not 
take effect until thirty days after the 
date it is served upon the applicant, 
unless (1) the Director of the Division of 
Trading and Markets, or the Director's 
designee, with the concurrence of the 
Director of the Division of Enforcement 
and the General Counsel, or their 
designees, by authority delegated 
hereby, directs that such registration 
may take effect at an earlier date. (2) the 
Commission, on its own motion, 
institutes review of the proceeding in 
accordance with the provisions of 5 3.90 
of this subpart, or (3) the Division of 
Trading and Markets or the Division of 
Enforcement requests the Commission 
to institute review of the proceeding in 
accordance with the provisions of § 3.91. 

(c) If an applicant or registrant files a 
timely petition for review in accordance 
with the provisions of 5 3.83, the 
effective date of the order of the 
National Futures Association shall be 
stayed pending a final determination 
and order by the Commission with 
respect to such petition. 

5 3.83 Petition for review. 

(a) Time to file. Within fifteen days of 
service of a final order of the National 
Futures Association to deny, condition, 
suspend, restrict or revoke registration, 


the applicant or registrant may serve 
upon the Commission a petition for 
review thereof, together with proof of 
service upon the National Futures 
Association. 

(b) Contents . The petition for review 
shall include: 

(1) The name of the applicant or 
registrant: 

(2) The statutory disqualification to 
which the applicant or registrant has 
been found to be subject: 

(3) A concise statement of the facts 
underlying the statutory disqualification: 
and 

(4) A copy of the order of the National 
Futures Association and the relief 
sought therefrom. 

§3.84 Briefs. 

(a) Within thirty days after service of 
a petition for review, the applicant or 
registrant shall file a brief in support 
thereof, together with proof of service 
upon the National Futures Association. 
The brief shall include a statement of 
the reasons why it is claimed that the 
order of the National Futures 
Association should not be affirmed in 
accordance with the provisions of § 3.87 
of this subpart and the specific facts 
which support those reasons. 

(b) Within thirty days after service of 
the brief in support of the petition for 
review, the National Futures 
Association may file an answering brief, 
together with proof of service upon the 
applicant or registrant. If no answering 
brief is filed, the final order of the 
National Futures Association shall be 
deemed the answer to the petition. 

(c) No further briefs shall be 
permitted. 

§3.85 Filing of the record. 

Within thirty days of service of the 
petition for review, the National Futures 
Association shall file with the 
Commission the record of the 
proceeding which shall include: a 
certified copy of any order issued by a 
court of competent jurisdiction, federal 
or state governmental agency, or self- 
regulatory organization or such other 
document which sets forth the statutory 
disqualification to which the applicant 
or registrant has been found to be 
subject; the notice issued by the 
National Futures Association of its 
intent to deny, condition, suspend, 
restrict or revoke the registration of the 
applicant or registrant; the answer and 
all documentary evidence submitted 
therewith by the applicant or registrant; 
the reply filed by the National Futures 
Association: any interim order issued by 
the National Futures Association: the 
transcript of any oral hearing which may 
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have been held, including any 
documentary evidence submitted in 
connection therewith; and the final 
order of the National Futures 
Association. Upon request, the National 
Futures Association shall serve a copy 
of such record upon the applicant or 
registrant at the same time it is filed 
with the Commission, provided the 
applicant or registrant agrees to pay the 
National Futures Association 
reasonable fees for such copy. 

5 3.86 Grant or denial of petition for 
review. 

(a) Determination . The determination 
to review any proceeding conducted by 
the National Futures Association to 
deny, condition, suspend, restrict or 
revoke registration is a matter 
committed to the Commission's 
discretion. 

(b) Denial of petition . Should the 
Commission decline to grant review, the 
Commission shall issue an order to that 
effect which shall be deemed a final 
order of the Commission five days after 
service upon the applicant or registrant. 
A copy of such order shall also be 
served upon the National Futures 
Association at the same time. 

(c) Granting of petition. Based upon 
the petition, the briefs and the record 
submitted pursuant to § 3.85. the 
Commission may grant review of the 
order of the National Futures 
Association. 

§ 3.87 Decision of the Commission. 

(a) Upon review, the Commission may 
affirm, modify, set aside or remand for 
further proceedings, in whole or in part, 
the order of the National Futures 
Association. 

(b) The Commission shall affirm the 
order of the National Futures 
Association, unless the Commission 
finds that: 

(1) The proceeding was not conducted 
in accordance with the rules of the 
National Futures Association: 

(2) The National Futures Association 
did not observe fundamental fairness in 
the conduct of the proceeding: 

(3) The order issued by the National 
Futures Association was not in 
accordance with the policies of the 
Commission with respect to the 
statutory disqualification provisions of 
the Act: or 

(4) The weight of the evidence in the 
record does not support a finding that 
the applicant or registrant is subject to a 


statutory disqualification under section 
8 a(2). 8a(3) or 8a(4) of the Act. 

§ 3.88 Default. 

In the event that the applicant or 
registrant or the National Futures 
Association fails to file any document 
required under this subpart, the 
Commission, in its discretion, may 
dismiss the petition or, once instituted, 
the proceeding or, based on the record 
before it, may affirm, modify, set aside 
or remand for further proceedings the 
order of the National Futures 
Association. An order issued pursuant 
to this section shall be deemed a final 
order of the Commission five days after 
service upon the applicant or registrant. 
A copy of such order shall also be 
served upon the National Futures 
Association at the same time. 

§ 3.89 Applicability of the Rules of 
Practice. 

With the exception of 55 10.4-10.0, 
10 .10.10.11. and 10.12(a)(2)-10.12(g) of 
this chapter, and except as otherwise 
may be provided by the Commission by 
order, the Commission’s Rules of 
Practice shall not apply to a proceeding 
under this subpart. For purposes of this 
subpart, functions assigned by the Rules 
of Practice to an “Administrative Law 
Judge" shall be performed by the 
Commission. 

$ 3.90 Reservation of authority. 

(a) Nothing in this subpart shall 
prevent the Commission from initiating 
a proceeding in an appropriate case to 
deny, condition, suspend, restrict or 
revoke registration under the provisions 
of section 6(b) of the Act or subpart C of 
this part. 

(b) Nothing in this subpart affects the 
authority of the Commission under 
section 17(o)(3) of the Act to review the 
granting of a registration application by 
the National Futures Association. 

(c) On its own motion, the 
Commission may institute review of any 
proceeding conducted by the National 
Futures Association to deny, condition, 
suspend, restrict or revoke the 
registration of any applicant or 
registrant. 

(d) If the Commission institutes 
review under paragraph (b) or (c) of this 
section of a proceeding conducted by 
the National Futures Association, it 
shall thereafter issue an order 
establishing a schedule for the filing of 
briefs and requiring the submission of 
the record of the proceeding, or 
designated portions of the record, and 
such documents applicable to the 
particular proceeding as may aid the 


Commission in the review of such 
proceeding and of the decision rendered 
therein. If the order issued by the 
National Futures Association has not 
become effective, such order shall be 
stayed pending a final determination 
and order by the Commission with 
respect to such petition. 

9 3.91 Participation by Commission staff. 

(a) If an applicant or registrant files a 
petition for review in accordance with 
5 3.83 the Division of Trading and 
Markets or the Division of Enforcement 
may file with the Commission, together 
with proof of service upon the applicant 
or registrant and upon the National 
Futures Association, a memorandum 
stating its views with respect to the 
matters addressed in such petition or in 
the brief in support thereof. Such 
memorandum, which shall be made a 
part of the record, must be filed within 
the time provided for the National 
Futures Association to file an answering 
brief in accordance with the provisions 
of 5 3.84(b). 

(b) At any time after an order issued 
by the National Futures Association is 
served upon the Commission in 
accordance with the provisions of 

5 3.82(a). the Division of Trading and 
Markets or the Division of Enforcement 
may file with the Commission, together 
with proof of service upon the applicant 
or registrant and upon the National 
Futures Association, a memorandum 
requesting the Commission, on its own 
motion, to institute review of the 
granting of a registration application by 
the National Futures Association or of 
any proceeding conducted by the 
National Futures Association to deny, 
condition, suspend, restrict or revoke 
registration. The memorandum shall set 
forth with particularity the reasons why 
the Commission should institute such 
review. Upon filing of the memorandum, 
and unless otherwise ordered by the 
Commission, if the order issued by the 
National Futures Association has not 
become effective, such order shall be 
stayed an additional fifteen days in 
order to afford the Commission the 
opportunity to consider the request. 

Issued in Washington, D.C on September 
24.1985. 

Lynn K. Gilbert. 

Deputy Secretary of the Commission. 

(FR Doc. 85-23066 Filed 9-28-85: 8:45 am] 

BtUJNO COOC SJ51-01-M 
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DEPARTMENT OF HOUSING AND 
URBAN DEVELOPMENT 

Office of the Secretary 

24 CFR Part* 44, 111, 203, 207, 236, 

290, 511, 570, 850. 880, 881, 882, 883, 
884, 886, 941, 968, and 990 

(Docket No* R-85-1255; FR-20751 

Implementation of the Single Audit Act 
of 1984 

agency: Office of the Secretary. HUD. 
action: Interim rule. 

summary: This interim rule implements, 
with reference to HUD program 
authorities, the requirements of the 
Single Audit Act of 1984 and OMB 
Circular A-128. 

oates: Effective Date: November 1, 

1985. 

Comment Due Date: November 26. 

1985. 

address: Interested persons are invited 
to submit comments regarding this rule 
to the Office of the General Counsel. 
Rules Docket Clerk. Room 10276, 
Department of Housing and Urban 
Development. 451 Seventh Street SW., 
Washington. DC 20410. Communications 
should refer to the above docket number 
and title. A copy of each communication 
submitted will be available for public 
inspection during regular business hours 
at the above address. 

FOR FURTHER INFORMATION CONTACT: 

Steven A. Switzer, Assistant Inspector 
General for Audit. Office of Inspector 
General. Department of Housing and 
Urban Development. Room 8284. 451 
Seventh Street SW., Washington. DC 
20410. Telephone (202) 755-6364. (This is 
not a toll-free number.) 

SUPPLEMENTARY INFORMATION: 

I. Background 

In 1979, the General Accounting Office 
(GAO) and the Joint Financial 
Management Improvement Project 
I1I M1P) published studies citing certain 
ineffectual practices by State and local 
governments in auditing Federal 
financial assistance. A principal 
problem identified in these studies was 
the practice of State and local 
governments in auditing on a grant-by- 
^rant basis, rather than organization- 
wide. On October 22.1979, the Office of 
Management and Budget (OMB) 
responded to these concerns by issuing 
Attachment P to Circular A-102, 

( mform requirements for grants to 
Mate and local governments " 

Attachment P set forth uniform 
guidelines for organization-wide audita 
of State and local governmental and 
tudmn tribal recipients of Federal 


assistance. It explicitly provided that 
auditing procedures for State and local 
governments must be on an 
organization-wide basis, rather than 
grant-by-grant. This "single audit" 
approach was to be monitored by one 
“cognizant agency” assigned for a 
particular recipient organization by 
OMB. According to Attachment P. the 
cognizant agency must assess and 
coordinate the review of the auditing of 
its designated recipient organizations. 
Where significant inadequacies in an 
audit are disclosed, the recipient 
organization was to be advised and the 
auditor was to be requested to take 
corrective action. Other affected audit 
agencies were to be informed of 
irregularities uncovered. 

Attachment P also included: 

1. A requirement that a representative 
sample of auditing charges to Federal 
grants be tested, reflecting all Federal 
awards of financial assistance received 
and all cost categories that materially 
affected the award: 

2. A requirement that audits must be 
conducted at least every two years: and 

3. General requirements governing the 
scope of audits, content of the audit 
report, and auditor's comments on 
compliance and internal controls. 

In the Federal Register of December 
30.1983 (48 FR 57483). HUD promulgated 
a rule at 24 CFR Part 44 implementing* 
Attachment P across a broad range of 
the Department's programs. (Given the 
purpose of the December 1983 rule to 
incorporate Attachment P by reference, 
it contained only a minimal statement of 
regulatory provisions.) 

11. The Single Audit Act of 1984 

The Single Audit Act of 1984, 31 U.S.C. 
7501-7507, establishes a more 
comprehensive framework for single 
audit requirements than did Attachment 
P. The enactment of the Single Audit Act 
reflected findings from a GAO report, 
“Study of Progress Made in 
Implementing the Single Audit Concept” 
(March 1984), indicating that the 
principal problems inhibiting 
implementation of Attachment P were: 
(1) Uncertainty among State and local 
officials concerning the scope and 
purpose of the single audit. (2) diffusion 
of responsibility among Federal 
cognizant agencies for certain audit 
functions, and (3) conflicts between the 
provisions of Attachment P and existing 
statutory grant audit requirements. 

Key provisions of the Single Audit Act 
are directed toward establishing clearer 
guidelines for audit functions by State 
and local governments. The audit 
requirements in the Act apply to fiscal 
years of States and local governments 
that begin after December 31,1984. 
According to OMB Circular A-128, the 
audit provisions of Attachment P to 


Circular A-102 must continue to be 
observed for fiscal years that begin 
before December 31,1984. Among the 
provisions in the Single Audit Act that 
differ from requirements of Attachment 
P are: 

1. Definition of "Financial 
Assistance " 

The Act defines "financial assistance" 
to include a broad range of HUD's 
program activities: "grants, contracts, 
loans, loan guarantees, property, 
cooperative agreements, interest 
subsidies, insurance, or direct 
appropriations.” See 31 U.S.C. 7501(4). 

Attachment P did not describe the 
specific scope of financial assistance 
covered. However, sections 6 and 7(a) of 
OMB Circular A-102 did provide a basis 
for the Department s determination of 
the scope of financial assistance 
covered by Attachment P. Section 8 of 
Circular A-102 states that its standards 
apply to grants to State and local 
governments and Federally recognized 
Indian tribal governments, and that 
agencies are "encouraged” to apply its 
standards to loan and loan guarantee 
programs "to the extent practicable." 

The term "grant” is defined in section 
7(a) of the OMB Circular to exclude 
coverage for. 'Technical assistance 
programs which provided services 
instead of money or other assistance in 
the form of general revenue sharing, 
loans, loan guarantees, insurance, or 
contracts which are entered into and 
administered under procurement laws 
and regulations." 

2. Applicability of the Single Audit 
Requirements. 

Recipient State and local governments 
that receive $100,000 or more in Federal 
financial assistance in any fiscal year 
must have a single audit for that year. 
Governments receiving at least $25,000 
but less than $100,000 have the option of 
performing either a single audit or 
separate program audits required by the 
applicable Federal statutes and 
regulations. Governments receiving less 
than $25,000 In any fiscal year are 
exempt from a single audit as well as 
from other Federal audit requirements 
for that year. Attachment P did not set 
any financial assistance level as a cutoff 
for single audit requirements. 

3. Focus on Auditing "Major Federal 
Assistance Programs ”. 

Under the Act. auditing is focused on 
“major Federal assistance programs” for 
compliance testing and for reporting 
instances of noncompliance. The 
definition of “major Federal assistance 
program” refers to the total amount of 
expenditures by the State or local 
government from a Federal program for 
the fiscal year, as compared to all 
Federal expenditures for that 
government for the fiscal year, except 
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for any program for which total 
expenditures of Federal financial 
assistance by the State or local 
government during the fiscal year 
exceed the larger of (i) $300,000, or (ii) 3 
percent of such total expenditures for all 
programs, in the case of a State or local 
government for which such total 
expenditures for ail programs exceed 
$100 million. (Under the Act. the auditor 
must determine and report whether 
there has been compliance with laws 
and regulations that could have a 
material effect on each "major Federal 
assistance program" rather than on the 
totality of Federal programs under 
evaluation.) 

Attachment P did not include 
categories of assistance programs for 
auditing priority; rather, it delegated 
authority to auditors to choose a 
representative number of charges to 
Federal awards. Any audit test was 
required to be representative of (1) the 
total set of Federal awards received, 
and (2) all cost categories that 
materially affected the award. 

4. Plan for Corrective Action. 

Under 31 U.S.C. 7502(g). if the audit 

report indicates any material 
noncompliance or material weaknesses 
in internal control systems, the recipient 
government must prepare and submit a 
corrective action plan to the Federal 
cognizant agency assigned by OMB, in 
accordance with a schedule established 
by the cognizant agency. Such plans, 
together with the audit report, are to be 
submitted to appropriate Federal 
officials. The corrective action plan 
should indicate the government's plan to 
eliminate the noncompliance or material 
weakness, or reasons why corrective 
action is unnecessary. However, the 
recipient government may decide to not 
submit a corrective action plan if it 
chooses instead to submit a statement of 
why corrective action is not necessary. 

Attachment P did not require a formal 
corrective action plan to respond to the 
results of the audit report. It merely 
required that audit reports include 
comments on any corrective action 
taken or planned by the grantee. 

5. Annua! Audit Requirement . 

Under 31 U.S.C. 7502(b), single audits 

must be performed annually, unless the 
respective recipient government is 
required by constitution, statute, 
regulations or policy to conduct its audit 
less frequently. In this situation, the 
recipient government would conduct 
single audits on a biennial basis. After 
December 31,1986. recipient 
governments must conduct such audits 
annually unless a recipient government 
codifies a requirement for biennial 
audits in its constitution or statutes by 
(anuary 1.1987. Audits conducted 


biennally under this provision must 
cover both years within the biennial 
period. 

Attachment P required that single 
audits must be conducted at least on a 
biennial basis, but stated that they 
would "usually" be performed annually. 

0. Allocation of Audit Cost. 

Under 31 U.S.C 7505(b), the amount 
charged to a program may not be mere 
than a "reasonably proportionate share" 
of the audit cost. Under this standard, 
the proportion of the audit cost charged 
to Federal programs may not (in the 
absence of documentation 
demonstrating a higher actual cost)^ 
exceed the proportion of Federal 
expenditures to total expenditures. 
Attachment P stated that in the auditor's 
review of a representative number of 
charges for single audits to Federal 
funding sources, these auditing charges 
do not include costs properly allocated 
to other Federally assisted programs. 

Under both 31 U.S.C. 7503 and 
Attachment P, audit activities in 
addition to those required under these 
authorities are not precluded, but such 
audits must build upon the single audit 
and not require duplicative audit 
functions. 

III. OMB Circular A-128 

HUD has revised 24 CFR Part 44 to 
repeat the substantive audit 
requirements of OMB Circular A-128. 
Circular A-128, issued on April 12,1985, 
implements the Single Audit Act. Each 
Recipient organization must comply with 
the audit requirements of the OMB 
Circular for fiscal years that begin after 
December 31,1984, including any 
amendments to those requirements 
prescribed by future OMB action, as 
published. (OMB Circular A-128 
provides for exceptions for public 
hospitals, public colleges and 
universities from State and local audits 
and the requirements of OMB Circular 
A-128 as long as these entities follow 
audit statutory requirements and OMB 
Circular A-110, "Uniform requirements 
for grants to universities, hospitals, and 
other nonprofit organizations".) To 
comply with the provisions of the OMB 
Circular, an audit report and. where 
required, a corrective action plan must 
be submitted to the Federal cognizant 
agency. However, the submission of a 
corrective action plan is not necessary if 
the recipient government instead 
submits a statement explaining why the 
corrective action plan is not necessary. 

Included among the audit provisions 
in the OMB Circular are: 

(a) Definitions of "financial 
assistance", "State", and "local 
government"; 


(b) Threshold standards for applicable 
levels of Federal financial assistance 
covered by the single audit 
requirements; 

(c) Requirements for compliance 
review, testing, and reporting standards; 

(d) Standards for the auditing of 
"major Federal assistance programs"; 

(e) Requirements for the annual 
performance of single audits: and 

(f) Procedures for the audit reports 
and plans for corrective action, 
including provisions for the allocation of 
audit costs. 

Under this rule. HUD audit 
requirements at 24 CFR Part 44 will 
contain all of the substantive audit 
requirements in OMB Circular A-128. If 
any of the audit requirements in OMB 
Circular A-128 are revised in the future. 
HUD will promulgate regulations to 
implement those revisions in Part 44. 

IV. HUD Program Regulations Affected 
by the Single Audit Act and OMB 
Circular A-128 

Critical to the identification of HUD 
program regulations affected by the 
Single Audit Act and OMB Circular A- 
128 is the Act’s definition of "financial 
assistance". Given the broad scope of 
the definition, the Department has 
determined that the following HUD 
programs with codified regulations are 
affected by the audit requirements of the 
Act and the OMB Circular: 

1. Fair Housing Assistance Program 
(24 CFR Part 111); 

2 . Mutual Mortgage Insurance and 
Rehabilitation Loans (24 CFR Part 203): 

3. Multifamily Housing Mortgage 
Insurance (24 CFR Part 207); 

4. Multifamily Housing Interest 
Reduction Payments and Mortgage 
Insurance (24 CFR Part 236); 

5. Management and Disposition of 
HUD-Owned Multifamily Housing 
Projects (24 CFR Part 290); 

6. Rental Rehabilitation Grant 
Program (24 CFR Part 511); 

7. Programs Authorized under Title I 
of the Housing and Community 
Development Act of 1974, as Amended, 
and Codified at 24 CFR Part 570 
(Entitlement Grants, the Secretary’s 
Fund, the HUD-Administered Small 
Cities Program. Urban Development 
Action Grants, the State’s Program, anti 
Loan Guarantees); 

8. Community Development Block 
Grant Program for Indian Tribes and 
Alaskan Native Villages (24 CFR Part 
571)); 

9. Urban Homesteading Program (24 
CFR Part 590) (see revised 24 CFR 
590.27. which was promulgated in the 
Federal Register of June 24.1985 (50 FR 
25941. 25948)); 
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10. Housing Development Grant 
Program (24 CFR Part 850); 

11. Section 8 Housing Assistance 
Payments Program (24 CFR Parts 880. 
881. 882. 883, 884. and 886); 

12. Public Housing Development 
Program (24 CFR Part 941); 

13. Comprehensive Improvement 
Assistance Program (24 CFR Part 968); 

14. Annual Contributions for 
Operating Subsidies for Public Housing 
Projects (24 CFR Part 990); and 

15. Solar Energy and Energy 
Conservation Bank (24 CFR Part 1800). 
(Revisions to the Solar Bank rule to 
implement HUD audit requirements in 
24 CFR Part 44 were promulgated at 24 
CFR 1800.125(b) and 1800.135(b). in the 
Federal Register of June 14.1985 (50 FR 
25010. 25020.)) 

Except as otherwise noted, these 
affected HUD program regulations are 
revised under this interim rule to refer to 
audit requirements for State and local 
governments under 24 CFR Part 44. 

Concerning the programs authorized 
under Title 1 of the Housing and 
Community Development Act of 1974, as 
amended, the audit requirements in 
{ 570.509 (which are contained in 24 
CFR Part 570. Subpart J) are applicable 
to all of the following programs at 24 
CFR Part 570 with the exception of the 
State s program (24 CFR Part 570. 

Subpart I): 

1. Entitlement grants program 
(Subpart D); 

2. Secretary's Fund program (Subpart 

E); 

3. Small Cities program (Subpart F): 

4. Urban Development Action Grant 
program (Subpart G): and 

5. Loan Guarantees program (Subpart 
M). 

In addition, the Indian Community 
Development Block Crant Program 
regulations at 24 CFR 571.500 refer to 24 
CFR Part 570. Subpart J for applicable 
regulations on grant administration, 
including audit requirements. 

In a letter dated September 29.1981. 
the Director of OMB exempted States 
participating in the State's program from 
the requirements of OMB Circulars A -87 
and A-102 (including the audit 
requirements of Attachment P to 
Circular A-102), provided that States 
apply equivalent procedures for cost 
accountability and audits. However. 
H,nce grants made under the State's 
proram are within the Act's definition 
ol Federal financial assistance", the 
btate’s program is not exempt from the 
requirements of the Single Audit Act. 

Under the definition of "financial 
assistance" in OMB Circular A- 128 , 
audit requirements for the Department s 
h, ngle family and multifamily mortgage 


insurance programs apply to State and 
local governments when they act as 
mortgagees. The insurance contract 
provides that HUD will pay in insurance 
claim to a mortgagee upon the 
assignment of the mortgage or 
conveyance of the property to HUD after 
a default. (For a definition of mortgagee 
under the National Housing Act. see 12 

U. S.C. 1707.) This interim rule adds 
provisions to 24 CFR Parts 203 and 207 
to recognize that public mortgagees 
under the Department's single family 
and multifamily mortgage insurance 
programs, respectively, and their 
responsibilities under 24 CFR Part 44. 

There are other HUD activities 
without codified regulations that are 
affected by the audit requirements of the 
Single Audit Act and OMB Circular A- 
128. Included among these HUD program 
activities are technical assistance grants 
provided by the HUD Office of Policy 
Development and Research and 
Congregate Housing contracts to eligible 
recipient governments. The primary 
factor for HUD's determination that this 
or any other uncodified activity involves 
recipient government responsibilities 
under the Single Audit Act will be the 
definition of "financial assistance" 
under section 7501(4) of the Act. 

HUD is publishing this revision to Part 
44. implementing the Single Audit Act 
and OMB Circular A-128, as an interim 
rule. The rule repeats the substantive 
audit requirements of Circular A-128, 
and because the OMB Circular was 
published for comment in the Federal 
Register (49 FR 50134. December 26, 

1984) before being made effective, there 
is ample justification for making this 
rule effective without an additional 
comment period. There does exist, 
however, the possibility that public 
interest might be expressed with 
reference to the programs of the 
Department of Housing and Urban 
Development to which the rule is being 
made applicable. For that reason, the 
Department is inviting public comment 
for a period of sixty days, and will take 
these comments into account in 
publishing a final rule. 

V. Miscellaneous 

This rule does not constitute a "major 
rule" us that term is defined in section 
1(b) of Executive Order 12291 on Federal 
Regulation issued by the President on 
February 17.1981. The rule does not: (1) 
Have an annual effect on the economy 
of $100 million or more; (2) cause a 
major increase in costs or prices for 
consumers, individual industries. 
Federal, State, or local agencies or 
geographic regions: or (3) have 
significant adverse effect on 
competition, employment, investment. 


productivity, innovation or on the ability 
of United Statesbased enterprises to 
compete with foreign-based enterprises 
in domestic or export markets. This rule 
implements the significant audit 
requirements in the Single Audit Act 
and in OMB Circular A-128 that 
supercede Attachment P of OMB 
Circular A-102. It does not impose 
additional audit requirements. 

Consistent with the provisions of 5 
U.S.C. 605 (the Regulatory Flexibility 
Act), the Secretary has determined that 
this rule would not have a significant 
economic impact on a substantial 
number of small entities, because the 
audit requirements in this rule follow the 
Single Audit Act and OMB Circular A- 
128. The audit requirements of these 
authorities apply to State and local 
governments that meet certain threshold 
requirements for Federal assistance. In 
addition, section 19 of the OMB Circular 
is intended to encourage the use of small 
and minority audit firms to implement 
the Act. 

A Finding of No Significant Impact 
with respect to the environment has 
been made in accordance with HUD 
regulations in 24 CFR Part 50. which 
implement section 102(c) of the National 
Environmental Policy Act of 1969. The 
Finding of No Significant Impact is 
available for public inspection during 
regular business hours at the Office of 
the Rules Docket Clerk at Room 10276, 
Department of Housing and Urban 
Development. 451 Seventh Street SW., 
Washington. DC 20410. 

Information collection requirements 
contained in this regulation have been 
approved by the Office of Management 
and Budget under the provisions of the 
Paperwork Reduction Act of 1980 (Pub. 

L 96-511) and have been assigned OMB 
control number 2535-0094. 

This rule is listed as item number 216 
in the Department's Semiannual Agenda 
of Regulations published on April 29. 
1985 (50 FR 17286) under Executive 
Order 12291 and the Regulatory Agenda. 

The Catalog of Federal Domestic 
Assistance program numbers affected 
by this rule are 14.108.14.110.14.112, 


14.115. 

14.116, 

14.117, 

14.119, 

14.120. 

14.121. 

14.122. 

14.123, 

14.124, 

14.125. 

14.126, 

14.127, 

14.129, 

14.134, 

14.135. 

14.137, 

14.138, 

14.139, 

14.140, 

14.156. 

14.161, 

14.162. 

14.163, 

14.164, 

14.165. 

14.166. 

14.167. 

14.160, 

14.170, 

14.172. 

14.173. 

14.174. 

14.218, 

14.219, 

14.221, 

14.222, 

14,223. 

14.225, 

14.227, 

14.228, 

14.230, 

14.401, 

14.550, 

14.850, 

14.851, and 


14.852. 
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List of Subjects 

24 CFR Part 44 

Audit requirements: non-federal 
governmental entities, Reporting and 
recordkeeping requirements. 

24 CFR Part 111 

Fair housing, Cooperative agreements. 
Grant programs: housing and community 
development. 

24 CFR Part 203 

Home improvement, Loan programs: 
housing and community development, 
Mortgage insurance, Solar energy. 

24 CFR Part 207 

Mortgage insurance. Rental housing. 
Mobile home parks. 

24 CFR Part 236 

Low and moderate income housing, 
Mortgage insurance, Rent subsidies, 
Taxes, Utilities, Projects. 

24 CFR Part 290 

Mortgage insurance. Low and 
moderate income housing. 

24 CFR Part 511 

Rental Rehabilitation grants, 
Administrative practice and procedure. 
Grant programs: housing and community 
development. Low and moderate income 
housing, Reporting and recordkeeping 
requirements. 

24 CFR Part 570 

Community development block grants. 
Grant programs: housing and community 
development. Loan programs: housing 
and community development. Low and 
moderate income housing. New 
communities. Pockets of poverty, Small 
cities. 

24 CFR Part 650 

Grant programs: housing and 
community development, Relocation 
assistance. Rental housing. Low and 
moderate income housing. Cooperatives. 

24 CFR Part 880 

Grant programs: housing and 
community development, Rent 
subsidies. Low and moderate income 
housing. New construction. 

24 CFR Part 881 

Grant programs; housing and 
community development. Rent 
subsidies, Low and moderate income 
housing. 

24 CFR Part 882 

Grant programs: housing and 
community development. Housing. 
Mobile homes. Rent subsidies. Low and 
moderate income housing. 


24 CFR Part 883 

Grant programs: housing and 
community development. Rent 
subsidies. New construction and 
substantial rehabilitation, Low and 
moderate income housing. 

24 CFR Part 884 

Grant programs: housing and 
community development. Rent 
subsidies, Rural areas, Low and 
moderate income housing. 

24 CFR Part 886 

Grant programs: housing and 
community development, Low and 
moderate income housing. Rent 
subsidies. 

24 CFR Part 941 

Loan programs: housing and 
community development, Public 
housing. Prototype costs, Cooperative 
agreements. Turnkey. 

24 CFR Part 968 

Loan programs: housing and 
community development. Public 
housing, Reporting and recordkeeping 
requirements. Substantial rehabilitation, 

24 CFR Part 990 

Grant programs: housing and 
community development. Low and 
moderate income housing. Public 
housing. 

Accordingly, the Department of 
Housing and Urban Development (HUD) 
amends Title 24, Code of Federal 
Regulations as follows: 

1. Title 24, Part 44 is revised to read as 
follows: 

PART 44—NON-FEDERAL 
GOVERNMENTAL AUDIT 
REQUIREMENTS 

Sec 

44.1 Purpose. 

44.2 Definitions. 

44.3 Scope of audit. 

44.4 Frequency of audit. 

44.5 Internal control and compliance 
reviews. 

44.6 Subrecipients. 

44.7 Relationship to other audit 
requirements. 

44.6 Cognizant agency responsibilities. 

44.9 Illegal acts or irregularities. 

44.10 Audit reports. 

44.11 Audit resolution. 

44.12 Audit workpapers and reports. 

44.13 Audit costs. 

44.14 Sanctions. 

44.15 Auditor selection. 

44.16 Small and minority audit firms. 

44.17 Reporting. 

44.18 HUD audits. 

Appendix to Part 44—Definition of Major 
Program as provided in the Single Audit Act 
of 1984. 


Authority: Single Audit Act of 1984 (31 
U.S.C. 7501-7507); sec. 7(d) of the Department 
of Housing and Urban Development Act (42 
U.S.C. 3535(d)). 

§ 44.1 Purpose. 

(a) This part implements the general 
audit requirements for recipient 
organizations in OMB Circular A-128 
"Audits of State and local 
governments." The OMB Circular was 
issued under the Single Audit Act of 
1984, 31 U.S.C. 7501-7507. OMB Circular 
A-128 supersedes Attachment P, "Audit 
requirements," of Circular A-102, 
"Uniform requirements for grants to 
State and local governments." 

(1) This part repeats all substantive 
audit requirements in OMB Circular A- 
128. If any of the substantive audit 
requirements in OMB Circular A-128 are 
revised in the future, HUD shall 
promulgate regulations to conform this 
part to those revisions. 

(2) The difference between the 
language of this part and of OMB 
Circular A-128 generally reflects only 
the substitution of certain terms and 
phrases reflecting the implementation of 
the Circular into the codification for 
HUD regulations. For example, in 
certain sections of this part, references 
to "Federal agencies" in the Circular 
have been changed to "HUD" and 
references to "this Circular" are 
replaced with "OMB Circular A-128" 

(b) The Single Audit Act requires 
State or local governments that receive 
$100,000 or more a year in Federal funds 
to have an audit made for that year. 
Section 7505 of the Act requires the 
Director of the Office of Management 
and Budget (OMB) to prescribe policies, 
procedures and guidelines to implement 
the Act. It specifies that OMB shall 
designate "cognizant" Federal agencies, 
determine criteria for making 
appropriate charges to Federal programs 
for the cost of audits, and provide 
procedures to assure that small firms or 
firms owned and controlled by 
disadvantage individuals have the 
opportunity to participate in contracts 
for single audits. 

(c) Concerning the applicability of the 
audit requirements of the Single Audit 
Act. the Act requires: 

(1) State or local governments that 
receive $100,000 or more a year in 
Federal financial assistance shall have 
an audit conducted in accordance with 
the Act's requirements; 

(2) State or local governments that 
receive between $25,000 and $ 100,000 a 
year shall have an audit conducted in 
accordance with the Act's requirements, 
or in accordance with Federal laws and 
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regulations governing the programs they 
participate in; and 

(3) State or local governments that 
receive less than $25,000 a year shall be 
exempt from compliance with the Act 
and other Federal audit requirements. 
These State and local governments shall 
comply with audit requirements 
prescribed by State or local law or 
regulation. 

(d) The Act does not exempt State or 
local governments from maintaining 
records of Federal financial assistance 
or from providing access to such records 
to Federal agencies, as provided in 
Federal law or in OMB Circular A-102. 

(e) The Act is applicable to State and 
local governments with respect to any 
fiscal year that begins after December 
31.1984. 


§ 44.2 Definitions. 

’Cognizant agency” means the 
Federal agency assigned by OMB to 
carry out the responsibilities described 
in this part, which incorporates OMB 
Circulur A-128, 

’’Federal financial assistance” means 
assistance provided by a Federal agency 
in the form of grants, contracts, 
cooperative agreements, loans, loan 
guarantees, property, interest subsidies, 
insurance, or direct appropriations, but 
does not include direct Federal cash 
assistance to individuals. It includes 
awards received directly from Federal 
agencies, or indirectly through other 
units of State and local governments. 

‘Federal agency” has the same 
meaning as the term “agency” in section 
551(1) of Title 5. United States Code. 

Generally accepted accounting 
principles” has the meaning specified In 
the generally accepted government 
auditing standards. 

Generally accepted government 
auditing standards” means the 
Standards For Audit of Government 
Organizations,, Programs. Activities . anc 
unctions. developed by the Comptrollei 
General, dated February 27. 1981 . 

”i 1UD” means the Department of 
Housing and Urban Development. 
Independent auditor” means: 

(J ) A Stale or local government 
auditor who meets the independence 
standards specified in generally 
accepted government auditing ’ 
standards: or 

^ Public accountant who meets 
8U fr, ‘"dependence standards. 

Indian tribe” means any Indian tribe, 
ana, nation, or other organized group 
or community, including any Alaskan 
Native village or regional or village 
corporation (as defined in. or 
established under, the Alaskan Native 
Glaims Settlement Act) that is 
recognized by the United States as 


eligible for the special programs and 
services provided by the United States 
to Indians because of their status as 
Indians. 

"Internal controls” means the plan of 
organization and methods and 
procedures adopted by management to 
ensure that: 

(1) Resource use is consistent with 
laws, regulations, and policies; 

(2) Resources are safeguarded against 
waste, loss, and misuse; and 

(3) Reliable data are obtained, 
maintained, and fairly disclosed in 
reports. 

"Local government” means any unit of 
local government within a State, 
including a county, a borough, 
municipality, city. town, township, 
parish, local public authority, special 
district, school district, intrastate 
district council of governments, and any 
other instrumentality of local 
government. 

"Major Federal Assistance Program” 
is defined in the Appendix to this part. 

"Public accountants” means those 
individuals who meet the qualification 
standards included in generally 
accepted government auditing standards 
for personnel performing government 
audits. 

’’State” means any State of the United 
States, the District of Columbia, the 
Commonwealth of Puerto Rico, the 
Virgin Islands. Guam, American Samoa, 
the Commonwealth of the Northern 
Mariana Islands, and the Trust Territory 
of the Pacific Islands, any 
instrumentality thereof, and any multi- 
State, regional, or interstate entity that 
has governmental functions and any 
Indian tribe. 

"Subrecipienf' means any person or 
government department, agency, or 
establishment that receives Federal 
financial assistance through a State or 
local government, but does not include 
an individual that is a beneficiary of 
such assistance. A subrecipient may 
also be a direct recipient of Federal 
financial assistance. 

5 44.3 Scope of audit. 

(a) The audit shall be made by an 
independent auditor in accordance with 
generally accepted government auditing 
standards covering financial and 
compliance audits. 

(b) The audit shall cover the entire 
operations of a State or local 
government or. at the option of that 
government, it may cover departments, 
agencies or establishments that 
received, expended, or otherwise 
administered Federal financial 
assistance during the year. However, if 
a State or local government receives 
$25,000 or more in General Revenue 


Sharing Funds in a fiscal year. It shall 
have an audit of its entire operations. A 
series of audits of individual 
departments, agencies, and 
establishments for the same fiscal year 
may be considered a single audit. 

(c) Public hospitals and public 
colleges and universities may be 
excluded from State and local audits 
and from the requirements of this part. 
However, if such entities are excluded, 
audits of these entities shall be made in 
accordance with statutory requirements 
and the provisions of Circular A-110, 
"Uniform requirements for grants to 
universities, hospitals, and other 
nonprofit organizations.” 

(d) The auditor shall determine 
whether: 

(1) The financial statements of the 
government, department, agency or 
establishment present fairly its financial 
position and the results of its financial 
operations in accordance with generally 
accepted accounting principles; 

(2) The organization has internal 
accounting and other control systems to 
provide reasonable assurance that it is 
managing Federal financial assistance 
programs in compliance with applicable 
laws and regulations; and 

(3) The organization has complied 
with laws and regulations that may have 
a material effect on its financial 
statements and on each major Federal 
assistance program. 

§ 44.4 Frequency of audit 

Audits shall be made annually unless 
the State or local government has 
adopted, by January 1,1987. a 
constitutional or statutory requirement 
for less frequent auditB. For those 
governments, the cognizant agency shall 
permit biennial audits, covering both 
years, if the government so requests. It 
shall also honor requests for biennial 
audits by governments that have an 
administrative policy calling for audits 
less frequent than annual, but only for 
fiscal years beginning before January 1. 
1987. 

§ 44.5 Internal control and compliance 
reviews. 

The independent auditor shall 
determine and report on whether the 
organization has internal control 
systems to provide reasonable 
assurance that it is managing Federal 
assistance programs in compliance with 
applicable laws and regulations. 

(a) Internal control review. In order to 
provide the above-described assurance, 
the auditor shall conduct a study and 
evaluation of internal control systems 
used in administering Federal assistance 
programs. The study and evaluation 
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shall be made whether or not the auditor 
intends to place reliance on such 
systems. As part of this review, the 
auditor shall: 

(1) Test whether these internal control 
systems are functioning in accordance 
with prescribed procedures, and 

(2) Examine the recipient's system for 
monitoring subrecipients and obtaining 
and acting on subrecipient audit reports. 

(b) Compliance review. The auditor 
shall determine whether the 
organization has complied with laws 
and regulations that may have a 
material effect on each major Federal 
assistance program. 

(1) In order to determine which major 
programs are to be tested for 
compliance. State and local 
governments shall identify in their 
accounts all Federal funds received and 
expended and the programs under 
which they were received. This shall 
include funds received directly from 
Federal agencies and through other 
State and local governments. 

(2) The review shall include the 
selection and testing of a representative 
number of charges from each major 
Federal assistance program. The 
selection and testing of transactions 
shall be based on the auditor's 
professional judgment considering such 
factors as the amount of expenditures 
for the program and the individual 
awards; the newness of the program or 
changes in its conditions; prior 
experience with the program, 
particularly as revealed in audits and 
other evaluations (e.g., inspections, 
program reviews); the extent to which 
the program is carried out through 
subrecipients; the extent to which the 
program contracts for goods or services; 
the level to which the program is 
already subject to program reviews or 
other forms of independent oversight; 
the adequacy of the controls for 
ensuring compliance; the expectation of 
adherence or lack of adherence to the 
applicable laws and regulations; and the 
potential impact of adverse findings. 

(i) In making the test of transactions, 
the auditor shall determine whether the 
amounts reported as expenditures were 
for allowable services or benefits, and 
whether the records show that those 
who received services or benefits were 
eligible to receive them. 

(ii) In addition to transaction testing, 
the auditor shall determine whether 
matching requirements, levels of effort 
and earmaking limitations were met: 
whether Federal financial reports and 
claims for advances and 
reimbursements contain information 
that is supported by the books and 
records from which the basic financial 
statements have been prepared; and 


whether amounts claimed or used for 
matching were determined in 
accordance with OMB Circular A-87, 
"Cost principles for State and local 
governments," and Attachment F of 
OMB Circular A-102. 

(iii) The principal compliance 
requirements of the largest Federal aid 
programs may be ascertained by 
referring to the Compliance Supplement 
for Single Audits of State and Local 
Governments, issued by OMB and 
available from the Government Printing 
Office. For those programs not covered 
in the Compliance Supplement, the 
auditor may ascertain compliance 
requirements by researching the 
statutes, regulations, and agreements 
governing individual programs. 

(3) Transactions related to other 
Federal assistance programs that are 
selected in connection with 
examinations of financial statements 
and evaluations of internal controls 
shall be tested for compliance with 
Federal laws and regulations that apply 
to such transactions. 

(Approved by the Office of Management and 
Budget under OMB control number 2535- 
0094). 

§ 44.6 Subrecipients. 

State and local governments that 
receive Federal financial assistance and 
provide $25,000 or more of it in a fiscal 
year to a subrecipient shall: 

(a) Determine whether State or local 
subrecipients have met the audit 
requirements of this part and whether 
subrecipients covered by OMB Circular 
A-110, "Uniform requirements for grants 
to universities, hospitals, and other 
nonprofit organizations." have met those 
requirements; 

(b) Determine whether the 
subrecipient spent Federal assistance 
funds provided in accordance with 
applicable laws and regulations. This 
may be accomplished by reviewing an 
audit of the subrecipient made in 
accordance with this part. Circular A- 
110. or through other means (e.g., 
program reviews) if the subrecipient has 
not yet had such an audit; 

(c) Ensure that appropriate corrective 
action is taken within six months after 
receipt of the audit report in instances of 
noncompliance with Federal laws and 
regulations; 

(d) Consider whether subrecipient 
audita necessitate adjustment of the 
recipient's own records; and 

(e) Require each subrecipient to 
permit independent auditors to have 
access to the records and financial 
statements as necessary to comply with 
this part. 


§ 44.7 Relationship to other audit 
requirements. 

(a) The Single Audit Act provides that 
an audit made in accordance with OMB 
Circular A-128 shall be in lieu of any 
financial or financial compliance audit 
required under individual Federal 
assistance programs. To the extent that 
a single audit provides HUD with 
information and assurances the 
Department needs to carry out its 
overall program responsibilities, such 
information shall be used. However, any 
additional audits that are necessary to 
carry out responsibilities under Federal 
law and regulation shall be planned and 
carried out in such a manner as to avoid 
duplication. 

(b) HUD audit requirements in this 
part do not limit the authority of the 
Department to conduct or contract for 
audits and evaluations of Federal 
financial assistance programs, nor do 
these audit requirements limit the 
authority of the HUD Inspector General 
or other Federal audit officials. 

(c) HUD audit requirements in this 
part do not authorize any State or local 
government or subrecipient thereof to 
constrain HUD in any manner, from 
carrying out additional audits. 

(d) If HUD conducts or contracts for 
audits in addition to the audits 
conducted by recipients under this part, 
the Department shall, consistent with 
other applicable laws and regulations, 
arrange for funding the cost of such 
additional audits. 

§ 44.8 Cognizant agency responsibilities. 

(a) The Single Audit Act provides for 
cognizant Federal agencies to oversee 
the implementation of this part. OMB 
will assign cognizant agencies for States 
and their subdivisions, and for larger 
local governments and their 
subdivisions. HUD may participate with 
an assigned cognizant agency, in order 
to fulfill the cognizant responsibilities. 
Smaller governments not assigned a 
cognizant agency will be under the 
general oversight of the Federal agency 
that provides them the most funds, 
whether directly or indirectly. 

(b) If HUD is designated as a 
cognizant agency, it will 

(1) Ensure that audits are made and 
reports are received in a timely manner 
and in accordance with audit 
requirements of this part. 

(2) Provide technical advice and 
liaison to State and local governments 
and independent auditors. 

(3) Obtain or make quality control 
reviews of selected audits made by non- 
Federal audit organizations, and provide 
the results, when appropriate, to other 
interested organizations. 
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(4) Promptly inform other affected 
Federal agencies and appropriate 
Federal law enforcement officials of any 
reported illegal acts or irregularities. 
They should also inform State or local 
law enforcement and prosecuting 
authorities, if not advised by the 
recipient, of any violation of law within 
their jurisdiction. 

(5) Advise the recipient of audits that 
have been found not to have met the 
requirements in this part. In such 
instances, the recipient will be expected 
to work with the auditor to take 
corrective action. If corrective action is 
not taken, HUD shall notify the recipient 
and Federal awarding agencies of the 
facts and make recommendations for 
follow-up action. Mafor inadequacies or 
repetitive substandard performance of 
independent auditors shall be referred 
to appropriate professional bodies for 
disciplinary action. 

(6) Coordinate, to the extent 
practicable, audits made by or for 
Federal agencies that are in addition to 
the audits conducted under this part, so 
that the additional audits build upon 
such audits. 

(7) Oversee the resolution of audit 
findings that affect the programs of more 
than one agency. 

§ 44.9 Illegal acts or irregularities. 

If the auditor becomes aware of illegal 
acts or other irregularities, prompt 
notice shall be given to recipient 
management officials above the level of 
involvement. The recipient, in turn, shall 
promptly notify the cognizant agency of 
the illegal acts or irregularities and of 
proposed and actual actions, if any. 
Illegal acts and irregularities include 
such matters as conflicts of interest, 
falsification of records or reports, and 
misappropriations of funds or other 
assets. 

§44.10 Audit reports. 

( a ) Audit reports shall be prepared at 
the completion of the audit. The audit 
report shall state that the audit was 
mode in accordance with the provisions 
of HUD requirements at 24 CFR Part 44 . 

r vS2° rt k* made up of at least: 

(l) fhe auditor's report on financial 
statements and on a schedule of Federal 
assistance: the financial statements; and 
a schedule of Federal assistance, 
showing the total expenditures for each 
rederal assistance program as identified 
in the Catalog of Federal Domestic 
A sststonce. Federal programs or grants 
that have not been assigned a catalog 
number shall be identified under the 

Ca | P oi l ^L 0,hef Federal assistance." 

UJ i he auditor’s report on the study 
and evaluation of internal control 

sterna must identify the organization’s 


significant internal accounting controls, 
and those controls designed to provide 
reasonable assurance that Federal 
programs are being managed in 
compliance with laws and regulations. It 
must also identify the controls that were 
evaluated, the controls that were not 
evaluated, and the material weaknesses 
identified as a result of the evaluation. 

(3) The auditor's report on compliance 
containing; 

(i) A statement of positive assurance 
with respect to those items tested for 
compliance, including compliance with 
law and regulations pertaining to 
financial reports and claims for 
advances and reimbursements; 

(ii) Negative assurance on those items 
not tested; 

(iii) A summary of all instances of 
noncompliance; and 

(iv) An identification of total amounts 
questioned, if any. for each Federal 
assistance award, as a result of 
noncompliance. 

(b) The three parts of the audit report 
may be bound into a single report, or 
presented at the same time as separate 
documents. 

(c) AH fraud, abuse, or illegal acts or 
indications of such acts, including all 
questioned costs found as the result of 
these acts that auditors become aware 
of. should normally be covered in a 
separate written report submitted in 
accordance with paragraph (f). 

(d) In addition to the audit report, the 
recipient shall provide comments on the 
findings and recommendations in the 
report, including a plan for corrective 
action taken or planned and comments 
on the status of corrective actions taken 
on prior findings. If corrective action is 
not necessary, a statement describing 
the reason it i9 not should accompany 
the audit report. 

(e) The reports shall be made 
available by the State or local 
government for public inspection within 
30 days after the completion of the 
audit. 

(f) In accordance with generally 
accepted government audit standards, 
reports shall be submitted by the auditor 
to the organization audited and to those 
requiring or arranging for the audit. In 
addition, the recipient shall submit 
copies of the reports to each Federal 
department or agency that provided 
Federal assistance funds to the 
recipient. Subrecipients shall submit 
copies to recipients that provided them 
Federal assistance funds. The reports 
shall be sent within 30 days after the 
completion of the audit, but no later 
than one year after the end of the audit 
period, unless a longer period is agreed 
to with the cognizant agency. 


(g) Recipients of more than $100,000 in 
Federal funds shall submit one copy of 
the audit report, within 30 days after 
issuance, to a central clearing house, 
designated by OMB. The clearing house 
will keep completed audits on file and 
follow up with State and local 
governments that have not submitted 
required audit reports. 

(h) Recipients shall keep audit reports 
on file for three years after their 
issuance. 

(Approved by the Office of Management and 
Budget under OMB control number 2535- 
0094.) 

§ 44.11 Audit resolution. 

(a) As described in § 44.8. the 
cognizant agency shall be responsible 
for monitoring the resolution of audit 
findings that affect the programs of more 
than one Federal agency. Resolution of 
findings that relate to the programs of a 
single Federal agency will be the 
responsibility of the recipient and that 
agency. Alternative arrangements may 
be made on a case-by-case basis by 
agreement among the agencies 
concerned. 

(b) Resolution shall be made within 
six months after receipt of the report by 
the Federal departments and agencies. 
Corrective action should proceed as 
rapidly as possible. 

§44.12 Audit workpapers and reporta. 

Workpapers and reports shall be 
retained for a minimum of three years 
from the date of the audit report, unless 
the auditor is notified in writing by the 
cognizant agency to extend the retention 
period. Audit workpapers shall be made 
available upon request to the cognizant 
agency or its designee or the General 
Accounting Office, at the completion of 
the audit. 

(Approved by Ihe Office of Management and 
Budget under OMB control number 2535- 
0094.) 

§ 44.13 Audit costs. 

The cost of audits made in accordance 
with the audit requirements of this part 
are allowable charges to Federal 
assistance programs. 

(a) The charges may be considered a 
direct cost or an allocated indirect cost, 
determined in accordance with the 
provisions of OMB Circular A-87, “Cost 
principles for State and local 
governments." 

(b) Generally, the percentage of costs 
charged to Federal assistance programs 
for a single audit shall not exceed the 
percentage that Federal funds expended 
represent of total funds expended by the 
recipient during the fiscal year. The 
percentage may be exceeded, however. 
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if appropriate documentation 
demonstrates higher actual cost. 

§ 44.14 Sanctions. 

No cost may be charged to Federal 
assistance programs for audits that are 
required by this part, but are not 
conducted in accordance with the audit 
requirements of this part. In case of a 
recipient’s continued inability or 
unwillingness to have a proper audit. 
Federal agencies shall consider other 
appropriate sanctions, including: 

(a) Withholding a percentage of 
assistance payments until the audit is 
completed satisfactorily; 

(b) Witholding or disallowing 
overhead costs: and 

(c) Suspending the Federal assistance 
agreement until the audit is made. 

$ 44.15 Auditor selection. 

In arranging for audit services. State 
and local governments shall follow the 
procurement standards prescribed by 
Attachment O of OMB Circular A-102, 
“Uniform requirements for grants to 
State and local governments.’* The 
standards provide that, while recipients 
are encouraged to enter into 
intergovernmental agreements for audit 
and other services, analysis should be 
made to determine whether it would be 
more economical to purchase the 
services from private firms. In instances 
where use of such intergovernmental 
agreements are required by a State 
statute (e.g., audit services) the State 
statute will take precedence. 

§ 44.16 Small and minority audit firms. 

Small audit firms, and audit firms 
owned and controlled by socially and 
economically disadvantaged 
individuals, shall have the maximum 
practicable opportunity to participate in 
contracts awarded to fulfill the audit 
requirements of this part. (As used in 
this section, the term “small audit firms’* 
includes the term “audit firms controlled 
by socially and economically 
disadvantage individuals”.) Recipients 
of Federal assistance shall take the 
following steps to further this goal: 

(a) Assure that small audit firms arc 
used to the fullest extent practicable; 

(b) Make information on forthcoming 
opportunities available to. and arrange 
time schedules for the audit so as to 
encourage and facilitate participation 
by. small audit firms; 

(c) Consider in the contract process 
whether firms competing for larger 
audits intend to subcontract with small 
audit firms; 

(d) Encourage contracting with small 
audit firms that have traditionally 
audited government programs and. in 
cases where this is not possible, assure 


that these firms are given consideration 
for audit subcontracting opportunities; 

(e) Encourage contracting with 
consortiums of small audit firms when a 
contract is too large for an individual 
small firm; and 

(f) Use the services and assistance, as 
appropriate, of the Small Business 
Administration in the solicitation and 
utilization of small audit firms. 

§ 44.17 Reporting. 

HUD shall report to the Director of 
OMB on or before March 1.1987, and 
annually thereafter, on the effectiveness 
of State and local governments in 
carrying out the requirements of the 
OMB Circular. The report shall identify 
each State or local government or Indian 
tribe that, in the opinion of HUD. haB 
failed to comply with OMB Circular or 
with this part. 

§44.18 HUD audits. 

(a) The Secretary of HUD or the 
Secretary’s authorized representative 
shall have access to all books, accounts, 
records, reports, files and other papers 
or property of a recipient organization 
pertaining to Federal assistance 
supplied by HUD to the recipient 
organization, for the purpose of making 
specific suveys. audits, examinations, 
excerpts and transcripts. 

Appendix to Pari 44—Definition of Major 
Program as Provided in the Single Audit Act 
of 1984 

v Major Federal Assistance Program,” for 
State and local governments having Federal 
assistance expenditures between $100,000 
and $100 million dollars, means any program 
for which Federal expenditures during the 
applicable year exceed the larger of $300,000. 
or 3 percent of such total expenditures. 

Where total expenditures of Federal 
assistance exceed $100 million, the following 
criteria apply: 


Total oiponditunr* of Federal tome* 
ftftswtance for ai program* 

Major Federal 
•sentence 
progrem 
meant any 
program that 

KCOOtil— 

More than- 

Bot lets then— 

$100 rrulhon .. 

$1 triton... 

$3 nriton 

11 Mkon .. 

12 triton ___..... 

$4 nriton 

$2 triton. . 

Qripff 

$7 nriton. 

. 

tiMkn _ 

$10 nrilpn 

$4 triton_ 

fftMbn 

$13 nriton. 

$4 Orion __ 

M 

$16 nriton 

$6 billon 

$7 Orion 

$10 nriton. 

Over $7 triton 


$20 nriton. 


PART 111—FAIR HOUSING 
ASSISTANCE PROGRAM 

2. The authority citation for 24 CFR 
Part 111 is revised to read as set forth 
below, and any authority citation 
following any section in Part 111 is 
removed: 


Authority: Title VIII of the Civil Rights Act 
of 1968 (42 U.S.C. 3801-19); sec. 7(d) of the 
Department of Housing and Urban 
Development Act (42 U.S.C. 3535(d)). 

3. In $ 111.108. a new paragraph (d) is 
added, to read as follows: 

§111.108 Program administration. 

« • • • • 

(d) All State and local agencies that 
receive financial assistance under the 
Fair Housing Assistance Program shall 
conduct audits in accordance with 24 
CFR Part 44. 

PART 203—MUTUAL MORTGAGE 
INSURANCE AND REHABILITATION 
LOANS 

4. The authority citation for 24 CFR 
Part 203 continues to read as follows: 

Authority: Sections 203 and 211 of the 
National Housing Act (12 U.S.C. 1709 and 
1715b); sec. 7(d) of the Department of 
Housing and Urban Development Act (42 
U.S.C. 3535(d)). 

5. In § 203.7. a new paragraph (c) Is 
added, to read as follows: 

§ 203.7 Governmental institutions and 
nations) mortgage associations. 

• # • • • 

(c) Since the insuring of mortgage 
notes or other evidence of indebtedness 
under the National Housing Act 
constitutes “financial assistance” for 
purposes of audit requirements set out 
in 24 CFR Part 44. State and local 
governments (as defined in § 44.2) that 
receive mortgage insurance as 
mortgagees shall conduct audits in 
accordance with HUD audit 
requirements at 24 CFR Part 44. 

PART 207—MULTIFAMILY HOUSING 
MORTGAGE INSURANCE 

8. The authority citation for 24 CFR 
Part 207 continues to read as follows: 

Authority: Sections 207 and 211 of the 
National Housing Act (12 U.S.G 1713 and 
1715b): sec. 7(d) of the Department of 
Housing and Urban Development Act (42 
U.S.C. 3535(d)). 

7. A new undesignated center heading 
and § 207.250 are added, to read as 
follows: 

Subpart A— Eligibility Requirements 

• i • • • 

Audit Requirements 

§ 207.250 Audit requirements for State 
and local governments as mortgagees. 

Since the insuring of mortgage notes 
or other evidence of indebtedness under 
the National Housing Act constitutes 
“financial assistance" for purposes of 
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audit requirements set out in 24 CFR 
Part 44. State and local governments (as 
defined in § 44.2) that receive mortgage 
insurance as mortgagees shall conduct 
audits in accordance with HUD audit 
requirements at 24 CFR Part 44. 

PART 236—MORTGAGE INSURANCE 
AND INTEREST REDUCTION 
PAYMENTS FOR RENTAL PROJECTS 

8. The authority citation for 24 CFR 
Part 236 continues to read as follows: 

Authority: Secs. 211 and 236, National 
Housing Act (12 U.S.C, 1715b and 17152-1); 
sec. 7(d) of the Department of Housing and 
Urban Development Act (42 U.S.C. 3535(d)). 

6. A new Subpart E of 24 CFR Part 236 
and S 236.601 are added, to read as 

follows: 

Subpart E—Audit of State and Local 
Governments 

§ 236.901 Audit. 

Where a State or local government 
receives interest reduction payments 
under § 236(b) of the National Housing 
Act. it shall conduct audits in 
accordance with HUD audit 
requirements at 24 CFR Part 44. 

PART 290—MANAGEMENT AND 
DISPOSITION OF HUD-OWNED 
MULTIFAMILY HOUSING PROJECTS 

10. The authority citation for 24 CFR 
Part 290 is revised to read as set forth 
below, and any authority citation 
following any section in Part 290 is 

removed: 

Authority: Secs. 202, 203, and 204. Housing 
und Community Development Amendments 
of 1978 (12 U.S.C. 1715z-lb, 1701Z-11, and 
17017.12); secs. 207 and 211, National Housing 
Act (12 U.S.C. 1713 and 1715b); sec. 7(d), 
Department of HUD Act (42 U.S.C. 3535(d)). 

11. A new 5 290.9 is added, to read as 

follows: 

$ 290.9 State and Local Government 

Audits. 

Where State or local governments 
receive financial assistance as defined 
in 24 CFR 44.2, audits shall be conducted 
in accordance with HUD audit 
requirements at 24 CFR Part 44. 

PART 511—RENTAL REHABILITATION 
GRANT PROGRAM 

12. The authority citation for 24 CFR 
Part 511 is revised to read as set forth 
below, and any authority citation 
following any section in Part 511 is 
removed: 

Authority: Section 17 of the United States 
Housing Act of 1937 (42 U.S.C. 1437o): sec. 

7(d) of the Department of Housing and Urban 
Development Act (42 U.S.C. 3535(d)). 


13. In § 511.73, paragraph (b) is 
revised to read as follows: 

§511.73 Audit. 

• • t • « 

(b) Audit The financial management 
systems used by local governments as 
grantees and, where applicable. State 
recipients shall provide for audits in 
accordance with 24 CFR Part 44. 

PART 570—COMMUNITY 
DEVELOPMENT BLOCK GRANTS 

14. The authority citation for 24 CFR 
Part 570 is revised to read as set forth 
below, and any authority citation 
following any section in Part 570 is 
removed. 

Authority: Title 1 of the Housing and 
Community Development Act of 1974 (42 
U.S.C. 5301-5320); sec. 7(d) of the Department 
of I lousing and Urban Development Act (42 
U.S.C. 3535(d)). 

15. In § 570.496, a new paragraph (g) is 
added, to read as follows: 

§ 570.496 Program requirements. 

• • • • • 

(g) Audits . Where States and units of 
general local government receive 
financial assistance under this part, the 
audit requirements in 24 CFR Part 44 
shall apply. 

16. In § 570.509, paragraph (b) is 
revised to read as follows: 

§570.509 Audit. 

• • • • • 

(b) The recipient financial 
management systems shall provide for 
audits to be made by the recipient or at 
its direction, in accordance with 24 CFR 
Part 44. Where audit reports have been 
completed in accordance with § 44.10, 
these reports shall be used in 
conjunction with the performance 
review procedures of § 570.909. 

PART 850—HOUSING DEVELOPMENT 
GRANTS 

17. The authority citation for 24 CFR 
Part 850 is revised to read as set forth 
below, and any authority citation 
following any section in Part 850 is 
removed: 

Authority: Section 17 of the United States 
Housing Act of 1937 (42 U.S.C. 1437o); sec. 
7(d) of the Department of Housing and Urban 
Development Act (42 U.S.C. 3535(d)). 

18. Section 850.73 is revised to read as 
follows: 

§850.73 Audit 
• • • • • 

(b) Grantee audits . The grantee's 
financial management system shall 
provide for audits to be conducted by 
the grantee or at its direction, in 


accordance with audit requirements in 
24 CFR Part 44. Audit reports will be 
used in conjunction with the 
performance review procedures of 

§ a 50 . 101 . 


PART 860—SECTION 8 HOUSING 
ASSISTANCE PAYMENTS PROGRAM 
FOR NEW CONSTRUCTION 

19. The authority citation for 24 CFR 
Part 880 continues to read as follows: 

Authority: Sections 3. 5, and 8 of iho United 
States Housing Act of 1937 (42 U.S.C. 1437a, 
1437c, and 1437f); sec. 7(d) of the Department 
of Housing and Urban Development Act (42 
U.S.C. 3535(d)). 

20. A new § 880.211 is added, to read 
as follows: 

§880.211 Audit 

Where a State or local government is 
the eligible owner of a project or a 
contract administrator under § 880.505 
receiving financial assistance under this 
part, the audit requirements in 24 CFR 
Part 44 shall apply. 

PART 881-SECTION 8 HOUSING 
ASSISTANCE PAYMENTS PROGRAM 
FOR SUBSTANTIAL REHABILITATION 

21. The authority citation for 24 CFR 
Part 881 continues to read as follows: 

Authority: Sections 3. 5. and 8 of the United 
States Housing Act of 1937 (42 U.S.C. 1437a, 
1437c, and 1437f); sec. 7(d) of the Department 
of Housing and Urban Development Act (42 
U.S.C. 3535(d)). 

22. A new § 881.211 is added, to read 
as follows: 

§881.211 Audit. 

Where a State or local government is 
the eligible owner of a project or a 
contract administrator under § 881.505 
receiving financial assistance under this 
part, the audit requirements in 24 CFR 
Part 44 shall apply. 

PART 882—SECTION 8 HOUSING 
ASSISTANCE PAYMENTS PROGRAM- 
EXISTING HOUSING 

23. The authority citation for 24 CFR 
Part 882 continues to read as follows: 

Authority: Sections 3, 5. and 8 of the United 
States Housing Act of 1937 (42 U.S.C. 1437a. 
1437c, and 1437f): sec. 7(d) of the Department 
of Housing and Urban Development Act (42 
US C. 3535(d)). 

24. Section 862.124 is added, to read 
as follows: 

§882.124 Audit. 

PHAs receiving financial assistance 
under this part are subject to audit 
requirements in 24 CFR Part 44. 
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PART 883—SECTION 8 HOUSING 
ASSISTANCE PAYMENTS PROGRAM- 
STATE HOUSING AGENCIES 

25. The authority citation for 24 CFR 
Part 883 continues to read as follows: 

Authority: Sections 3. 5. and 8 of the United 
States Housing Act of 1937 (42 U.S.C. 1437a, 
1437c, and 1437f); sec. 7(d) of the Department 
of Housing and Urban Development Act (42 
U.S.C. 3535(d)). 

26. A new § 883.313 is added, to read 
as follows: 

§883.313 Audit 

Where housing assistance under the 
section 8 Program is provided for 
projects developed by State agencies, 
these agencies shall follow audit 
requirements in 24 CFR Part 44. 

PART 884—SECTION 8 HOUSING 
ASSISTANCE PAYMENTS PROGRAM, 
NEW CONSTRUCTION SET-ASIDE FOR 
SECTION 515 RURAL RENTAL 
HOUSING PROJECTS 

27. The authority citation for 24 CFR 
Part 884 continues to read as follows: 

Authority*: Sections 3. 5. and 8 of the United 
States Housing Act of 1937 (42 U.S.C. 1437a. 
1437c, and 1487f); sec. 7(d) of the Department 
of Housing and Urban Development Act (42 
U.S.C. 3535(d)). 

28. A new § 684.124 is added, to read 
as follows: 

§884.124 Audit. 

Where a State or local government is 
the eligible owner of a project, or is a 
contract administrator under §§ 884.119 
or 884.120, receiving financial assistance 
under this part, the audit requirements 
in 24 CFR Part 44 shall apply. 

PART 886— HOUSING ASSISTANCE 
PAYMENTS PROGRAM—SPECIAL 
ALLOCATION 

29. The authority citation for 24 CFR 
Part 886 continues to read as follows: 

Authority: Sections 3, 5. and 8 of the United 
States Housing Act of 1937 (42 U.S.C. 1437a, 
1437c, and 1437f); sec. 7(d) of the Department 
of Housing and Urban Development Act (42 
U.S.C. 3535(d)). 

30. A new § 886.131 is added, to read 
as follows: 

§886.131 Audit 

Where a State or local government is 
the eligible owner of a project or is a 
contract administrator under § 886.120. 
receiving financial assistance under this 
part, the audit requirements in 24 CFR 
Part 44 shall apply. 

31. A new § 886.336 is added, to read 
as follows: 


§886.336 Audit 

Where a State or local government is 
the eligible owner of a project receiving 
financial assistance under this part, the 
audit requirements in 24 CFR Part 44 
shall apply. 

PART 941—PUBLIC HOUSING 
DEVELOPMENT 

32. The authority citation for 24 CFR 
Part 941 is revised to read as set forth 
below, and any authority citation 
following any section in Part 941 is 
removed: 

Authority: Sections 4. 5. and 9 of the United 
States Housing Act of 1937 (42 U.S.C. 1437b. 
1437c. and 1437g); sec. 7(d) of the Department 
of Housing and Urban Development Act (42 
U.S.C. 3535(d)). 

33. A new § 941.209 is added, to read 
as follows: 

§941.209 Audit. 

All PHAs that receive funds under 
this part for the development of lower- 
income housing shall comply with audit 
requirements in 24 CFR Part 44. 

PART 968—COMPREHENSIVE 
IMPROVEMENT ASSISTANCE 
PROGRAM 

34. The authority citation for 24 CFR 
Part 968 is revised to read as set forth 
below, and any authority citation 
following any section in Part 968 is 
removed: 

Authority. Sections 5 and 14 of tha United 
States Housing Act of 1937 (42 U.S.C. 1437c 
and 14371); sec. 7(d) of the Department of 
Housing and Urban Development Act (42 
U.S.C. 3535(d)). 

35. Section 968,9 is revised to read as 
follows: 

§ 968.9 Other program requirements. 

• • • • • 

(j) Audits . PHAs that receive financial 
assistance under this part shall comply 
with audit requirements in 24 CFR Part 
44 

PART 990—ANNUAL CONTRIBUTIONS 
FOR OPERATING SUBSIDIES 

30. The authority citation for 24 CFR 
Part 990 continues to read as follows: 

Authority: Section 9 of the United States 
Housing Act of 1937 (42 U.S.C 1437g); sec. 
7(d) of the Department of Housing and Urban 
Development Act (42 U.S.C 3535|d)). 

§§ 990.104, 990.105 and 990.108 (Amended] 

37. 24 CFR Part 990 is amended by 
removing "biennial’* from §§ 990.104(a), 
990.105(a)(2), and 990.108(a). 

38. A new § 990.117 is added, to read 
as follows: 


§990.117 Audit 

PHAs that receive financial assistance 
under this part shall comply with audit 
requirements in 24 CFR Part 44. 

Dated: September 20.1985. 

John). Knapp, 

Acting Secretary. 

|FR Doc, 85-23058 Filed 9-26-85; 8:45 am) 

BILLING COOC 42\0-M~U 


24 CFR Parts 215, 236, 813, 880, 881, 
883, 884 and 913 

(Docket No. R-85-1246; FR-2052) 

Technical Amendments to Definition 
of Income 

agency: Office of the Secretary, (HUD). 
action: Final rule. 

summary: This rule implements section 
102(b)(3) of the Housing and Community 
Development Technical Amendments 
Act of 1984 ("1984 technical 
amendments"), which added a 
deduction from income for certain 
handicapped assistance expenses in the 
determination of an assisted family's 
adjusted income. This rule also 
implements section 102(b)(9) of the 1984 
technical amendments, which extended 
eligibility for the Housing Voucher 
program, administered under section 
8(o) of the United States Housing Act of 
1937 ("1937 Act"), to families with 
incomes equal to or above 50 percent of 
area median income if their incomes are 
not above 80 percent of area median 
income and they are displaced by Rental 
Rehabilitation program activities. Other 
minor changes are made to 24 CFR Parts 
215. 236, 813 and 913, which prescribed 
the definition of Annual Income and 
Adjusted Income used in determining 
rental payments of tenants in the Rent 
Supplement, Section 236, Section 8 and 
Public Housing programs, and to Parts 
880, 881, 883 and 884 with respect to 
adjustment of utility allowances. 
EFFECTIVE DATE: November 1.1985. 
except for amendments to § 913.102 and 
913.106, which will become effective 
upon subsequent notice in the Federal 
Register. 

FOR FURTHER INFORMATION CONTACT: 

For Rent Supplement, Section 236. and 
Section 8 programs administered under 
24 CFR Parts 880, 881 and 883-886— 
)ames J. Tahash. Director. Program 
Planning Division. Office of Multifamily 
Managment, Department of Housing and 
Urban Development. 451 Seventh Street. 
SW., Washington. D.C. 20410. telephone 
(202) 426-3944; for Section 8 programs 
administered under 24 CFR Part 882 
(Existing Housing. Moderate 
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Rehabilitation and the Housing Voucher 
Demonstration Program) and for public 
and Lndian Housing programs—Edward 
Whipple. Chief, Rental and Occupancy 
Branch, Office of Public and Indian 
Housing, telephone (202) 426-0744. 
(These are not toll-free telephone 
numbers.) 

SUPPLEMENTARY INFORMATION! 

1. Handicapped Assistance Expenses 

Section 102(b)(3) of the 1984 technical 
amendments amended the definition of 
adjusted income found in section 3 of 
the 1937 Act. which governs the Section 
8 and Public Housing programs and 
which is being applied administratively 
by HUD to the Rent Supplement and 
Section 236 programs for the sake of 
uniformity. The amendment expanded 
the deduction for elderly families for 
medical expenses to include 
handicapped assistance expenses and 
applied the deduction for handicapped 
assistance expenses to nonelderly 
families as well. The revised statute 
permits a deduction calculated 89 
follows: 

(c) the amount by which the aggregate of 
(he following expenses of the family exceeds 
3 percent of annua) family income: (i) medical 
expenses for any elderly family, and (ii) 
reasonable attendant care and auxiliary 
apparatus expenses for each handicapped 
member of any family, to the extent 
t.ecessary to enable any member of such 
family (including such handicapped member) 
to be employed. 

This rule amends the definition 
.sections of Parts 215, 236, 813 and 913 to 
add a definition of Handicapped 
Assistance Expenses and to revise the 
definition of Adjusted Income to allow a 
deduction for Handicapped Assistance 
Expenses. The statute provides that the 
combination of Handicapped Assistance 
Expenses and Medical Expenses is to be 
deducted only to the extent this total 
exceeds three percent of income. For 
Elderly families, the rule applies the 
threshold to the combined total of 
Medical and Handicapped Assistance 
Expenses. For nonelderly families, such 
as a family with a handicapped member 
who is neither the head of household or 
«pouse, the rule applies the three 
percent threshold to the Handicapped 
Assistance Expenses only, since such 
families are ineligible for a deduction of 
Medical Expenses. 

Under the income definition rules for 
the Section 8 and Public Housing 
programs before their revision in May 
1984. expenses for attendant care for 
handicapped or disabled family 
members were permitted as medical 
expenses, or (in the Section 8 program) 
ns unusual expenses, or (in the Public 
Housing program) as expenses for care 


of an incapacitated family member. 
When attendant care expenses were 
deducted as unusual expenses or as care 
for an incapacitated family member, the 
expenses were permitted to be deducted 
to the extent of the employment income 
derived by the family member who was 
thereby relieved of attendant care 
responsibilities. This rule preserves that 
limitation. 

Although the statute specifically 
addresses the deduction of certain 
expenses for each “handicapped*’ 
member of a family, the rule extends the 
definition of Handicapped Assistance 
Expense to cover those expenses for 
each “disabled” member of a family, 
also. The definitions of Disabled Person 
and Handicapped Person, as used by 
HUD in, for example. 24 CFR Parts 813 
and 913, arc effectively prescribed by 
section 3 of the 1937 Act. A Disabled 
Person is a person who is “under a 
disability as defined in section 223 of 
the Social Security Act or in section 102 
of the Developmental Disabilities 
Service and Facilities Construction 
Amendments of 1970.“ A Handicapped 
Person is defined a few sentences later 
in section 3 of the 1937 Act, as a person 
having an “impairment which is 
expected to be of a long-continued and 
indefinite duration, substantially 
impedes such person's ability to live 
independently, and is of such a nature 
that such ability could be improved by 
more suitable housing conditions." The 
sentence that defines a Disabled Person 
groups such persons with Handicapped 
Persons as individuals eligible to be 
considered an Elderly Family. The two 
definitions generally apply to the same 
persons, and there appears to be no 
reason to refuse a deduction for the 
attendant care or auxiliary apparatus 
expenses of a Disabled Person who has 
never officially been classified as a 
Handicapped Person. Therefore, HUD 
has concluded that Congress intended to 
apply the term “handicapped member of 
the family" in a general sense, to include 
persons who have been classified as 
either disabled or handicapped. (This 
determination will obviate the need to 
consider whether persons classified as 
“disabled" also qualify as 
“handicapped".) 

2. Revision of Income Limit for Housing 
Vouchers 

Section 102(b)(9) of the 1984 technical 
amendments amended section 8(o)(3) of 
the 1937 Act to broaden the category of 
families with income greater than 50 
percent of area median income that are 
eligible for Housing Vouchers under the 
demonstration Housing Voucher 
program. Originally, the statute provided 
that Housing Vouchers could only be * 


issued to families (1) with incomes no 
greater than 50 percent of area median 
income, or (2) that had been 
continuously assisted under the 1937 
Act. The 1984 technical amendments 
extended eligibility to families with 
incomes between 50 and 80 percent of 
median who are displaced by Rental 
Rehabilitation program activities under 
section 17(c) of the 1937 Act. 

Eligibility of a family for a Housing 
Voucher under section 8(o){3) of the 1937 
Act is related to the income limit 
restrictions imposed by section 16(b) of 
the 1937 Act. Section 16(b) limits the 
number of units that can be leased with 
assistance under the 1937 Act to families 
that have incomes greater than 50 
percent of area median income, adjusted 
by family size. For units first available 
for occupancy on or after October 1, 
1981, no more than five percent may be 
leased to families with incomes greater 
than 50 percent of area median income. 
The five percent limit applies to the 
aggregate of units nationwide. 

Generally, no families with incomes 
greater than 50 percent of area median 
can be admitted to these units without 
prior HUD approval. However, approval 
can be granted for such applicants to be 
admitted to more than five percent of 
the units in a particular project, if HUD 
finds it to be justified. 

Section 813.105 is the provision that 
implements section 16(b) of the 1937 
Act. However, as published in the 
Federal Register on May 10.1984 (49 FR 
19925), $ 813.105 did not specifically 
address the interaction of section 8(o)(3) 
eligibility and the section 16(b) income 
limit restriction. A revision to an earlier 
notice of funding availability for 
Housing Vouchers in support of the 
Rental Rehabilitation program was 
published on February 28,1985 (50 FR 
8196), to inform the public of the change 
made by the 1984 technical amendments 
in eligibility for the Housing Voucher 
program. The February Notice also 
stated that Part 813 would be amended 
to provide for implementation of section 
16 of the 1937 Act as it applies to the 
revised Housing Voucher program. (For 
other Notices affecting the Housing 
Voucher program, see 49 FR 28458 (July 
12, 1984) and 50 FR 19475 (May 8.1985).) 

This rule now amends § 613.105 by 
adding a new paragraph (d) applicable 
only to Housing Vouchers (and 
redesignating old paragraphs (d) and 
(e)). Under the new $ 813.105(d)(1), a 
Housing Voucher may be issued to a 
family with income above 50 percent of 
area median income without prior 
permission from HUD only if the family 
was assisted under the 1937 Act in a 
unit in a public housing project that was 
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demolished or disposed of with HUD 
approval, or in a unit that was assisted 
under a project-based Section 8 Housing 
Assistance Payments Contract 
under 24 CFR Part 880. 881. 883. 884 or 
886 ) that is being terminated at the sole 
discretion of the owner. For any other 
family with an income over 50 percent of 
median. HUD must authorize issuance of 
a Housing Voucher. Section 813.105(d)(2) 
states the only two grounds for HUD to 
grant permission to issue a voucher to 
an over-50 percent of median income 
family: the family has continuously 
received assistance under the 1937 Act. 
or it has an income no greater than 80 
percent of area median income and is 
being displaced from its unit by rental 
rehabilitation activities. If a family 
moves from its unit in a building 
undergoing such rehabilitation activities 
not because it is required by the owner 
to move but because its post¬ 
rehabilitation rent is higher than the 
family is willing to pay. the family is not 
considered to be displaced for purposes 
of this provision. 

The reporting provision of § 813.105, 
which is redesignated from paragraph 
(e) to paragraph (f). is revised to reflect 
the need for data on how many housing 
vouchers are issued to families moving 
into units that first came under HAP 
contract after October 1.1981, and. of 
these, how many vouchers are issued to 
families with incomes in excess of 50 
percent of median. 

3. Technical and Conforming Changes 

In the interim rule published on July 
23,1984 (49 FR 29580) to define income 
for the Rent Supplement and Section 236 
programs, a provision was included that 
directed owners to provide an analysis 
of utility allowances when they request 
HUD to approve a rent increase, or 
when a utility rate change would result 
in a cumulative increase of 10 percent or 
more in the current utility allowances. 
The 10 percent cumulative change part 
of that requirement had been in the 
previous rule. The submission of utility 
data along with a rent increase 
application was added to assure that the 
utility component of rent not be 
overlooked when rent levels are 
determined. 

Part 813 does not include any 
comparable provision. The parts 
governing project-based Section 8 
programs administered by private 
owners do contain provisions requiring 
owners to recommend whether 
adjustment of utility allowances is 
appropriate whenever the owner 
submits a request for an adjustment in 
the rents and at “other times if 
appropriate." These sections (880.610. 
881.610. 883.711. and 884.220) are being 


amended in this rule to conform to the 
utility adjustment provisions of Parts 215 
and 236 (see $§ 215.45(e) and 236.55(d)). 
One change is to make the requirement 
more specific: owners must submit not 
just a “recommendation" on whether to 
adjust utility allowances, but an 
“analysis" of the project's utility 
allowances, including information on 
rates and utility consumption. The other 
change is to specify a time other than at 
rent increase approval when it is 
“appropriate" to recommend an 
adjustment: when a utility rate change 
would result in a cumulative increase of 
10 percent or more in the previously 
approved utility allowances. 

On the other hand, changes have 
already been made in the Section 8 and 
Public Housing rules (but not in the 
corresponding Rent Supplement and 
Section 236 rules) as a result of a recent 
statutory requirement that HUD consult 
with the Department of Agriculture in 
determining its definition of income 
under section 3 of the 1937 Act. (See 50 
FR 25949, June 24,1985.) To conform the 
definition of income in Parts 215 and 236 
with the definition in Parts 813 and 913, 
this rule makes a minor change in the 
definition of Net Family Assets and 
revises §§ 215.21 (b)(2) and (b)(3) and 
236.3 (b)(2) and (b)(3) to permit 
deduction of a depreciation allowance 
in the determination of net income from 
a business, and to include in income 
cash or assets withdrawn from a 
business, unless they were 
reimbursement for the family's 
investment in the business. 

In response to questions and concerns 
that have arisen with respect to 
§ 913.106(b)(8), which includes in a 
family's annual income the income of an 
absent service member whose 
dependents are living in the unit, the 
phrase “other person" is being changed 
to “other Family member." This change 
is intended to clarify that the pay of an 
absent service member is included in 
the family's annual income when the 
service member is a family member (e.g., 
a son of the head of household) and the 
service member’s children reside in the 
assisted household; however, the pay of 
an absent service member is not 
included in the family's annual income, 
even if his children do live in the 
household, if the service member is not 
a family member (such a9 a divorced 
father). In the latter case, of course, to 
the extent the former husband provides 
support for the household, these 
payments would be included in the 
family's annual income. This change is 
being made to all the comparable 
sections (Si 813.106(b)(8). 913.106(b)(8). 
215.21(b)(8), and 2383(b)(8)). 


It came to our attention that in 
§ 913.106 and comparable sections, the 
term Income was used in some cases 
instead of the defined term Annua) 
Income. This failure to use the defined 
term was an oversight, which is being 
corrected in this rule by the addition of 
the word Annual in S S 813.106 (b) and 
(d). 913.106 (b) and (d). 215.21 (b) and 
(d). and 236.3 (b) and (d). 

The citation, in the definition of 
Annual Income to the provisions of the 
Domestic Volunteer Service Act of 1973 
that prohibit inclusion of benefits under 
that Act as income for purposes of other 
governmental programs was incorrect. It 
is being corrected in S fi 813.106(d)(3)(iii). 
913.106(d)(3)(iii). 215.21(d)(3)(iii) and 
236.3(d)(3)(iii). 

Use of Final Rule 

This rule is being published as a final 
rule without prior notice and comment. 
Providing prior notice and comment is 
unnecessary and would be contrary to 
the public interest for several reasons. 
The handicapped assistance expense 
deduction and the application of income 
limits to the Housing Voucher program 
are mandated by statute, are relatively 
straightforward in their application 
(given the history of similar provisions), 
and benefit some applicants and 
participants while not being harmful to 
any. The rule treats the new 
handicapped assistance expense the 
way a similar component of the medical 
expense and of the unusual/dependent 
care expense categories was treated 
under previous definitions of income. 
The treatment of income limits with 
reference to applicants for Housing 
Vouchers is very similar to the 
treatment of income limits applied to 
applicants for the Section 8 Existing 
Housing Certificate program. These 
provisions adopt established practice 
and are therefore not controversial. 

Another reason for immediate 
implementation is that revisions to 
forms and instructions for most of the 
Section 8 programs, as well as for the 
Rent Supplement and Section 236 
programs, have been developed to 
implement these statutory provisions at 
the same time as for implementation of 
the major changes required by rules 
published in May and July of 1984 (see 
citations above). To avoid confusion, 
this simultaneous development has 
produced one set of forms and 
instructions to implement the totality of 
changes in income definition from the 
1984 rules to the present. Since the 1964 
rules already require recalculations of 
rental payments and rebates for many 
tenants, a second revision occasioned 
by the delay involved in development of. 
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fust, a proposed and then a final rule, 
would require a great burden on PH As 
and owners and would be harmful to 
some tenants. 

The other changes made by this rule 
are minor and technical in nature and 
would not be likely to draw significant 
public comment. 

Findings and Certifications 

A Finding of No Significant Impact 
with respect to the environment has 
been made in accordance with HUD 
regulations in 24 CFR Part 50 that 
Implement section 1Q2(2)(C) of the 
National Environmental Policy Act of 
1969. 42 U.S.C 4332, in connection with 
the rules that are being amended herein. 
The Finding of No Significant Impact is 
available for public inspection and 
copying during regular business hours in 
the Office of the Rules Docket Clerk. 
Room 10276, 451 Seventh Street SW.. 
Washington. DC 20410. 

This rule does not constitute a “major 
rule" as that term is defined in section 
1(b) of the Executive Order of Federal 
Regulation issued by the President on 
February 17.1981. Analysis of the rule 
indicates that it does not: (1) Have an 
annual effect on the economy of $100 
million or more, (2) cause a major 
increase in costs or prices for 
consumers, individual industries, 

Federal, State or local government 
agencies or geographic regions, or (3) 
have a significant adverse effect on 
competition, employment, investment, 
productivity, innovation, or on the 
ability of United States-based 
enterprises to compete with foreign- 
bused enterprises in domestic or export 
markets. 

Under 5 U.S.C. 605(b) (the Regulatory 
Flexibility Act), the undersigned hereby 
certifies that this rule does not have a 
significant economic impact on a 
substantial number of small entities, 
because it makes only minor changes in 
the income definitions used by owners 
and PHAs in administration of assisted 
housing programs. 

This rule was listed as sequence 
number 103 under the Office of Housing 
in the Department's Semiannual 
Regulatory Agenda published on April 
29. 1985 (50 FR 17285.17289) under 
Executive Order 12291 and the 
Regulatory Flexibility Act. 

ihe information collection 
requirements contained in this rule were 
submitted to the Office of Management 
and Budget for review under the 
provisions of the Paperwork Reduction 
Act of 1980. 44 U.S.C. 3501-3520. All 
requirements have been approved and 
have been assigned OMB control 
numbers 2502-0315. 2502-0204. and 
2502-0181. 


The Catalog of Domestic Assistance 
numbers are 14.103,14.149 and 14.156. 

List of Subjects 

24 CFR Part 215 

Grant programs—housing and 
community development. Rent 
subsidies. 

24 CFR Port 236 

Low and moderate income housing. 
Mortgage insurance. Rent subsidies. 

24 CFR Part 813 
Lower income housing. 

24 CFR Part 660 

Grant programs—housing and 
community development. Rent 
subsidies, Low and moderate income 
housing. New construction. 

24 CFR Part 661 

Grant programs—housing and 
community development. Rent 
subsidies, Low and moderate income 
housing. Substantial rehabilitation. 

24 CFR Part 663 

Grant programs—housing and 
community development. Rent 
subsidies, New construction and 
substantial rehabilitation. 

24 CFR Part 864 

Grant programs—housing and 
community development. Rent 
subsidies, Rural areas. Low and 
moderate income housing. 

24 CFR Part 913 
Public housing. 

Accordingly. 24 CFR Parts 215. 236, 
813, 880, 881, 883. 884 and 913 are 
amended as follows: 

PART 215—RENT SUPPLEMENT 
PAYMENTS 

1 . The authority citation of Part 215 
continues to read as follows: 

Authority: Sec. 101(g). Housing and Urban 
Development Act of 1965 (12 U.S.C. 1701s); 
sec. 7(d). Department of Housing and Urban 
Development Act (42 US.C 3535(d)). 

2 . In § 215.1. the definition of Net 
Family Assets is amended by adding the 
phrase “business or family” after the 
words “value of any”; a definition of 
Handicapped Assistance Expenses is 
added, in appropriate alphabetical 
order, and the definition of Adjusted 
Income is revised, to read as follows: 

$215.1 Definitions. 

• • • • § 

Adjusted Income. Annual Income less 
the following allowances, determined in 
accordance with HUD instructions: 


(a) $480 for each Dependent; 

(b) $400 for any Elderly Family; 

(c) For any Family that is not an 
Elderly Family but has a Handicapped 
or Disabled member other than the head 
of household or spouse. Handicapped 
Assistance Expenses in excess of three 
percent of Annual Income, but this 
allowance may not exceed the 
employment income received by Family 
members who are 18 years of age or 
older as a result of the assistance to the 
Handicapped or Disabled Person; 

(d) For any Elderly Family 

(1) That has no Handicapped 
Assistance Expenses, an allowance for 
Medical Expenses equal to the amount 
by which the Medical Expenses exceed 
three percent of Annual Income; 

(2) That has Handicapped Assistance 
Expenses greater than or equal to three 
percent of Annual Income, an allowance 
for Handicapped Assistance Expenses 
computed in accordance with paragraph 
(c) of this section, plus an allowance for 
Medical Expenses that is equal to the 
Family's Medical Expenses; 

(3) That has Handicapped Assistance 
Expenses that are less than three 
percent of Annual Income, an allowance 
for combined Handicapped Assistance 
Expenses and Medical Expenses that is 
equal to the amount by which the sum of 
these expenses exceeds three percent of 
Annual Income; and 

(e) Child Care Expenses. 

« i • • • 

Handicapped Assistance Expenses. 
Reasonable expenses that are 
anticipated, during the period for which 
Annual Income is computed, for 
attendant care and auxiliary apparatus 
for a Handicapped or Disabled Family 
member, and that are necessary to 
enable a Family member (including the 
Handicapped or Disabled member) to be 
employed, provided that the expenses 
are neither paid to a member of the 
Family nor reimbursed by an outside 
source. 


§215.21 [Amended] 

3. Section 215.21 is revised by adding 
to the introductory language of 
paragraphs (b) and (d). before the word 
“Income”, the word “Annual”; by 
removing from paragraph (b)(8) the 
phrase “other person” and substituting 
in its ploce the phrase “other Family 
member”; and by removing from 
paragraph (d)(3)(iii) the phrase “42 
U.S.C. 4951-4993“ and substituting in its 
place the phrase “42 U.S.C. 5044(g), 
5058". 

4. Paragraphs (b)(2) and (b)(3) of 

§ 215.21 are revised to read as follows: 
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$ 215.21 Annual Incoma. 

• • • • • 

(b) * • * 

(2) The net income from operation of a 
business or profession. Expenditures for 
business expansion or amortization of 
capital indebtedness shall not be used 
as deductions in determining net 
income. An allowance for depreciation 
of assets used in a business or 
profession may be deducted, based on 
straight line depreciation, as provided in 
Internal Revenue Service regulations. 
Any withdrawal of cash or assets from 
the operation of a business or profession 
will be included in income, except to the 
extent the withdrawal is reimbursement 
of cash or assets invested in the 
operation by the Family; 

(3) Interest, dividends, and other net 
income of any kind from real or personal 
property. Expnditures for amortization 
of capital indebtedness shall not be 
used as a deduction in determining net 
income. An allowance for depreciation 
is permitted only as authorized in 
paragraph (b)(2) of this section. Any 
withdrawal of cash or assets from an 
investment will be included in income, 
except to the extent the withdrawal is 
reimbursement of cash or assets 
invested by the Family. Where the 
Family has Net Family Assets in excess 
of $5,000, Annual Income shall include 
the greater of the actual income derived 
from all Net Family Assets or a 
percentage of the value of such Assets 
based on the current passbook savings 
rate, as determined by HUD; 


PART 236—MORTGAGE INSURANCE 
AND INTEREST REDUCTION 
PAYMENTS FOR RENTAL PROJECTS 

5. The authority citation for Part 230 
continues to read as follows: 

Authority: Secs. 211 and 236, National 
House Act (12 U.S.C. 1715b. 1715z-l): sec. 

7(d). Department of Housing and Urban 
Development Act (42 U.S.C. 3535(d)). 

6. In § 230.2, the definition of Net 
Family Assets is amended by adding the 
phrase “business or family” after the 
words “value of any”; a definition of 
Handicapped Assistance Expenses is 
added, in appropriate alphabetical 
order; and the definition of Adjusted 
Income is revised, to read as follows: 

$ 236.2 Definitions. 

Adjusted Income. Annual Income less 
the following allowances, determined in 
accordance with HUD instructions: 

(a) $400 for each Dependent; 

(b) $400 for any Elderly Family; 

(c) For any Family that is not an 
Elderly Family but has a Handicapped 
or Disabled member other than the head 


of household or spouse. Handicapped 
Assistance Expenses in excess of three 
percent of Annual Income, but this 
allowance may not exceed the 
employment income received by Family 
members who are 10 years of age or 
older as a result of the assistance to the 
Handicapped or Disabled Person; 

(d) For any Elderly Family 

(1) That has no Handicapped 
Assistance Expenses, an allowance for 
Medical Expenses equal to the amount 
by which the Medical Expenses exceed 
three percent of Annual Income; 

(2) That has Handicapped Assistance 
Expenses greater than or equal to three 
percent of Annual Income, an allowance 
for Handicapped Assistance Expenses 
computed in accordance with paragraph 

(c) of this section, plus an allowance for 
Medical Expenses that is equal to the 
Family’s Medical Expenses; 

(3) That has Handicapped Assistance 
Expenses that are less than three 
percent of Annual Income, an allowance 
for combined Handicapped Assistance 
Expenses and Medical Expenses that is 
equal to the amount by which the sum of 
these expenses exceeds three percent of 
Annual Income; and 

(e) Child Care Expenses. # # # 

Handicapped Assistance Expenses. 

Reasonable expenses that are 
anticipated, during the period for which 
Annual Income is computed, for 
attendant care and auxiliary apparatus 
for a Handicapped or Disabled Family 
member, and that are necessary to 
enable a Family member (including the 
Handicapped or Disabled member) to be 
employed, provided that the expenses 
are neither paid to a member of the 
Family nor reimbursed by an outside 
source. 

• • • • • 

§ 236.3 ( Amended I 

7. Section 230.3 is revised by adding to 
the introductory language of paragraphs 
(b) and (d). before the word “Income", 
the word “Annual”; by removing from 
paragraph (b)(8) the phrase “other 
person" and substituting in its place the 
phrase "other Family member"; and by 
removing from paragraph (d)(3)(iii) the 
phrase “42 U.S.C. 4951-4983“ and 
substituting in its place the phrase “42 
U.S.C. 5044(g). 5058”. 

8. Paragraphs (b)(2) and (b)(3) of 

§ 230.3 are revised to read as follows: 

§ 236.3 Annual Income. 


(2) The net income from operation of a 
business or profession. Expenditures for 
business expansion or amortization of 
capital indebtedness shall not be used 
as deductions in determining net 


income. An allowance for depreciation 
of assets used in a business or 
profession may be deducted, based on 
straight line depreciation, as provided in 
Internal Revenue Service regulations. 
Any withdrawal of cash or assets from 
the operation of a business or profession 
will be included in income, except to the 
extent the withdrawal is reimbursement 
of cash or assets invested in the 
operation by the Family; 

(3) Interest, dividends, and other net 
income of any kind from real or personal 
property. Expenditures for amortization 
of capital indebtedness shall not be 
used as a deduction in determining net 
income. An allowance for depreciation 
is permitted only as authorized in 
paragraph (b)(2) of this section. Any 
withdrawal of cash or assets from an 
investment will be included in income, 
except to the extent the withdrawal is 
reimbursement of cash or assets 
invested by the Family. Where the 
Family has Net Family Assets in excess 
of $5,000, Annual Income shall include 
the greater of the actual income derived 
from all Net Family Assets or a 
percentage of the value of such Assets 
based on the current passbook savings 
rate, as determined by HUD; 


PART 813—DEFINITION OF INCOME, 
INCOME LIMITS, RENT AND 
REEXAMINATION OF FAMILY INCOME 
FOR THE SECTION 8 HOUSING 
ASSISTANCE PAYMENTS PROGRAMS 
AND RELATED PROGRAMS 

9. The authority citation for Part 813 
continues to read as follows: 

Authority: Sections 3. B and 18. United 
States Housing Act of 1937 (42 U.S.C. 1437a. 
1437f, and 1437n); section 7(d), Department of 
Housing and Urban Development Act (42 
U.S.C. 3535(d)). 

10. In § 813.102. the definition of 
Handicapped Assistance Expenses is 
added, in appropriate alphabetical 
order, and the definition of Adjusted 
Income is revised, to read as follows: 

§ 813.102 Definitions. 

Adjusted Income. Annual Income less 
the following allowances, determined in 
accordance with HUD instructions: 

(a) $480 for each Dependent; 

(b) $400 for any Elderly Family; 

(c) For any Family that is not an 
Elderly Family but has a Handicapped 
or Disabled member other than the head 
of household or spouse. Handicapped 
Assistance Expenses in excess of three 
percent of Annual Income, but this 
allowance may not exceed the 
employment income received by Family 
members who are 18 years of age or 
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older as a result of the assistance to the 
Handicapped or Disabled Person; 

(d) For any Elderly Family 

(1) That has no Handicapped 
Assistance Expenses, an allowance for 
Medical Expenses equal to the amount 
by which the Medical Expenses exceed 
three percent of Annual Income; 

(2) That has Handicapped Assistance 
Expenses greater than or equal to three 
percent of Annual Income, an allowance 
for 1 landicapped Assistance Expenses 
computed in accordance with paragraph 
(c) of this section, plus an allowance for 
Medical Expenses that is equal to the 
Family's Medical Expenses; 

(3) That has Handicapped Assistance 
Expenses that are less than three 
percent of Annual Income, an allowance 
for combined Handicapped Assistance 
Expenses and Medical Expenses that is 
equal to the amount by which the sum of 
these expenses exceeds three percent of 
Annual Income; and 

(e) Child Care Expenses. 

• • • # • 

Handicapped Assistance Expenses. 
Reasonable expenses that are 
anticipated, during the period for which 
Annual Income is computed, for 
attendant care and auxiliary apparatus 
for .i Handicapped or Disabled Family 
member, and that are necessary to 
enable a Family member (including the 
Handicapped or Disabled member) to be 
employed, provided that the expenses 
are neither paid to a member of the 
Family nor reimbursed by an outside 
source. 

• • • « • 

11 . Section 013.105 is revised by 
redesignating paragraphs (d) and (e) as 
paragraphs (e) and (f). respectively; by 
adding a new paragraph (d); and by 
revising the redesignated paragraph (f), 
to read as follows: 

$ 813.105 Admission to units available on 
or after October 1,1081. 

• • • • • 

(d) Specific limitation on Housing 
Vouchers . (1) Except with the prior 
approval of HUD, no Housing Voucher 
shall be issued under section 8{o) of the 
1937 Act to any Lower Income Family 
that is not a Very Low-Income Family 
unless the Family has been continuously 
assisted under the 1937 Act and. 
immediately before issuance of a 
Housing Voucher, the Family was 
residing in a public housing unit that is 
being demolished or disposed of with 
HUD approval, or was residing in a unit 
that was assisted under a Section 8 
Housing Assistance Payments contract 
administered under Part 800, 881, 883, 

884 or 888, that is being terminated at 
the sole discretion of the owner. 


(2) A request by a PHA for HUD 
approval to grant a Housing Voucher to 
a Lower Income Family other than a 
Very Low-Income Family must state the 
basis for requesting the exception and 
provide supporting data. The only bases 
for granting exceptions are that either 
the Family has been continuously 
assisted under the 1937 Act, or the 
Family is determined to be a Lower 
Income Family and it is being displaced 
by rental rehabilitation activity under 24 
CFR Part 511. For this purpose, a Family 
that lives in a project undergoing rental 
rehabilitation activities and whose post- 
rehabilitation rent would not be 
affordable is not considered displaced. 

• • • • • 

(f) Reporting. PHAs and Owners shall 
comply with HUD-prescribed reporting 
requirements that will permit HUD to 
maintain reasonably current data as to 

(1) the number of dwelling units that are 
subject to paragraph (a) of this section; 

(2) the number of units that are subject 
to paragraphs (c) and (d) of this section 
for which HAP contracts were First 
effective under Part 882, Subpart B of 
this chapter or under Section 8(o) of the 
1937 Act on or after October 1,1981 
(including new HAP Contracts for 
Families for whom HAP Contracts had 
been in effect before that date for a 
different unit); (3) the number of 
Families occupying units described in 
clause (1) of this paragraph that were 
admitted to such units on or after July 1, 
1984 and were not Very Low-Income 
Families when admitted, and (4) the 
number of Families occupying units 
described in clause (2) of this paragraph 
with Certificates or Vouchers issued on 
or after July 1,1984 and were not Very 
Low-Income Families when such 
Certificates or Vouchers were granted. 

(Information collection requirements 
contained in paragraph [bj. (c)(2) and (d)(2) 
were approved by the Office of Management 
and Budget under control number 2502-0315. 
Information collection requirements 
contained in paragraph (f) were approved by 
the Office of Management and Budget under 
control number 2502-0204.) 

§813.106 tAmended) 

12. Section 813.106 is amended by 
adding to the introductory language of 
paragraphs (b) and (d). before the word 
"Income”, the word "Annual"; by 
removing from paragraph (b)(8) the 
phrase "other person" and substituting 
in its place the phrase "other Family 
member"; and by removing from 
paragraph (d)(3)(iii) the phrase "42 
U.S.C. 4951-4993" and substituting in its 
place the phrase "42 U.S.C. 5044(g), 
5058". 


PART 880—SECTION 8 HOUSING 
ASSISTANCE PAYMENTS PROGRAM 
FOR NEW CONSTRUCTION 

13. The authority citation for Part 880 
continues to read as follows: 

Authority: Secs. 3. 5 and 8, United States 
Housing Act of 1937 (42 U.S.C. 1437a. 1437c. 
1437f); sec. 7(d) Department of Housing and 
Urban Development Act (42 U.S.C. 3535(d)). 

14. § 880.610 is revised to read as 
follows: 

§880.610 Adjustment of utility allowances. 

In connection with annual and special 
adjustments of contract rents, the owner 
must submit an analysis of the project's 
Utility Allowances. Such data as 
changes in utility rates and other facts 
affecting utility consumption should be 
provided as part of this analysis to 
permit appropriate adjustments in the 
Utility Allowances. In addition, when 
approval of a utility rate change would 
result in a cumulative increase of 10 
percent or more in the most recently 
approved Utility Allowances, the project 
owner must advise the contract 
administrator and request approval of 
new Utility Allowances. Whenever a 
Utility Allowance for a unit is adjusted, 
the owner will promptly notify affected 
families and make a corresponding 
adjustment of the tenant rent and the 
amount of the housing assistance 
payment for the unit. 

(Information collection requirements 
contained in this section have been approved 
by the Office of Management and Budget 
under OMB control number 2502-0161) 

PART 881— SECTION 8 HOUSING 
ASSISTANCE PAYMENTS PROGRAM 
FOR SUBSTANTIAL REHABILITATION 

15. The authority citation for Part 881 
continues to read as follows: 

Authority: Secs. 3. 5 and 8, United Stales 
Housing Act of 1937 (42 U.S.C. 1437a. 1437c, 
1437f); sec. 7(d). Department of Housing and 
Urban Development Act (42 U.S.C. 3535(d)). 

18. Section 881.810 is revised to read 
as follows: 

§ 881.610 Adjustment of utility allowance*. 

In connection with annual and special 
adjustments of contract rents, the owner 
must submit an analysis of the project’s 
Utility Allowances. Such data as 
changes in utility rates and other facts 
affecting utility consumption should be 
provided as part of this analysis to 
permit appropriate adjustments in the 
Utility Allowances. In addition, when 
approval of a utility rate change would 
result in a cumulative increase of 10 
percent or more in the most recently 
approved Utility Allowances, the project 
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owner must advise the contract 
administrator and request approval of 
new Utility Allowances. Whenever a 
Utility Allowance for a unit is adjusted, 
the owner will promptly notify affected 
families and make a corresponding 
adjustment of the tenant rent and the 
amount of the housing assistance 
payment for the unit. 

(Information collection requirements 
contained in this section have been approved 
by the Office of Management and Budget 

under OMB control number 2502-0161) 

• 

PART 883—SECTION 8 HOUSING 
ASSISTANCE PAYMENTS PROGRAM- 
STATE HOUSING AGENCIES 

17. The authority citation for Part 883 
continues to read as follows: 

Authority: Secs. 3. 5 and 8. United States 
Housing Act of 1937 (42 U.S.C. 1437a. 1437c, 
14370; sec. 7(d). Department of Housing and 
Urban Development Act (42 U.S.C. 3535(d)). 

18. Section 883.711 is revised to read 
as follows: 

§ 883.711 Adjustment of utility allowances. 

In connection with annual and special 
adjustments of contract rents, the owner 
must submit an analysis of the project's 
Utility Allowances. Such data as 
changes in utility rates and other facts 
affecting utility consumption should be 
provided as part of this analysis to 
permit appropriate adjustments in the 
Utility Allowances. In addition, when 
approval of a utility rate change would 
result in a cumulative increase of 10 
percent or more in the most recently 
approved Utility Allowances, the project 
owner must advise the Agency and 
request approval of new Utility 
Allowances. Whenever, a Utility 
Allowance for a unit is adjusted, the 
owner will promptly notify affected 
families and make a corresponding 
adjustment of the tenant rent and the 
amount of the housing assistance 
payment for the unit. 

(Information collection requirements 
contained in this section have been approved 
by the Office of Management and Budget 
under OMB control number 2502-0161.) 

PART 884—SECTION 8 HOUSING 
ASSISTANCE PAYMENTS PROGRAM, 
NEW CONSTRUCTION SET-ASIDE FOR 
SECTION 515 RURAL RENTAL 
HOUSING PROJECTS 

19. The authority citation for Part 884 
continues to read as follows: 

Authority: Sections 3. 5 and 8. United 
States Housing Act of 1937 (42 US.£ 1437a, 


1437c, 1437f); section 7(d). Department of 
Housing and Urban Development Act (42 
U.S.C 3535(d)). 

20 . Section 884.220 is revised to read 
as follows: 

§ 884.220 Adjustment of utility allowances. 

In connection with annual and special 
adjustments of contract rents, the owner 
must submit an analysis of the project's 
Utility Allowances. Such data as 
changes in utility rates and other facts 
affecting utility consumption should be 
provided as part of this analysis to 
permit appropriate adjustments in the 
Utility Allowances. In addition, when 
approval of a utility rate change would 
result in a cumulative increase of 10 
percent or more in the most recently 
approved Utility Allowances, the project 
owner must advise the Secretary and 
request approval of new Utility 
Allowances. Whenever a Utility 
Allowance for a unit is adjusted, the 
owner will promptly notify affected 
families and make a corresponding 
adjustment of the tenant rent and the 
amount of the housing assistance 
payment for the unit. 

(Information collection requirements 
contained in this section have been approved 
by the Office of Management and Budget 
under OMB control number 2502-0161.) 

PART 913—DEFINITION OF INCOME, 
INCOME LIMITS, RENTS AND 
REEXAMINATION OF FAMILY INCOME 
FOR THE PUBLIC HOUSING AND 
INDIAN HOUSING PROGRAMS 

21. The authority citation for Part 913 
continues to read as follows: 

Authority: Secs. 3. 6 . and 16. United States 
Housing Act of 1937 (42 U.S.C. 1434a, 1437d. 
1437n); sec. 7(d). Department of Housing and 
Urban Development Act (42 U.S.C. 3535(d)). 

22. In 913.102, the definition of 
Handicapped Assistance Expenses is 
added, in appropriate alphabetical 
order, and the definition of Adjusted 
Income is revised, to read as follows: 

5 913.102 Definitions. 

Adjusted Income. Annual Income less 
the following allowances, determined in 
accordance with HUD instructions: 

(a) $480 for each Dependent: 

(b) $400 for any Elderly Family; 

(c) For any Family that is not an 
Elderly Family but has a Handicapped 
or Disabled member other than the head 
of household or spouse, Handicapped 
Assistance Expenses in excess of three 
percent of Annual Income, but this 
allowance may not exceed the 
employment income received by Family 


members who are 18 years of age or 
older as a result of the assistance to the 
Handicapped or Disabled Person; 

(d) For any Elderly Family. 

(1) That has no Handicapped 
Assistance Expenses, an allowance for 
Medical Expenses equal to the amount 
by which the Medical Expenses exceed 
three percent of Annual Income; 

(2) That has Handicapped Assistance 
Expenses greater than or equal to three 
percent of Annual Income, an allowance 
for Handicapped Assistance Expenses 
computed in accordance with paragraph 
(c) of this section, plus an allowance for 
Medical Expenses that is equal to the 
Family's Medical Expenses; 

(3) That has Handicapped Assistance 
Expenses that are less than three 
percent of Annual Income, an allowance 
for combined Handicapped Assistance 
Expenses and Medical Expenses that is • 
equal to the amount by which the sum of 
these expenses exceeds three percent of 
Annual Income; and 

(e) Child Care Expenses. 

• • • • • 

Handicapped Assistance Expenses. 
Reasonable expenses that are 
anticipated, during the period for which 
Annual Income is computed, for 
attendant care and auxiliary apparatus 
for a Handicapped or Disabled Family 
member and that are necessary' to 
enable a Family member (including tho 
Handicapped or Disabled member) to be 
employed, provided that the expenses 
are neither paid to a member of the 
Family nor reimbursed by an outside 
source. 


$913.106 [Amended] 

23. Section 913.106 is amended by 
adding to the introductory language of 
paragraphs (b) and (d), before the word 
"Income", the word "Annual"; by 
removing from paragraph (b)(8) the 
phrase "other person" and substituting 
in Its place the phrase "other Family 
member": and by removing from 
paragraph (d)(3)(iii) the phrase "42 
U.S.C. 4951-4993" and substituting in its 
place the phrase "42 U.S.C. 5044(g). 
5058". 

Dated: September 20.1985. 

)ohn |. Knapp. 

Acting Secretory. 

|FR Doc. 85-23059 Filed 9-26-85; 8:45 ami 
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DEPARTMENT OF THE TREASURY 

Bureau of Alcohol, Tobacco and 

Firearms 

27 CFR Parts 170 and 252 
[T.D. ATF-212; correction] 

Distilled Spirits; Increase In Rate of 
Tax and Floor Stocks Tax 

agency: Bureau of Alcohol. Tobacco 

and Firearms. Treasury. 

action: Final rule (Treasury decision); 

correction. 

summary: This document corrects errors 
made in FR Doc. 85-20120, published in 
the Federal Register on August 23. 1985 
at 50 FR 34118, which implemented 
section 27 of the Deficit Reduction Act 
of 1984. 

FOR FURTHER INFORMATION CONTACT: 

Robert G. Hardt or J.R. Whitley, 

Distilled Spirits and Tobacco Branch. 
(202) 566-7531. 

SUPPLEMENTARY INFORMATION: 1. On 

page 34116 in the right-hand column in 
line 6 of the 2nd paragraph the word 
“distillled'’ should read “distilled”. 

2 . On page 34118 in the middle column 
of § 170.62(b)(l)(iii) should read 
“Combined groups as defined in 28 CFR 
1.1563-1 (a)(4)", 

3. On page 34119 in the left hand 
column in line 10 of § 170.64(a) the word 
“bonded” should read “bond”. 

4. On page 34119 in the left hand 
column in line 6 of { 170.64(c) add the 
words "of this section” after the words 
‘ paragraph (b)”. 

5. On page 34120 in the middle column 
in line 5 of § 170.69(a) insert a comma 
after the word “inventory”. 

6 . On page 34120 in the middle column 
at the end of the 1st sentence of 

i 170.69(a). rename the period, and add 
"• except that the record of disposition 
supporting the inventory need not 
include the name of the consignee.". 

7. On page 34120 in the right hand 

column line 23 S 170.69(c) should read 
“open bottles- _ proof'.” 

8 . On page 34121 in the left hand 
column in ( 170.70(cKl), in line 5 the 
word “dividend” should read "divided”. 

9 On page 34121 in the left hand 
column in § 170.70(c)(1), in line 6 the 
number ”10.134.4” should read 
'*10,134.4”. 

10 . On page 34121 in the left hand 
column in § 170.70(c)(2), in line 3 the 
number “12.667.97” should read 

“12,667.97”. 

11. On page 34121 in the right hand 
column in § 170.73(a) in line 11 add "of 
this section” after the words "paragraph 

(b)'\ ^ 

12 . On page 34121 in the right hand 
column in § 170.73(b) in line 11 add a 
comma after the number ”1988”. 


13. On page 34122 in the right hand 
column under GENERAL, in 5 170.60, the 
section number and title should read: 

**§ 170.76 Retention of Records’*. 

14. On page 34123 in the left hand 
column in line 10 “(26 U.S.C. 6621;” 
should read "(26 U.S.C. 6621);”. 

Signed: September 20.1985. 

Stephen E Higgins. 

Director. 

[FR Doc. 85-23101 Filed 9-26-85; 8:45 am] 

BILLING COOC 4I10-31-M 


ENVIRONMENTAL PROTECTION 
AGENCY 

40 CFR Part 60 

ITN-022; A-4-FRL-2903-91 

Standards of Performance for New 
Stationary Sourcaa, Delegation of 
Authority to the State of Tennessee 

agency: Environmental Protection 
Agency. 

action: Notice of delegation of 
authority. 

summary: On )anuary 16,1985, the State 
of Tennessee requested that EPA 
delegate authority for implementation 
and enforcement of one additional 
category of Standards of Performance 
for New Stationary Sources (NSPS). 
Since EPA’s review of pertinent State 
laws and rules and regulations showed 
them to be adequate for the 
implementation and enforcement of this 
Federal standard, the Agency has made 
the delegation as requested. 
effective date: The effective date of 
the delegation of authority is August 14. 
1985. 

addresses: Copies of the request for 
delegation of authority and EPA’s letter 
of delegation are available for public 
inspection at EPA's Region IV office, 345 
Courtland Street, NE, Atlanta. Georgia 
30365. 

All reports required pursuant to the 
newly delegated standard (listed below) 
should be submitted to the following 
address: Air Pollution Control Board. 
Tennessee Department of Health and 
Environment. T.E.R.R.A. Building. 150 
Ninth Avenue North. Nashville, 
Tennessee 37219. 

FOR FURTHER INFORMATION CONTACT: 

Kelly McCarty, at the EPA Region IV 
address listed above, and phone 404/ 
881-3286 or FTS 257-3286. 
supplementary information: Section 
301, in conjunction with sections 101, 
and 111(c)(1) of the Clean Air Act, 
authorizes EPA to delegate authority to 


implement and enforce the standards set 
out in 40 CFR Part 60. NSPS. 

On April 11,1980, EPA initially 
delegated the authority for 
implementation and enforcement of the 
NSPS program to the State of 
Tennessee. On January 16.1985, 
Tennessee requested a delegation of 
authority for implementation and 
enforcement of the NSPS for Subpart 
VV —Equipment Leaks of VOC in the 
Synthetic Organic Chemicals 
Manufacturing Industry. 

After a thorough review of the 
request, the Regional Administrator 
determined that such a delegation was 
appropriated for these source categories 
with the conditions set forth in the 
original delegation letter of April 11. 

1980. Tennessee sources subject to the 
requirements of Subpart W of 40 CFR 
Part 60. will now be under the 
jurisdiction of the State of Tennessee. 

The State definition of “existing 
source” differs considerably from, and 
could possibly conflict with, EPA’s 
definition. However, the April 11.1980, 
letter of delegation, condition 5, requires 
the State to notify EPA if it determines 
that the State version of a NSPS does 
not apply to a source which would be 
subject to the federal version. 

The authority to make equivalency 
determinations pursuant to 40 CFR 
60.484 is not delegated. All requests for 
equivalency determinations should be 
forwarded to EPA for action. Any 
determinations made by the State 
pursuant to paragraph 1200-3- 
16.43(3)(a)3. of the Tennessee air 
pollution control regulations, before EPA 
makes a decision, or inconsistent with 
EPA's decision, will not be recognized 
by EPA. 

Dated: September 17,1985. 

|ohn A. Uttle, 

Deputy Regional Administrator 

(FR Doc. 85-23117 Filed 9-28-85: 8:45 am) 

BILLING COOC W60-50-N 


40 CFR Part 180 

IPP 2F2623/R781; PH-FRL 2904-81 

Cypermethrin; Tolerance Extension 

agency: Environmental Protection 
Agency (EPA). 

action: Final rule. 

summary: This rule extends tolerances 
for residues of the synthetic pyrethroid 
insecticide cypermethrin in or on certain 
raw agricultural commodities. This 
regulation to extend the maximum 
permissible level for residues of 
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cypermethrin in or on these commodities 
was requested by ICI Americas. Inc. 
effective oate: Effective on September 
27,1985. 

address: Written objections, identified 
by the document control number [pp 
2F2823/R781). may be submitted to the: 
Hearing Clerk (A-110). Environmental 
Protection Agency, Rm. 3708. 401 M St. 
SW.. Washington. DC 20480. 

FOR FURTHER INFORMATION CONTACT: 

George T. LaRocca, Product Manager 
(PM) 15. Registration Division (TS- 
767C). Environmental Protection 
Agency. 401 M St. SW., Washington, 
DC 20480. 

Office location and telephone number 
Rm. 207. CM #2.1921 Jefferson Davis 
Highway. Arlington. Va 22202. (703- 
557-2890). 

SUPPLEMENTARY INFORMATION: EPA 

issued a final rule, published in the 
Federal Register of February 21,1985 
(50 FR 7172), which announced the 
Agency decision to extend the 
tolerances for residues of the insecticide 
cypermethrin |{±) alpha- cyano-(3- 
ph enoxpheny 1 )me t hy 1 (± )c/s. trans-2-{2,2- 
dichloroethenyl)-2,2- 
dimethylcyclopropanecarboxylate] in or 
on the raw agricultural commodities 
cottonseed at 0.5 part per million (ppm): 
meat, fat, and meat byproducts of cattle, 
goat, hogs, horses, and sheep at 0.05 
ppm: and milk at 0.05 ppm. 

There were no comments received in 
response to the final rule extension. 

The Agency published in the Federal 
Register of June 15, 1984 (49 Fr 24864), a 
notice announcing its decision to 
establish a tolerance for residues of 
cypermethrin on cottonseed, meat, fat, 
and meat byproducts of cattle, goats, 
hogs, horses, and sheep; and milk for a 
period extending to December 31,1985. 
to cover residues existing from the 
conditional registration of cypermethrin. 
Based on additional information 
received in response to the June 15.1984 
notice, the Agency extended the 
conditional registration of cypermethrin 
to December 1 , 1988 (see 50 FR 1112; 
January 9, 1985). The Agency also 
extended the tolerances for 
cypermethrin for the period extending to 
December 1 . 1987, and the tolerance may 
be made permanent if registration is 
continued based on information 
received in 1988. However, ICI 
Americas. Inc. (ICI). was prohibited 
from further testing in the State of 
Maryland. The State of Maryland 
Department of Agriculture denied Id's 
request for further testing of 
cypermethrin in Maryland until the safe 
use of cypermethrin can be 


demonstrated to the satisfaction of the 
State Secretary of Agriculture. The 
action by the State of Maryland 
precipitates the need for initiating a new 
study (including baseline data), making 
it impossible to meet the previous 
deadline of April 1986. In a letter dated 
June 12.1985, ICI requested an extension 
of the subject petition until December 
31.1988, in order to conduct a new field 
monitoring study. On July 1,1985. ICI 
submitted a letter from the State of 
Alabama authorizing ICI to conduct the 
study in that State. 

The data submitted in the petition and 
other relevant material have been 
evaluated. The toxicological data 
considered in support of the tolerances, 
as well as the oncogenic risks 
associated with this use of 
cypermethrin, are discussed in related 
documents, published in the Federal 
Register of June 15,1984 (49 FR 24864) 
and January 9.1985 (50 FR 1112). 

Based on a 1-year dog feeding study 
with a no-observed-effect level (NOEL) 
of 1.0 mg/kg/day 1 and using a safety 
factor of 100, the acceptable daily intake 
(ADI) has been calculated to be 0.01 mg/ 
kg/day with a maximum permissible 
intake (MPI) of 0.6 mg/day for a 60-kg 
person. The tolerances represent a 
theoretical maximal residue contribution 
(TMRC) of 0.0307 mg/day in a 1.5-kg diet 
and represent 5.12 percent of the MPI. 

There are no regulatory actions 
pending against the registration of 
cypermethrin. The metabolism of 
cypermethrin in plants and animals is 
adequately understood for purposes of 
the tolerances set forth below. An 
analytical method using electron capture 
gas-liquid chromatography is available 
for enforcement purposes. 

Based on the above information, the 
Agency has determined that extending 
the tolerances for residues of the 
pesticide in or on the commodities will 
protect the public health. Therefore, as 
set forth below, the tolerances are 
extended to December 31,1989. to cover 
residues existing from this continuing 
conditional registration of cypermethrin. 
and the tolerances may be made 
permanent if registration is continued 
based on information received in 1988. 

Any person adversely affected by this 
regulation may. within 30 days after 
publication of this document in the 
Federal Register, file written objections 
with the Hearing Clerk, at the address 
given above. Such objections should 
specify the provisions of the regulation 
deemed objectionable and the grounds 


1 The Agency u*ed the 1-yeitr dog feeding »tudy 
NOEL to r»tabli»h the ADI since the dog was the 
most sensitive species tested. Lt~ gave the lowrsl 
NOEL 


for the objections. If a hearing is 
requested, the objections must state the 
issues for the hearing and the grounds 
for the objections. A hearing will be 
granted if the objections are supported 
by grounds legally sufficient to justify 
the relief sought. 

The Office of Management and Budge* 
has exempted this rule from the 
requirements of section 3 of Executive 
Order 12291. 

Pursuant to the requirements of the 
Regulatory Flexibility Act (Pub. L 98- 
354, 94 Slat. 1164. 5 U.S.C. 601-612), the 
Administrator has determined that 
regulations establishing exemptions 
from tolerance requirements do not have 
a significant economic impact on a 
substantial number of small entities. A 
certification statement to this effect was 
published in the Federal Register nf May 
4, 1981 (48 FR 24950). 

List of Subjects in 40 CFR Part 180 

Administrative practice and 
procedure. Agricultural commodities. 
Pesticides and pests. 

Dated: September 17,1985. 

Steven Schatzow. 

Director, Office of Pesticide Programs 

Therefore, 40 CFR Part 180 is 
amended as follows: 

1. The authority citation for 40 CFR 
Part 180 continues to read as follows: 

Authority: 21 U.S.C. 346a. 

$180,416 (Amended] 

2. Section 180.418 Cypermethrin; 
tolerances for residues is amended by 
extending the effective date of 
December 31.1987, to December 31. 

1989. 

(FR Doc. 85-23112 Filed 9-28-85: 8:45 am) 

BILLING COOC INO-KMI 


FEDERAL COMMUNICATIONS 
COMMISSION 

47 CFR Parts 0 and 1 

Reduction In the Number of 
Commissioners From Seven to Five 
and Correcting a Typographical Error 

agency: Federal Communications 
Commission. 

action: Correction to Final rule. 

summary: This action (Erratum) 
corrects an error in paragraph 12 and 
the Appendix section of a Commission 
Order (FCC 85-256, 50 FR 26586. Jum* 27. 
1985) amending Parts 0 and 1 of the 
Commission’s Rules. The Order, 
released May 31.1985. amends various 
sections of the rules to (1) reflect the 
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reduction of the number of 
Commissioners; (2) delete references to 
the Telecommunications Committee and 
Telegraph and Telephone Committee: 
and (3) reflect the transfer of the 
functions of the Office of Opinions and 
Review to the Office of General 
Counsel. 

This action also corrects an error in 
the Appendix section of a Commission 
Order (G-3) amending Part 0 of the 
Commission’s Rules. This Order, 
released July 5.1985, 50 FR 27952. July 9. 
1985. makes certain editorial 
amendments which changed the Official 
title and authority of the Executive 
Director. 

DATES: Effective October 28,1985. 
address: Federal Communications 
Commission, Washington, D.C. 20554. 

FOR FURTHER INFORMATION CONTACT: 

Steve Kaminer, (202) 832-6990; Donald L. 
McClure. (202) 254-6530, Office of 
General Counsel. 

SUPPLEMENTARY INFORMATION: 

List of Subjects in 47 CFR Part 1 

Administrative practice and 
procedure. 

Erratum 

In the matter of amendments of §§0.1. 
1.51(a)(3), 1.51(b). and 1.419 of the 
Commission's rules to reflect the reduction in 
the number of Commissioners from seven to 
five and to correct a typographical error. 
Amendment of §§ 0.91(h) and 0.201(a)(1) to 
delete references to the Telecommunications 
Committee and the Telegraph and Telephone 
Committee: Amendment of 55 0.5{a)(ll). 

0.5(b) (2). (5) and 1.1205(b) to reflect the 
transfer of the questions of the Office of 
Opinions and Review to the Office of General 
Counsel and to make conforming changes to 
these Commission rules. 

Released: September 24,1985. 

On May 31,1985, the Commission 
released an Order (FCC 85-256) 
concerning the above-captioned matter. 
In this connection, paragraph 10 of the 
Order amended $5 0.5(a)(ll). 0.5(b)(2), 
0.5(b)(5) and 1.1205(b). These amended 
sections reflected the transfer of 
functions from the Office of Opinions 
and Review to the Office of General 
Counsel. However, the amendment of 
5 0.5(b)(2) resulted in the unnecessary* 
repetition of the phrase “General 
CdftngeL" Therefore, paragraph 12 of the 
Order and the Appendix are corrected 
to delete, in view of the previous 
amendment, the phrase “the Office of 
Opinions and Review.'* 

§0.231 I Corrected | 

On July 5,1985, the Commission 
released an Order (G-3) concerning 
editorial amendments to Part 0 of the 
Commission's Rules. This Order, inter 


alia, amended relevant paragraphs of 
5 0.231. However, the amendment of the 
section title was neglected. Therefore, 
the section title of 5 0.231 is corrected to 
insert in lieu of “Executive Director", 
“Managing Director." 

Federal Communications Commission. 
William J. Tricarico, 

Secretary. 

|FR Doc. 85-23108 Filed 9-26-85: 8:45 am) 

SILLING coot 6712-01-41 


47 CFR Part 2, 74, 90, and 94 


(Gen. Docket No. 64-689; RM-4426; FCC 
85-3661 

Allocating Spectrum for, and 
Establishing Other Rules and Policies 
Pertaining to, a Radiodetermination 
Satellite Service 

agency: Federal Communications 

Commission. 

action: Final rule. 


summary: The Federal Communications 
Commission has allocated spectrum to 
provide for a new Radiodetermination 
Satellite Service (RDSS). The service 
will allow users to accurately determine 
their position and to relay and receive 
brief associated alphanumeric 
messages. This action is in response to 
favorable public comment on the FCC’s 
Notice of Proposed Rulemaking for this 
proceeding. 

effective date: October 31,1985. 

address: Federal Communications 
Commission. 1919 M Street NW., 
Washington. D.C. 20554. 

for further information contact: 

Melvin J. Murray, (202) 653-8168; 
Lawrence L. Petak, (202) 632-7025. 

SUPPtEMENTARY INFORMATION: 

List of Subjects 

47 CFR Part 2 

Frequency allocations. 

47 CFR Part 90 

Industrial radio service, Land 
transportation radio service. Public 
Safety radio service. Radiolocation 
radio service. 

47 CFR Part 94 

Radio. 

47 CFR Part 74 

Communications equipment. 
Education, Radio, Reporting and 
recordkeeping requirements. Research. 
Television. 


Report and Order 

In the Matter of Amendment of the 
Commission’s Rules to Allocate Spectrum for. 
and to Establish other Rules and Policies 
Pertaining to. a Radiodetermination Satellite 
Service. FCC 85-388, Gen. Docket No. 84-689. 
RM-4426; In the Matter of Policies and 
Procedures for the Licensing of Space and 
Earth Stations in the Radiodetermination 
Satellite Service, Gen. Docket No. 84-690; In 
the Matter of the Application of Geostur 
Corporation For Authority to Construct. 
Launch and Operate Space Stations in the 
Radiodetermination Satellite Service File 
Nos. 2191-DSS-P/L-83. 2192-DSS-P/L-83, 
2193-DSS-P/L-83. 2194-DSS-P/L-83; A 
request to allocate the 1606.8-1613.8 MHz 
band on a Primary Basis to the Radio 
Astronomy Service. RM-4839. 

Adopted; July 25.1985. 

Released: September 13.1985. 

By the Commission: Commissioners Quello 
and Rivera dissenting in part and issuing 
statements. 

Introduction 

1. This Report and Order amends Part 
2 of the Commission’s Rules to allocate 
frequencies in the 161Q-1626.5 MHz, 
2483.5-2500 MHz and 5117-5183 MHz 
bands for use by a new 
radiodetermination satellite service 
(RDSS). Also, certain rule sections in 
Parts 74, 90. and 94 are amended to 
indicate the reallocation of the 2483.5- 
2500 MHz band and to provide 
“grandfathering" for certain stations in 
the band. This Report and Order 
addresses issues raised in this 
proceeding concerning the proposed 
allocations. Issues concerning technical 
standards and licensing policies and 
procedures in Gen. Docket No. 84-690 
will be treated in a further proceeding. 

Background 

2. On July 12,1904, the Commission 
adopted a Notice of Proposed 
Rulemaking (Notice) in this proceeding, 
proposing the allocation of three 
frequency bands to establish a 
radiodetermination satellite service. 1 
This Notice was adopted in response to 
a petition for rulemaking filed with the 
Commission by the Geostar Corporation 
(Geostar) in 1983. The 1810-1626.5 MHz 
band was to provide for the 
radiodetermination user uplink to 
geostationary satellites. A second band. 
2483.5-2500 MHz, was proposed to 
provide for the radiodetermination user 
downlink. A third band, 5117-5183 MHz. 


* A combined Notice of Proposed Hufamahinji in 
Gen. Docket 84-689 end 84-890. FCC 83-319.49 FR 
36512. witt adopted on |uly 12. 1964. Issues 
concerning the proposed allocations were assigned 
to General Docket 84-689 whereas. General Docket 
84-690 addressed the matter of policies and 
procedures for the licensing of space and earth 
stations tn the radiodetermination satellite service. 
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was to be used as a communications 
link from each satellite to a central 
control facility to handle the 
computational functions for the system. 
Geostar further requested 16 megahertz 
of spectrum in the range 6425 to 7075 
MHz to provide for an uplink to transmit 
command and message traffic from the 
central control facility to each of the 
geosynchronous satellites within the 
system. In the Notice we suggested the 
use of the 6525-8541.5 MHz band, which 
is allocated to fixed and fixed-satellite 
(earth-to-space) services, for this 
purpose. Because the uplink operation is 
allowable, by definition, in this band, no 
allocation change was proposed. 

3. In addition to the allocation issues, 
we proposed certain entry policies and 
application processing procedures in 
General Docket No. 64-890.’Concurrent 
filing dates were established for 
submitting comments and reply 
comments in General Docket 84-689 and 
General Docket 84-690. Also 
applications from the Geostar 
Corporation (File Nos. 2191-DSS-P/LA- 
83. 2192-DSS-P/LA-83, 2193-DSS-P/ 
LA-83, and 2194-DSS-P/LA-83) were 
accepted for filing.’ We stated that 
applications for radiodetermination 
satellite systems would be processed 
simultaneously with consideration of the 
rulemaking issues and a schedule was 
set for filing other applications to be 
considered concurrently with Geostar's 
applications. Inasmuch as the time for 
filing comments or petitions on 
Geostar's applications and for 
submitting other RDSS applications has 
been extended several times and 
because we desire to proceed In a timely 
fashion in this proceeding, we have 
chosen in this First Report and Order to 
address only those issues related to our 
specific allocation proposal. Other 
issues not addressed herein will be 
treated in a subsequent item. 

Public Interest Findings 

4. In response to our Notice we 
received many comments from various 
companies; local, state, and federal 
government agencies; and individuals 
that support the adoption of an 
allocation to provide for the proposed 
service. It is apparent from these 
comments that there is an outstanding 
need for the type of service discussed in 
the Notice . In particular, the proposed 
RDSS would provide to the end user 
certain capabilities that are not 
currently available by means of any 


•/</ 

’See Public Notice. 40 Fit 3C155. published 
September 14.19* *4 


other radio service. 4 Accurate 
positioning information could be 
attained within a fraction of a second 
using the type of service that Geostar 
has proposed. Related alphanumeric 
messages. aB well as the positioning 
information, could be relayed to any 
other party or parties via the RDSS 
satellite system. It appears that this 
service could provide for a number of 
innovative applications that heretofore 
have not been possible. Moreover, we 
believe RDSS has the potential to assist 
in the administration and to improve the 
efficiency of a number of services that 
affect the general public. In Appendix B, 
we have summarized some of the 
various applications indicated for RDSS 
and have shown how a number of 
services intend to employ RDSS in their 
operations. 

5. Relatively few comments 
questioned the public interest benefits 
offered by RDSS. Principal objection 
came from those licensees which 
presently are using the 2483.5-2500 MHz 
band and would be displaced by the 
adoption of the proposed rules. These 
specific concerns are addressed later. 
Negative comment was filed by the 
Federal Aviation Administration, which 
mentioned that the allocation should be 
postponed until the RDSS "design has 
matured to the point that its 
performance implications can be clearly 
established and spectrum efficiency has 
been seriously considered." Although 
we share some of the FAA's concern, we 
believe the allocation of the spectrum in 
question is in the public interest and 
should be made. Specifically, we note 
that the vast majority of comments 
support our proposal. Additionally, due 
to our policy of encouraging multiple 
entrants the spectrum will be used 
efficiently and the public will be able to 
choose among several competitors the 
system providing the best performance. 
Finally, the specific bands proposed for 
allocation to the RDSS provide minimal 
impact on existing users in the 2483.5- 
2500 MHz band and are compatible with 
known future plans for use of the 1.6 and 
5 GHz bands. 

6 . The United States Coast Guard 
(USCG) also objected to the proposal in 
that as an aid to navigation RDSS 
should not be allowed for maritime use. 
Specifically, the USCG under United 
States Code (14 U.S.G 81) has authority 
to establish aids to navigation. It points 
out that $ 66.01(d) of Part 66 of Title 33. 


'The Global Positioning System (also known at 
Nav»tar| which la being developed for Federal 
government ute will have provision* for civil 
access. However, that system would not provide to 
nongovernment parties the position accuracy or 
associated message capability envisaged for the 
private RDSS. 


Code of Federal Regulations, provides 
"with the exception of shore based 
radar stations, operation of electronic 
aids to navigation as private aids will 
not be authorized." Accordingly, it 
requests that the RDSS be denied as a 
navigation aid to boats. While we 
believe RDSS may be used aboard boats 
for non-navigational purposes, we 
recognize that a boat owner could 
decide to use the system for navigation. 
It the USCG believes this to be of 
serious concern, it is suggested that 
appropriate information be provided to 
the boating public discouraging such us* 
and emphasizing the legal consequences 
of such use. 

7. Other opposing comments came 
from entities proposing the use of 
technology different from Geostar's. Th< 
Omninet Corporation, while recognizing 
public need for RDSS, suggests that the 
proposed allocation be used for voice 
communication as well as 
radiodetermination service. It claims 
that "the public interest is best served 
by adopting a flexibile regulatory regim 
that will permit market-place forces to 
regulate the mix of services to be offere 
in the RDSS bands." Omninet states tha 
it intends to file an RDSS application 
using a design which will employ 
frequency division multiplexing to 
establish 5 kHz user-channels and will 
allocate bandwidth for users on a 
random access basis as required by 
traffic demands. Omninet states that it 
will fully address the comparative 
benefits of its system design with 
respect to the Commission's policies of 
multiple entry and efficient use of scare* 
spectral resources when it files its 
application. 5 

8 . Another entity filing comments. 
Transit Communications. Inc. (TCI), 
states that its system design, entitled 
"GPS-compatible Mobile Satellite" 
would more efficiently use the spectrum 
compared to Geostar. Its system would 
make use of the federal government s 
Global Positioning System (GPS) to 
acquire positioning information which 
could then be relayed with or without 
alphanumeric messages via satellite to 
another party. TCI also intends to file 
applications in conjunction with this 
proceeding. 5 


• On April 5.1065. the OMNINET Corporation 
filed an application with the Commiiaicm requpit«n| 
a llcenae to operate a radlodeterminatioo saleHitt 
•y»tem 

• TCI filed an application on April 30. 1985. with 
the Commission requesting a license to operate • 
land roobite satellite system (General Dockrt No 
84-1234). It did not file an application in the 
rudiodetermination satellite service. (General 
Docket *4-480 and *4-800). 
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9. Since we have indicated that we 
will consider all applications whether or 
not they are compatible with Geostar's 
design, we are not going to address 
herein the particular points raised by 
Geostar's competitors. All applicants 
proposing a system design incompatible 
with Geostar's were required to 
demonstrate how multiple entry would 
be accomplished and how their 
proposed design would better serve the 
public interest. The procedures 
developed in the Notice and subsequent 
Orders will be followed in the Final 
determination of which applicants will 
receive authorization to construct, 
launch, and operate satellites in the 
radiodetermination satellite service. 
Accordingly, subsequent documents will 
discuss and address the issues raised by 
Omninet and TCI. 

10 . Under Section 1 of the 
Communications Act of 1934 the 
Commission is charged with the 
responsibility of establishing radio 
communication services that will 
promote safety of life and property. We 
feel that the comments submitted in this 
docket point to a conclusion that the 
establishment of a radiodetermination 
satellite service would be in the public 
interest. We perceive the primary 
benefits to the public to be increased 
safety to human life, reduced 
transportation and labor costs, and 
improvements in navigational service. 
Moreover, it appears there are numerous 
applications for RDSS. only a few of 
which have been summarized herein. In 
summary, we have determined that it is 
in the public interest to adopt the 
proposed allocations for the # 
establishment of the radiodetermination 
satellite service. 

Discussion 

11. In the paragraphs that follow we 
address the individual allocations 
adopted herein and the allocation status 
of other services affected by this action. 

The 1610-1626.6 MHz Band 

We are adding a new U.S. footnote, as 
proposed in the Notice, to this band to 
indicate that the radiodetermination 
satellite service will be using these 
frequencies in the Earth-to-space 
direction. The 1610.8-1013.8 MHz band 
segment is used by the radio astronomy 
service, as provided in Footnote 734 to 
the Table of Frequency Allocations in 
the international Radio Regulations and 
our domestic regulations, on a 
secondary basis for observing the 
hydroxyl spectral line. Footnote 734 
urges that all practicable steps be taken 
to protect radio astronomy from harmful 
interference. Recognizing the potential 
interference threat that RDSS 


transceivers could cause to the radio 
astronomy service, in the Notice we 
solicited specific comment on what 
possibilities there may be for sharing. 
Apparently in anticipation of this 
potential problem, the National 
Academy of Sciences submitted a 
petition for rulemaking in July 1984. 
requesting that the Commission upgrade 
the allocation status of the radio 
astronomy service in thge 1610.6-1613.8 
MHz band from secondary to primary. 7 * * 
The comments and reply comments 
received in response to RM-4839 are 
summarized in Appendix C. 

12 . In comments in this proceeding 
dated November 13.1984. the National 
Academy of Sciences (NAS) stated it 
has met with Geostar to address how 
both the radio astronomy service and 
the radiodetermination satellite service 
would cooperatively share the 
allocation in the 1610 MHz region. 
Proposed rules were developed by 
Geostar and NAS to permit use of the 
RDSS within regions where radio 
astronomy observations are made. In 
brief, RDSS licensees would restrict 
their transmissions to occur within the 
first 200 milliseconds following the one 
second time marks of Coordinated 
Universal Time when users enter Radio 
Astronomy Regions during a period of 
radio astronomy observations in the 
1606.8-1613.8 MHz band.* Further. NAS 
and Geostar reached agreement on an 
emission limitation for out-of-band 
radiation. NAS wants the limitation 
applied to terrestrial and airborne 
vehicles and spacecraft, excluding only 
pedestrian "hand-held'* units. However. 
Geostar believes the requirement to 
extend this limitation to ground-based 
vehicular users adds an additional 
regulatory burden that would increase 
transceiver costs and is unnecessary' to 
protect radio astronomy observations. 

13. We commend Geostar and NAS 
for reaching a preliminary agreement 
concerning a potential conflict on the 
use of this band. Although the issue 
concerning whether vehicular users 
should also be subject to their proposed 
emission limtiation is still unresolved, 
we choose not to address this issue now. 
we believe the agreement reached 
between Geostar and NAS concerning 
how to time-share this band can serve 
as a basis whereby RDSS service can be 
offered without serious interference 


7 The petition. RM-4639, from the National 
Academy of Sciences was placed on public notice 

August 10.1964, and comments were received from 
the National Astronomy and Ionosphere Center, the 

National Science Foundation. National Radio 
Astronomy Observatory and the Geos ter 
Corporation. 

* The agreement reached between Geostar and 
NAS is reproduced in Appendix D. 


problems between the two services. This 
matter of sharing between the two 
services will be further addressed when 
the technical standards and licensing 
policies and procedures are adopted and 
RDSS licensees are selected. We intend 
to incorporate technical standards 
which will permit the radio astronomy 
service to continue to make 
observations. 

14. We believe our acknowledgement 
that certain geographical areas used for 
radio astronomy observations, 
designated as "quiet zones." need 
continued protection from harmful 
interference fulfills our obligation to 
take all practicable steps to protect the 
radio astronomy service in the 1000.8- 
1613.8 MHz bank. Moreover, we support 
the preliminary agreement reached by 
Geostar and NAS as a means whereby 
radio astronomy may be protected from 
harmful interference. Accordingly, we 
believe that elevation of radio 
astronomy's allocation status to primary 
is unnecessary. Therefore, we ore 
denying the petition filed by NAS. 

The 2463.5-2500 MHz Band 

15. As proposed, we are reallocating 
this band to RDSS to provide for space- 
to-Earth transmissions.*The band will 
serve to provide a downlink to users 
from the various geosynchronous 
satellites involved in the RDSS network. 
In the Notice . we proposed the 
relocation of all terrestrial fixed and 
mobile operations in this band. 10 
However, we did invite comments on 
whether some other accommodation 
might be possible to avoid the proposed 
relocation. In the event the relocation 
proposal was adopted, we asked for 
comments on the amount of time that 
should be given to existing licensees for 
relocation and also on the feasibility 
and desirability of requiring 
radiodetermination satellite system 
licensees to compensate terrestrial 
licensees for the costs for such 
relocation. 

16. Comments objecting to our 
proposal came from those broadcast and 
private radio licensees that would be 
affected. The broadcasters mention that 
frequency agile equipment that can tune 
all three channels in the 2450-2500 MHz 


"Use of tht» band by RDSS ts subject to footnote 
7S2 of the International radio regulation*, which 
states that radio services operating within the 2400- 
2500 MHz bond must accept harmful interference 
which may be earned by industrial, scientific, and 
medical (ISM) applications. 

••At the time of the Notice there were about 70 
mobile and fixed stations used for electronic news¬ 
gathering operations (ENG) and for studio-to- 
tnnsmitter links. Also, there were about 21 private 
radio licensees operating in this band under Paris 00 
and 94. 
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band is just now conning into the 
marketplace. (These channels are 2450- 
2487 MHz; 2487-2484 MHz; and 2484- 
2500 MHz.) Heretofore, broadcasters 
primarily have employed equipment that 
has been able to tune to only the lower 
seven channels in Band A, i.e.. 1990- 
2110 MHz. However, because of the 
increased use of these lower channels 
for ENG, which has resulted in 
increasing incidences of interference, a 
number of broadcasters are beginning to 
acquire equipment that permits use of 
the upper three channels, i.e.. 2450-2500 
MHz. Also, in some cases channels 
2450-2467 MHz and 2484-2500 MHz are 
being employed in two-way fixed links 
to interconnect various broadcast 
facilities. (Because the three channels 
are contiguous in frequency, the middle 
channel 2407-2484 MHz, is generally not 
used so as to provide greater isolation 
between the two links.) Further, 
broadcasters point out that although the 
three channels are shared with ISM 
equipment, it is channel. 2484-2500 MHz, 
that suffers the least interference from 
these ISM sources. For these reasons, 
broadcasters are objecting to the 
proposed reallocation. 

17. Several comments in opposition to 
the proposed reallocation were also 
submitted from private radio licensees, 
representing primarily petroleum 
interests that use the 2483.5-2500 MHz 
band in their operations. One such 
licensee. Superior Oil. mentions that 
these frequencies are used for voice- 
grade communications and real-time 
data acquisition in support of drilling 
operations both on shore and off-shore. 

It contends that a frequency shift would 
entail a system redesign which could be 
quite costly. The API contends that the 
Commission underestimated the impact 
to current users in the 2483.5-2500 MHz 
band by failing to recognize that each 
authorization may have multiple 
transmitters in use. As an example, it 
points out that the Gulf Oil 
Communications Corp. holds two 
authorizations in the 2.5 GHz band and 
uses 22 transmitters in conjunction with 
these licenses. It also indicates that it 
could cost up to $1500 per transmitter to 
modify existing equipment to operate on 
other frequencies. This cost includes 
associated administrative, installation 
and engineering functions. API points 
out that the reallocation would disrupt 
the paired frequency channeling plan 
that now exists under Section 94.65(e). It 
states that channels in the 2483.5-2500 
MHz band are paired with channels in 
the band 2459.1-2475.1 MHz. 
Accordingly, it requests that the 
Commission create a new channeling 
plan of “mixing" narrow (400 kHz) and 


wide (800 kHz) channels in the 2450- 
2483.5 MHz band in the event the 
2483.5-2500 MHz band is reallocated. It 
also believes that Part 94 licensees 
should be permitted to operate on a 
secondary basis until such time as 
harmful interference is caused to the 
proposed radiodetermination satellite 
service. In its reply comments, Geostar 
concurred with API to the extent that 
non-RDSS use of the 2483.5-2500 MHz 
band be permitted for an indefinite 
period on a secondary basis. 

18. We acknowledge the operational 
and economic impact that would result 
to existing broadcast and private radio 
licensees if they were to be required to 
be relocated in frequency as proposed. 
We believe fixed and temporary fixed 
operations, by their nature, are unlikely 
to pose a serious interference threat to 
RDSS licensees since interference would 
occur generally when an RDSS user 
attempts operation within the direct 
beamwidth of such a station. For this 
reason, we are grandfathering all fixed 
and temporary fixed stations in the 
2483.5-2500 MHz band on a primary 
basis to RDSS licensees. 11 

19. In contrast, we believe mobile 
operations, by their nature, may pose 
more of a threat to RDSS operations and 
may create larger zones of interference. 
However, wc desire to take an approach 
that strikes a balance between the 
equities of the existing licensees and the 
needs, as they develop, of the RDSS 
providers. For this reason, we are 
grandfathering all existing mobile 
licensees in the 2483.5-2500 MHz band 
also on a primary basis with one 
condition. If interference from these 
grandfathered mobiles is determined to 
be unacceptable, we are providing RDSS 
licensees the option of paying the 
reasonable and prudent cost of 
modifying an existing licensee's 
operation. We believe the primary 
status afforded both RDSS and mobile 


“Temporary fixed •tiitions. which are u»ed 
almost exclusively in support of petroleum 
operations, are licensed for a general area of 
operation rather than a tpedfic transmitter aite. and 
normally stay at one location for approximately 6 
months to one year. Such stations are distinguished 
from permanent fixed stations only in that the 
transmitter is periodically moved to an unspecified 
location within the licensed area of operation. 
Otherwise, the operational characteristics and 
interference potential of temporary fixed stations 
are similar to those of permanent fixed stations.^ 
Few coordination problems are anticipated between 
permanent fixed stations and the RDSS. However, 
coordination would be somewhat more difficult for 
temporary fixed stations since RDSS licensees 
would not have exact information regarding the 
location of such temporary systems. Therefore, we 
arr requiring that temporary fixed licensees notify 
RDSS licensees directly whenever the station is 
moved to a new location. We believe such an 
arrangement will allow both temporary and 
permanent fixed systems to co-exist with the RDSS 


licensees in this band provides a firm 
basis for negotiations among affected 
parties and we expect a good faith effort 
by all parties to resolve problems that 
arise. 

20 . We are accordingly reallocating 
the band 2483.5-2500 MI Iz to the 
radiodetermination satellite service as 
proposed with the foregoing provisions 
for existing licensees. All existing 
stations licensed as of July 25.1985. or 
on a subsequent date as a result of 
submitting an application for license on 
or before July 25,1985. are herein 
grandfathered and may continue 
operations, subject only to license 
renewal, on a primary basis with the 
RDSS service. Applications for 
additional terrestrial operations tiled 
after July 25,1985 will be dismissed as 
not in compliance with the new 
allocation for this band. 

21 . We note that none of the reply 
comments addressed API’s suggestion to 
rechannelize the 2450-2483.5 MHz band. 
Equipment manufacturers have 
indicated that the 24.4 MHz pairing 
arrangement currently employed could 
not be reduced appreciably without 
large increases in equipment costs. 
Nevertheless, wc believe API’s 
suggestion has sufficient merit and we 
intend to address this issue in a future 
rulemaking item. 

The 5117-5J83 MHz Band 

22 . The 5117-5183 MHz band is herein 
allocated for use by the RDSS for space- 
to-Earth transmissions. We proposed the 
following US footnote to be added to the 
Table of Frequency Allocations: 

The sub-band 5117-5183 MHz is also 
allocated for space-to-Earth transmissions in 
the fixed satellite service for use in 
conjunction with the radiodetermination 
satellite service operating in the bands 1010- 
1826.5 MHz and 2483.5-2500 MHz. The total 
power flux density at the earth’s surface shall 
In no case exceed xx dBW/tn* per Hz for all 
angles of arrival. 

23. In our Notice we requested 
recommendations on what level of 
power flux density should be set to limit 
harmful emissions to other possible 
users in the band. Geostar provided the 
only response. It suggests that RDSS be 
limited to a power flux density at the 
earth's surface of 159 — dbW/m*per4 
kHz for all angles of arrival. It claims 
this limit will provide a more than 
sufficient level of protection to any 
future Microwave Landing System 
(MLS) operations in the 5117-5183 MHz 
band. We believe this level to be a 
reasonable limit. We therefore adopt it. 
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Internationa] Coordination 

24. In August 1984, the Commission 
forwarded information on the RDSS 
system proposed by Geostar to the 
international Frequency Registration 
Board (1FBR) of the International 
Telecommunication Union (TTU). The 
information was subsequently advanced 
published in October 1984. Comments 
from other nations have now been 
received and copies of each have been 
sent to the IFBR. We anticipate that the 
coordination process will commence 
shortly. Also, the United States plans to 
seek international recognition of the use 
of bands adopted herein for RDSS at the 
1987 Mobile WARC (World 
Administrative Radio Conference). ** 

Final Regulatory Flexibility Analysis 

25. This proceeding allocates 
spectrum for the establishment of a new 
radiodetermination satellite service 
(RDSS). No comments were received 
which addressed the Regulatory 
Flexibility Analysis put forth in the 
Notice. Further, no significant 
alternatives which would accomplish 
our stated objective were suggested, nor 
ire we aware of any. The allocations 
herein adopted are intended to provide 
for the establishment of the new RDSS 
service, which promises to meet a 
significant outstanding public need as 
evidence in the comments submitted to 
date in this proceeding. 

Paper Work Reduction Act Statement 

28, The decision contained herein has 
been analyzed with respect to the 
Paperwork Reduction Act of 1980 and 
found to contain no new or modified 
form, information, collection, and/or 
recordkeeping, labeling, disclosure or 
record retention requirements, and will 
not increase or decrease burden hours 
imposed on the public. 

Ordering Clauses 

27. Accordingly, it is ordered, effective 
October 31,1985, that Parts 2, 74, 90, and 
94 of the Commission's Rules (47 CFR 
Parts 2, 74,90, and 94) are amended as 
set forth in Appendix E attached hereto. 
The authority for this action is found in 
sections 4(i) and 303(r) of the 
Communications Act of 1934. as 
amended, 47 U.S.C. 154(i) and 303(r). 

28. It is further ordered that the 
petition filed by the National Academy 
of Sciences, RM-4839, is denied. 


11 For further information refer to the Second 
Notice of Inquiry in Gen. Docket S4-607, FCC 85- 
«0. 50 FR 19803. adopted April 25. 1985. 


Federal Communications Commission. 
William f. Tricarico. 

Secretary . 

Appendix A 

Parties Filing Comments and/or Reply 
Comments in Cen. Docket No. 84-689 

Aircraft Owners and Pilots Association 
(AOPA) 

Air Line Pilots Association 
American Hospital Supply Corporation 
American Red Cross 
Amautical. Inc. 

Association of American Railroads (AAR) 
Association of Maximum Service Telecasters 
(AMST) 

Boise Cascade Corporation 
Brookes and Gatehouse, Inc. (BAG) 

Cable Airport (CA) 

Cadec Systems, Inc. (Cadec) 

CBS Inc 

Central Committee and Telecommunications 
of the American Petroleum Institute (API) 
Chicago and North Western Transportation 
City of Los Angeles 
Communications Satellite Corporation 
Contract Freighters. Inc (CFI) 

Cypress College 

Dona Ana County Sheriffs Department 
Drug Enforcement Administration 
Raton Yachts of Essex. Connecticut 
Ellis. Victor R. 

Embry—Riddle Aeronautical University 
Emerald Communications Company 
Emery Air Freight Corporation (Emery) 
Federal Aviation Administration (FAA) 
Florida Radio-Phone Company 
Flying Magazine 
General Electric Company 
Geostar Corporation 
Guilford Transportation Industries, Inc. 
Heacock. Lowell E. 

Hearst Corporation 
IESC Technologies, Inc. 

Inglis, Andrew F. 

International Association of Natural 
Resources Pilots 
lack Elliot Associates 
I Boats. Inc. 
jobson, Theron S. 

Koss. Christopher D. 

Lahr. H. Ray 
Lawrenz. James R. 

Leaseway Transportation 
Los Angeles County Fair 
Los Angeles. County Department of 
Communications 
LY. Ltd. 

M/A-Com. Inc. 

Marine Navigation. Inc. (MAR NAV) 
Michigan Department of Transportation. 

Traffic and Safety Division 
Mobile Data International Inc. (MDI) 

Mobile Satellite Corporation 
Montana Forest and Conservation 
Experiment Station (University of 
Montana) 

Mt. San Antonio College 
National Academy of Sciences (NAS) 
National Association of Broadcasters (NAB) 
National Broadcasting Company. Inc. 
National Ocean Industries Association 
(NOIA) 

National Ski Patrol System. Inc. 


National Telephone Cooperative Association 
(NTCA) 

North American Van Lines. Inc. 

Northrup Corporation 

Office of the State Engineer of Colorado 

Omninet Corporation 

Outlet Communications. Inc. 

Overland Express, Inc. 

Penn Jersey Piper Sales. Inc. 

Piper Aircraft Corporation 
Radio-Televison News Directors Association 
Satellite Financial Systems Corporation 
Scripps Howard Broadcasting Company 
Seashore Recovery and Salvage 
Seatronics. Inc. 

Sherk. Jerome 

Skylink Corporation 

Soaring Society of America. Inc. 

Society of Broadcast Engineers (SEE) 
Soderlind. Paul A. 

SONY 

Southeastern Colorado Water Conservancy 
District 

Spacecast Satellite Paging 
Sperry Corporation 
Stevenson. |ames F. 

Story. Paul G„ M.D.P.C. 

Superior Oil 

Transocean Air Lines, Inc. 

Transit Communications. Inc. 

United Airlines 

United States Bureau of the Census 
Untied States Department of Transportation 
Utilities Telecommunications Council (UTC) 
Valentine. Lee Swenson. M.D. 

Vertex. Inc. 

Weaver. Russell 

Westar Insurance Brokers, Inc. 

Western Airlines. Inc. 

WPRV-TV 

York Center Fire Department 

Parties Filing Comments and/or Reply 
Comments in Petition RM-4839 

Geostar Corporation 

National Astronomy and Ionosphere Center 
National Radio Astronomy Observatory 
National Science Foundation 

Appendix B 

Summary of comments indicating 
applications for RDSS and how existing 
services plan to use RDSS in their 
operations. 

1 . Safety of life. Dr. Lee Valentine, a 
medical practitioner in the Pittsburgh 
area, indicates that there could be a 30% 
to 40% reduction in all deaths related to 
motor vehicle accidents if helicopters 
were able to fly victims to hospitals 
using a navigational aid such as RDSS. 
He mentions that in the northeast U.S. 
helicopters transporting patients are 
useless 50% of the time because 
instrument control of helicopters is not 
safe from the hospital to the scene and 
back. Dr. Valentine states that use of 
RDSS would allow all-weather, round- 
the-clock, point-to-point operation of air 
mobile ambulances. He estimates that 
several tens of thousands of young lives 
could annually be saved. 
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2 . Paul G. Story. M.D., a medical 
practitioner in Montrose. Colorado, 
indicates that many persons come to the 
mountains and backcountry areas of 
Colorado each year for recreation. 
Consequently, he sees numerous injuries 
from minor aggravations to major 
disasters. Some injuries result in 
permanent damage or death only 
because of the relative isolation of the 
injured and time required to notify 
authorities and bring help. Dr. Story 
claims that these tragedies could be 
alleviated if each such person were 
equipped with a RDSS transceiver that 
could be used to solicit help and provide 
precise geographical coordinates to the 
search-andrescue team. Dr, Story cites 
a number of cases where persons have 
died and have attributed them to not 
having received medical help shortly 
after an accident. He feels that the 
RDSS would be able to save lives and 
lessen injury in the future. 

3. The State of Michigan. Department 
of Transportation, Traffic and Safety 
Division, states that the effectiveness of 
highway accident analysis work and 
subsequent remedial measures is highly 
dependent upon accurately locating 
highway accidents in relation to the 
roadway geometries and major features 
such as intersections, bridges and rail 
crossings. Presently, many accident 
scenes are loceted by the reporting 
officer's judgment of the distance to the 
nearest major feature. Some are located 
by odometer, pacing, or actual direct 
measurement. However, the State of 
Michigan asserts that the locating of an 
accident site to within one to seven 
meters would be extremely beneficial in 
highway safety work and that in 
reducing the time spent locating an 
accident will, no doubt, result in the 
saving of a number of lives. Moreover, 
traffic flow could be restored more 
quickly, according to the State of 
Michigan. 

4. The Fire Department of York 
Center. Illinois, states that RDSS would 
be extremely important in locating 
firemen who have encountered difficulty 
in the line of duty. As examples, it 
mentions such problems experienced 
during a large apartment-complex fire 
and in open country assignments. 

5. Law enforcement A number of 
comments pointed out the benefits to be 
derived from RDSS in the area of law 
enforcement. The comments maintain 
that knowing the location of 
enforcement vehicles and individual * 
officers at all times could contribute to 
improved management of existing 
resources. In cases of emergency 
situations, dispatching could be handled 
more expediently, as well as more 


efficiently. Also, an improvement in the 
safety of individual law enforcement 
officers who often work alone could be 
made using RDSS. Further, it is felt that 
many lives could be saved in cases of 
assault by being able to respond within 
a much shorter period of time than is 
now possible. The Drug Enforcement 
Agency (DEA) of the U.S. Department of 
Justice urges the prompt approval of 
RDSS as the proposed service would 
have direct application to DEA's law 
enforcement operations. The proposed 
RDSS has the potential to significantly 
enhance the efficiency and effectiveness 
of DEA operations. In particular, the 
proposed RDSS can potentially be used 
in the tracking and location of packages, 
individuals, vehicles, aircraft, and 
vessels. Additionally, the navigation, 
location and safety of DEA ground, sea. 
and air resources could be improved. 

6 .Aviation. Parties representing 
aviation interests cite the improvements 
to safety and operation that 
implementation of the service would 
bring. Navigation would be improved 
where present line-of-sight coverage is 
not available. This includes such areas 
as mountainous terrain and offshore 
oceanic areas. RDSS would be able to 
provide accurate approach guidance to 
landing without the need for ground- 
based equipment at individual runways. 
Also, the service would likely contribute 
to a decrease in the probability of mid¬ 
air collisions and avoidance of collisions 
with obstructions to the airspace. 
Moreover, downed aircraft could be 
quickly located through use of the 
service. From an economic view, airlines 
would be able to further conserve fuel 
consumption by being able to redirect 
certain aircraft to fly at those altitudes 
where the wind velocity more 
effectively assists the flight or to 
alternate routes that would be more fuel 
efficient. 

7. Navigation. The Northrup 
Corporation indicates that the proposed 
RDSS could provide a unique, low cost, 
space-based navigation system with an 
accuracy that would substantially 
improve efficiency and the safety of its 
company aircraft. The Occidental 
Petroleum Corporation states that the 
proposed RDSS would provide 
navigation and communication services 
far more accurate and efficient than the 
existing methods for the operation of its 
large fleet of company aircraft, land 
vehicles and marine equipment. It adds 
that the safety aspects provided by a 
RDSS are of such inestimable value to 
life and property so as to be beyond 
description. 

8 . Transportation. North American 
Van Lines. Inc states that it requires a 


computer-assisted, vehicle-scheduling 
communications system in which RDSS 
could assist. It claims that by having the 
capability to track all of its vehicles 
throughout the United States it would be 
provided with the needed information to 
improve management of its resources. 
Further, to be able to communicate with 
a particular vehicle, regardless of its 
location or status, would contribute to 
an improvement in efficiency in serving 
the public. 

9. Overload Express. Inc. supports the 

RDSS proposal indicating that the 
proposed service would enable it to 
continuously monitor the locations of all 
its vehicles and maintain nearly 
constant communication with each 
driver. Such a tracking system would 
significantly reduce the frequency of 
’‘empty*’ or “deadhead” miles (i.e„ 
mileage driven without a load) and 
would enable the carrier to respond 
more quickly and efficiently to customer 
needs. ^ 

10 . Railroads. The Association of 
American Railroads points out that 
RDSS could supplement existing rail 
traffic control systems to provide for 
enhanced security and efficiency of rail 
operations. At present there are over 
168,000 miles of railrbad lines not 
presently covered by traffic control 
systems. RDSS offers an effective means 
to extend traffic control systems so as to 
assure coverage of all trackage. On 
single track lines RDSS would offer a 
service that could improve rail traffic 
management. In order for two trains on 
a single tract to pass each other, one of 
them must move to a siding and wait 
until the other one arrives at that point. 
The precision of the RDSS would permit 
a train's time of arrival at the siding to 
be calculated precisely, minimizing the 
delay while one train waits for another 
Furthermore, a train could be supplied 
with information via a RDSS transceiver 
on the speed it must average in order to 
arrive at a siding at a given time, and 
use this information to minimize fuel 
consumption. 

11 . Resource Management. The 
Montana Forest and Conservation 
Experiment Station indicates that the 
proposed RDSS promises to be a very 
useful and economical system for the 
consistent determination of position, 
communication and data transfer. Its 
work requires obtaining adequate 
position determination for data 
collection points, inventory’ plots, 
mapping, development work and other 
surveys on western forest and range 
lands. In addition, it states that the 
increased security that the proposed 
RDSS holds for field workers and 
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recreational users of western wildlands 
is very significant. 

12 . In it9 comments the Office of the 
State Engineer of Colorado points out 
that the proposed RDSS could provide 
more effective water resources 
management. The implementation of a 
real-time data collection system 
enhanced with two-way interrogation 
would be extremely valuable in the 
areas of dam safety and in flood 
warning. The radiodetermination 
capability of the proposed service would 
assist the Office in defining the location 
of water resources supplies, storage 
structures, diversions, wells, and points 
of water use and consumption. 

Appendix C 

Summary of comments related to 
Petition RM-4839, filed by the National 
Academy of Sciences. 

1 . On August 10.1984, a petition filed 
by the National Academy of Sciences 

i RM-4839) was placed on public notice. 
The petition requested the Commission 
to change the allocation status of the 
radio astronomy service in the 1606.8- 
1613.8 MHz band. Radio astronomers 
observe OH lines in this frequency 
range from different regions of our 
galaxy. To protect these observations 
from wide-spread interference which 
could be generated from a RDSS system 
or systems, a change in allocation status 
was requested from secondary to 
primary. 

2 . Supporting comments in response to 
the petition. RM-4839. were submitted 
by the National Astronomy Observatory 
(NRAO). the National Astronomy and 
lnonsphere Center, and the National 
Science Foundation (NSF). The NRAO 
states that the 1612 MHz line is an 
important frequency for studying the 
motions of stars. Also, the 1612 MHz 
observations provide information on the 
structure and mass of the central region 
of our galaxy from the mapping of the 
ordered motion of the red-giant stars. It 
is from such measurements that radio 
astronomers hope to detect a black hole 
a* the galaxy's center. 

3. The National Astronomy and 
ionosphere Center operates the world's 
largest radio telescope in Puerto Rico. 

Its equipment provides the highest 
instantaneous sensitivity anywhere in 
the world for studies of the hydroxyl 
(OH) molecule. It requests improved 
protection from air-borne usage of the 
1612 MHz frequency by upgrading the 
existing allocation from secondary to 
primary. It claims that the 1612 MHz line 
is the dominant emission line for 


maturally occurring masers around 
infrared stars. Characteristics of these 
stars cannot be inferred from 
observations in any other frequency 
band. 

4. NSF states that if the radio 
astronomy service has a lesser 
allocation status than other services in 
the band, then adequate safeguards will 
not be developed and radio astronomy 
research will be excluded from the 1612 
MH 2 band. It urges adoption of the 
petition submitted by CORF. 

5. The Ceostar Corporation opposed 
the petition claiming the public interest 
would best be served if the Commission 
were to maintain the present primary 
allocation of the 1610-1626.5 MHz band 
for aeronautical radio navigation with 
the proposed U.S. footnote for the 
radiodetermination service and decline 
to adopt a primary allocation for a third 
hydroxyl frequency line. It suggests that 
the pending rulemaking proceeding 
regarding the radiodetermination 
satellite service is the appropriate forum 
for resolving conflicts between the 
RDSS service and the radio astronomy 
service. It accordingly suggests the 
dismissal of the NAS petition. 

5. Geostar indicates that because 
radio astronomers rely on data 
summations gained from lengthy 
observations, it is possible that Geostar 
pulses, which will arrive at observations 
within certain knowable intervals, can 
be factored out with minimal signal loss. 

6 . In reply comments the National 
Academy of Sciences reiterates its 
position that a primary allocation in the 
1606.8-1613.8 MHz band is necessary to 
protect radioastronomy observations of 
the hydroxyl lines. It indicates it is 
encouraged by Geostar's attitude of 
cooperation to protect the radio 
astronomy service but cannot assume 
that any agreement reached in bilateral 
discussions between Geostar and the 
radio astronomy community can be 
extended to future applicants to provide 
RDSS functions in the band 1610-1626.5 
MHz. 

Subsequent to the comment period on 
the petition, in a letter received 
December 19,1984 enclosing comments 
filed by Geostar in the 
radiodetermination satellite service 
rulemaking. Geostar supported the NAS 
request so long as a sharing 
arrangement agreed by Geostar and 
representatives of the radio astronomy 
service were implemented in the 
Commission's Rules. 


Appendix D—Agreement Reached 
Between Geostar and the National 
Academy of Sciences for Sharing 
Between the Radiodetermination 
Satellite Service and the Radio 
Astronomy Service in the 1606.8-1613.8 
MHz Band 

Emission Limitations 

The mean power density of airborne 
and spacecraft RDSS emissions at a 
frequency which is removed from the 
assigned frequency by more than 50% 
shall be attenuated below the mean 
power density at the assigned center 
frequency as specified in the following 
equation (attenuation greater than 75 
decibels is not required): 

A=12 -f 0.2(P-50) 
where. 

As attenuation (in decibels) below the 
mean power density level, and 
P=percent of assigned bandwidth 

removed from the carrier frequency 

Radio Astronomy Coordination 
Procedures 

All RDSS licensees will automatically 
restrict user transmissions to occur only 
within the first 200 milliseconds 
following the one second time marks of 
Coordinated Universal Time when users 
enter Radio Astronomy Regions (RARs) 
during a period of radio astronomy 
observations in the 1606.8-1613.8 MHz 
band. RARs are defined by a circle with 
a radius of 150 kilometers from the 
coordinates provided below for airborne 
transmissions, and by a circle with a 
radius of 25 kilometers from the 
coordinates provided below for ground- 
based transmissions. Any segment of a 
RAR which is part of a Standard 
Consolidated Statistical Area is not 
subject to coordination and 
transmission restriction limitations. 

RDSS licensees will establish an 
observation notification procedure 
through the Electromagnetic Spectrum 
Management Unit. National Science 
Foundation. Washington, DC 20550. that 
satisfactorily provides for the restriction 
of user transmissions as described 
above during periods of radio astronomy 
observations in the frequency band 
1606.8-1013.8 MHz. 

RDSS licensees shall reimburse radio 
observatories for the cost of any special 
equipment or services required by their 
observation notification procedure. 
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Appendix E 

Parts 2. 74. 90 and 94 of Chapter I of 
Title 47 of the Code of Federal 
Regulations are proposed to be amended 
as follows: 

The authority citations in Parts 2, 74. 
90 and 94 continues to read: 

Authority: Sec. 4. 303, 46 Stat. 1066, 1082 as 
amended: 47 U.S.C. 154. 303. 

PART 2—FREQUENCY ALLOCATIONS 
AND RADIO TREATY MATTERS; 
GENERAL RULES AND REGULATIONS 

5 2.106 Table of frequency allocations. 
(Amended) 

1 . In § 2.106. columns 4 and 5 of the 
allocation table for the band 1610-1626.5 
MHz are amended by adding a new 
footnote US 306 as follows: 

United States Table 
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United States Footnotes 

• • • • • 

US306 The band 1610-1626.5 MHz is also 
allocated for use by the radiodetermination 
satellite service In the Earth-to-space 
direction. 

2. In § 2.106. columns 5 and 6 are 
amended by deleting auxiliary 
broadcasting, private operational-fixed 
microwave and private land mobile 
from the 2483.5-2500 MHz band. A new 
footnote NG147 is added to provide for 
the grandfathering of existing auxiliary 
broadcasting, private operational-fixed 
and private land mobile stations in the 
2483.5-2500 MHz band. Further, the 
radiodetermination satellite service is 
added to the 2483.5-2500 MHz band on a 
primary basis as follows: 
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NG Footnotes 
• • • • • 

NG147 Stations in the broadcast auxiliary 
service and private radio services licensed as 
of July 25.1985. or on a subsequent date 
following as a result of submitting an 
application for license on or before July 25. 
1985. may continue to operate on a primary 
basis with the radiodetermination satellite 
service. 

3. In § 2.106 columns 4 and 5 are 
amended for the band 5000-5250 MHz 
by adding a new footnote US307 as 
follows: 
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United States Footnotes 
• • « • • 

US307 The sub-band 5117-5183 MHz is also 
allocated for space-to-Earth transmissions in 
the fixed satellite service for use in 


conjunction with the radiodetermination 
satellite service operating in the bands 1610- 
1628.5 MHz and 2483.5-2500 MHz. The lota] 
power flux density at the Earth’s surface 
shall in no case exceed —159 dBW/m*per 4 
kHz for all angles of arrival. 

PART 74—EXPERIMENTAL, 
AUXILIARY, AND SPECIAL 
BROADCAST, AND OTHER PROGRAM 
DISTRIBUTIONAL SERVICES 

1 . In 5 74.602 the table of channel 
frequencies following paragraph (a) is 
amended by deleting the last frequency 
range, 2483-2500, in the first column 
labeled Band A MHz. Also, the ninth 
frequency range. 2467-2484. in the first 
column is amended by revising it to read 
as follows: 2467-2483.5. 

2 . Section 74.602(a)(2) is amended by 
adding a new footnote NG147 to read as 
follows: 

$ 74.602 Frequency assignment. 

(a)*** 

(!)••• 

(2) The following notes to the Table of 
Frequency Allocations contained in 
$ 2.106 apply to the shared use of the 
frequency bands shown above. 

NG 123 * • * 

NG147 Stations in the broadcast auxiliary 
service and private radio services licensed as 
of July 25,1985, or on a subsequent date 
following as a result of submitting an 
application for license on or before July 25. 
1985. may continue to operate on a primar> 
basis to the radiodetermination satellite 
service. 


PART 90-PRIVATE LAND MOBILE 
RADIO SERVICES 

1 . Section 90.17(c) is amended by 
revising paragraph (18) to read as 
follows: 

§ 90.17 Local Government Radio Service 
• • • • • 

(c) • • * 

(18) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.S-2500 MHz band, 
no applications for new stations or 
modification to existing stations to 
increase the number of transmitters will 
be accepted. Existing licensees as of 
July 25,1985. or on a subsequent date 
following as a result of submitting an 
application for license on or before July 
25.1985. are grandfathered and their 
operation is co-primary with the 
Radiodetermination Satellite Service 
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2. Section 90.19(e) is amended by 
revising paragraph (25) to read as 
follows: 

§ 90.19 Police Radio Service. 

• • • • • 

(e) • • • 

(25) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new stations or 
modification to existing stations to 
increase the number of transmitters will 
be accepted. Existing licensees as of 
July 25.1985, or on a subsequent date 
following as a result of submitting an 
application for license on or before July 

25.1985. are grandfathered and their 
operation is co-primary with the 
Radiodetermination Satellite Service. 

3. Section 90.21(c) is amended by 
revising paragraph (13) to read as 
follows: 

§ 90.2 1 Fire Radio Service. 

tit#* 

(c) * * * 

(13) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new stations or 
modification to existing stations to 
increase the number of transmitters will 
be accepted. Existing licensees as of 
July 25.1985. or on a subsequent date 
following as a result of submitting an 
application for license on or before July 

25.1985, are grandfathered and their 
operation is co-primary with the 
Radiodetermination Satellite Service. 

4. Section 90.23(c) is amended by 
revising paragraph (13) to read as 
follows: 

§ 90.23 Highway Maintenance Radio 
Service. 

• • • • • 

(c) • • • 

(13) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 
Existing licensees as of July 25.1985, or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25.1985, are 
grandfathered and their operation is co¬ 


primary with the Radiodetermination 
Satellite Service. 

5. Section 90.53(b) is amended by 
revising paragraph (24) to read as 
follows: 

§ 90.53 Frequencies available. 

• • • • • 

(b) * * * 

(24) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 
Existing licensees as of July 25,1985, or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25,1985, are 
grandfathered and their operation is co- 
primary with the Radiodetermination 
Satellite Service. 

6 . Section 90.83(d) is amended by 
revising paragraph (19) to read as 
follows: 

§ 90.63 Power Radio Service. 


(19) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-250 MHz band, no 
applications for new or modification to 
existing stations to increase the number 
of transmitters will be accepted. 

Existing licensees as of July 25.1985, or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25,1985, are 
grandfathered and their operation is co¬ 
primary with the Radiodetermination 
Satellite Service. 

7. Section 90.65(c) is amended by 
revising paragraph (32) to read as 
follows: 

§ 90.65 Petroleum Radio Service. 

• • « • • 

(c) * * * 

(32) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 
Existing licensees as of July 25.1985, or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25.1985. are 


grandfathered and their operation is co- 
primary with the Radiodetermination 
Satellite Service. 

8. Section 90.87(c) is amended by 
revising paragraph (22) to read as 
follows: 

§ 90.67 Forest Product* Radio Service. 

• • * • • 

(c) • • • 

(22) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 
Existing licensees as of July 25,1985. or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25,1985, are 
grandfathered and their operation is co¬ 
primary with the Radiodetermination 
Satellite Service. 

9. Section 90.89(c) is amended by 
revising paragraph (8) to read as 
follows: 

§ 90.69 Motion Picture Radio Service. 

• • • • • 

(c) • * * 

(8) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 
Existing licensees as of July 25,1985. or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25,1985, are 
grandfathered and their operation is co¬ 
primary with the Radiodetermination 
Satellite Service. 

10. Section 90.71(c) is amended by 
revising paragraph (6) to read as 
follows: 

§ 90.71 Relay Press Radio Service. 

• • • • • 

(c) * * * 

(6) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 
Existing licensees as of )uly 25. 1985, or 
on a subsequent date following a9 a 
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result of submitting an application for 
license on or before July 25,1985. are 
grandfathered and their operation is co- 
primary with the Radiodetermination 
Satellite Service. 

11. Section 90.73(d) is amended by 
revising paragraph (23) to read as 
follows: 

§ 90.73 Special Industrial Radio Service. 

• •it* 

(d) * • * 

(23) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 
Existing licensees as of July 25.1985. or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25,1985. are 
grandfathered and their operation is co- 
primary with the Radiodetermination 
Satellite Service. 

12. Section 90.79(d) is amended by 
revising paragraph (17) to read as 
follows: 

§ 90.79 Manufacturers Radio Service. 

• • • • • 

(d) 

(17) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 
Existing licensees as of July 25,1985, or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25,1985. are 
grandfathered and their operation is co- 
primary with the Radiodetermination 
Satellite Service. 

13. Section 90.81(d) is amended by 
revising paragraph (9) to read as 
follows: 

§ 90.81 Telephone Maintenance Radio 
Service. 

• • * • • 

(d) * * * 

(9) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 


Existing licensees as of July 25.1985. or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25.1985, are 
grandfathered and their operation is co¬ 
primary with the Radiodetermination 
Satellite Service. 

14. Section 90.89(c) is amended by 
revising paragraph (15) to read as 
follows: 

§ 90.89 Motor Carrier Radio Service. 

• • • • • 

(c) * * * 

(15) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz bond, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 
Existing licensees as of July 25,1985. or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25.1985, are 
grandfathered and their operation is co- 
primary with the Radiodetermination 
Satellite Service. 

15. Section 90.91(c) is amended by 
revising paragraph (16) to read as 
follows: 

$ 90.91 Rail road Radio Service. 

• • • • • 

(c) • * • 

(16) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 
Existing licensees as of July 25,1985. or 
on a subsequent date following as a 
result of submitting on application for 
license on or before July 25.1985, are 
grandfathered and their operation is co- 
primary with the Radiodetermination 
Satellite Service. 

16. Section 90.93(c) is amended by 
revising paragraph (8) to read as 
follows: 

§ 90.93 Taxicab Radio Service. 

• • » • • 

(C) • • • 

(8) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 


number of transmitters will be accepted. 
Existing licensees as of July 25,1985, or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25.1985, are 
grandfathered and their operation is co¬ 
primary with the Radiodetermination 
Satellite Service. 

17. Section 90.95(d) is amended by 
revising paragraph (13) to read as 
follows: 

$ 90.95 Automobile Emergency Radio 
Service. 

• • • • • 

(d) * • • 

(13) Available only on a shared basis 
with stations in other services, and 
subject to no protection from 
interference due to the operation of 
industrial, scientific, or medical (ISM) 
devices. In the 2483.5-2500 MHz band, 
no applications for new or modification 
to existing stations to increase the 
number of transmitters will be accepted. 
Existing licensees as of July 25,1985, or 
on a subsequent date following as a 
result of submitting an application for 
license on or before July 25.1985, are 
grandfathered and their operation is co- 
primary with the Radiodetermination 
Satellite Service. 

18. Section 90.103(c) is amended by 
revising paragraph (9) to read as 
follows: 

§ 90.103 Radiolocation Service. 

• • • • • 

(€)••• 

(9) This band is allocated to the 
radiolocation service on a secondary 
basis to other fixed or mobile services 
and most accept any harmful 
interference that may be experienced 
from such services or from the 
industrial, scientific, and medical (ISM) 
equipment. Operating in accordance 
with Part 18 of this chapter. In the 
2483.5-2500 MHz band, no applications 
for new or modification to existing 
stations to increase the number of 
transmitters will be accepted. Existing 
licensees as of July 25.1985, or on a 
subsequent date following as a result of 
submitting an application for license on 
or before July 25,1985, are 
grandfathered and their operation is co¬ 
primary with the Radiodetermination 
Satellite Service. 

PART 94—PRIVATE OPERATIONAL- 
FIXEO MICROWAVE SERVICE 

1 . Section 94.61(b) is amended by 
revising limitation (4) to read as follows: 

§ 94.61 Applicability. 

* • • • • 
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(b) • • • 

(4) Frequencies in this band are shared 
with mobile and radiolocation stations in 
other services, and must accept harmful 
interference that may be experienced from 
operations of industrial, scientific, or medical 
(ISM) equipment operating on 2450 MHz In 
the 2463.5-2500 MHz band, no applications 
for new stations or modifications to existing 
stations to increase the number of 
transmitters will be accepted. Existing 
licensees as of July 25,1985. or on a 
subsequent date following as a result of 
submitting an application for license on or 
before July 25.1985. are grandfathered and 
their operation is co-primary with the 
radiodetermination Satellite Service. 

However, all grandfathered temporary fixed 
licensees are required to notify directly each 
Rudiodetermination Satellite Service licensee 
concerning present and proposed locations of 
operation. 

Statement of Commissioner James H. 
Quello Dissenting in Part 

Re: Amendment of the Commission's 
Rules to Allocate Spectrum for. and to 
Establish Other Rules and Policies 
Pertaining to. a Radiodetermination 
Satellite Service (RDSS) (General 
Docket No. 84-689). 

I strongly support the establishment of 
a radiodetermination satellite service. A 
review of the comments reveals the 
potential array of public interest 
benefits offered by this service, such as 
safety to human life, reduced 
transportation and labor costs, and 
improvements in navigational services. 
Further, RDSS provides to the end user 
certain capabilities that currently are 
not available by any other means. For 
these reasons, I agree with the necessity 
to establish RDSS. 

The Report and Order, however, also 
grandfathers all existing mobile 
licensees in the 2483.5-2500 MHz band 
on a co-primary basis with RDSS 
licensees and provided that RDSS 
licensees have the option of paying the 
"reasonable and prudent cost of 
modifying an existing licensee's 
operation" if interference from these 
mobile operations is unacceptable*! 
dissent to these provisions. 

I object first to the concept of co¬ 
primary status. The Report and Order 
clearly establishes the public interest 
served by RDSS. If the needs met by 
RDSS are this great, then RDSS should 
be granted primary status and all other 
licensees should be given secondary 
status. Further, we are establishing a 
dangerous precedent by having the new 
user of the spectrum pay to relocate 
existing licensees. As the demand for 
spectrum increases and new services 
are developed warranting the 
reallocation of spectrum, the 
Commission may find itself increasingly 


burdened with resolving disputes 
associated with allocating the costs of 
relocation. Further, in some cases the 
delivery of new services that would 
fulfill public needs may be thwarted due 
to the costs associated with relocating 
existing licensees. Accordingly. I am 
dissenting in part to this Report and 
Order. 

Statement of Commissioner Henry M. 
Rivera Dissenting in Part 

Re: Report and Order to Allocate 
Spectrum for a New Radiodetermination 
Satellite Service (RDSS). 

This Report and Order allocating 
spectrum for a new Radiodetermination 
Satellite Service (RDSS) contains a 
novel, innovative, but also illegal and 
undesirable approach to the spectrum 
allocations process. After reaching the 
conclusion that RDSS is in the public 
interest, the majority concludes that 
existing private radio and broadcast 
mobile licensees in the reallocated band 
need not move until the cost of 
modifying or replacing their current 
equipment is paid for by future RDSS 
Licensees. This procedure establishes a 
far-reaching precedent which will 
change the fundamental nature of the 
Commission’s spectrum allocation 
process without the benefit of a public 
review or record on the desirability of 
the administrative ramifications of the 
change. 

The majority's action has some 
intuitive appeal. However. thitfpay-to- 
play spectrum acquisition mechanism 
contravenes language in Sections 301 
and 304 of the Communications Act, 
frustrating the congressional 
determination that the spectrum belongs 
to the government and that a licensee's 
right to use the spectrum is limited to the 
specified term of the license. 
Furthermore. I fear that the result the 
majority reaches establishes a policy 
that will be harmful to future spectrum 
allocation, because it will mire the 
Commission in an insoluable tar-pit of 
factual disputes by existing spectrum 
users resisting spectrum reallocation. 

1 agree with the majority that the 
reallocation of spectrum to permit the 
creation of the RJ3SS is in the public 
interest. I also agree that to implement 
this public interest determination it is 
appropriate for the Commission to 
modify the licenses of existing users in 
the subject bands, specifying that their 
future use of the band will be secondary 
and that, as secondary users, they must 
terminate operation if their continued 
use of the band harmful interference to 
RDSS. 

I part company with the majority, 
however, on the question of how this 


decision should be implemented. The 
majority proposes to allow existing 
users of these bands to remain "co-equal 
primary" until such time as the RDSS 
licensees reach agreements with the 
existing users about paying the cost of 
modifying or replacing their current 
equipment to permit the existing 
licenses to operate in other bands. As 
the majority sees it, RDSS providers 
should be willing to make these 
payments if RDSS use of the spectrum is 
more valuable than that of existing 
licenses. The requirement that the 
newcomers pay the cost of displacing 
these current users will, therefore, 
validate the majority's assumption that 
the proposed use is superior to the 
existing use. If the Commission’s 
determination that the RDSS is the most 
desirable use is wrong, the RDSS 
providers will not be willing to make the 
payments necessary to clear the band. 

The majority's cost-benefit equation 
omits one critical paramenter. Nowhere 
in its algorithm is there a term for 
factoring in the public interest. In fact, 
the algorithm specified in the 
Communications Act provides that the 
public interest be the dominant term in 
making such calculations. As Congress 
envisioned it. when the public interest 
weights in favor of the spectrum being 
put to a particular use. private 
considerations are subordinate factors 
which cannot determine the outcome of 
the Commission’s deliberations. 1 
Therefore, as attractive as the principal 
of reimbursing displaced licensees may 
be. I cannot acquiesce in the majority’s 
decision absent amendment of the 
Communications Act. 

In drafting the Communications Act. 
Congress took care, in several places, to 
insure that a grant of a license in and of 
itself did not entitle the licensee to any 
right beyond Section 316 hearing rights.* 


1 These subordinate (scion have been held to 
require careful consideration by the Commission in 
the form of a hearing right pursuant to Section TIG 
of the Act or our careful documentation of their 
•cope in the course of notice and comment 
rulemaking. See ejf.. Carroll Broadcasting v. FCC. 
258 F.2d 440 (D.C Clr. 1958) These private 
considerations have also been the basis of a 
Commission decision to delay implementation of a 
spectrum reallocation to a new service until the 
Commission has taken action to accommodate the 
displaced pre-existing users. See e g.. DBS Report 
and Order. 90 FCC 2d 07® (1982). 

‘The first section of Title HI. governing regulation 
of radio communications, specifies that: It is the 
purpose of this Act * * * to provide for the use of 
(channels of radio communications), but not the 
ownership thereof, by persons with limited periods 
of time.... and no such license shall be construed 
to create any right, beyound the terms, conditions, 
und periods of that license 
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The statute's drafters sought to insure 
that future licensees would be aware of 
the limited nature of their right by 
requiring applicants to sign an explicit 
waiver to rights beyond the term of their 
licneses. 3 Section 309, governing the 
process of applying for use of the 
spectrum, reinforces these limitations on 
licensees* * rights, 4 

These statutory limitations embody a 
plain congressional intent. Congress 
intended to preserve control over use of 
the spectrum, to ensure that ownership 
of the spectrum remained with the 
government and not licensees, and to 
perserve for the Commission the 
freedom to terminate the use of the 
spectrum by certain licensees in order to 
permit its reassignment to higher public 
interest uses. 

In the past, compensation hus been 
required in three instances. However, 
each of those instances is 
distinguishable from the precedent 
established by today's action. First, in 
our Direct Broadcast Satellite (DBS) 
decision, we decided to let new 
licensees gain access to the spectrum 
prior to the expiration of a five year 
transition period if they paid the cost of 
relocating the existing licensees.* The 


•Section 304 of the Act specifies: No station 
license shell be granted by the Commission until the 
applicant therefore shall have signed a waiver of 
any claim to use of any particular frequency or of 
the electromagnetic spectrum at against the 
regulatory powers of the United States because of 
previous use of the same, whether by license or 
otherwise. 

* Section 90S specifics that Such station licenses 
as the Commission may grant shall be in such 
general form as It may prescribe, bul each license 
shall contain, in addition to other provisions, a 
statement of the following conditions to which such 
licensee shall be subject: (1) The station license 
shall not vest in a licensee any right to operate the 
station nor any right in the use of the frequencies 
designated in the license beyond the term thereof 
nnr in any other manner than authorised therein: .... 

1 In the Commission’s DBS proceeding, spectrum 
was reallocated from terrestrial microwave users to 
the new DBS service. DBS Report and Order 90 
FCC 2d 075 (1962) The existing terrestrial licensees 
were given a five year period to vacate the band 
after which their primary status would be reduced 
to secondary and they would be required to protect 
the DBS service. In response to concerns that early 
DBS entrants might need the spectrum prior to 
completion of the five year transitional period, the 
Commission concluded that DBS licensees “would 
have a strong incentive to compensate the FS users 
for the coats of moving to other frequency bands 
during this period.” The distinction between that 
decision and the decision here is important. After 
the transition period the new user gained access to 
the spectrum regardless of the new user’s ability or 
willingness to pay to relocate existing users. This 
mechanism was intended to act as an incentive to 
encourage early movement out of the band by the 
existing users. DBS Report and Order, 90 FCC 2d 
675 at paragraph 07, note 00 


second instance in which the 
Commission has authorized relocation 
cost involved Broadcast Corporation of 
Georgia (WVEU-TV).* The third case in 
which the Commission authorized 
payment involved a situation where the 
requested assignment of a particular 
channel required a change of frequency 
by an existing station in the same 
service. 7 

While the equitable considerations 


• Memorandum Opinion and Order, Mar. 8, 1984. 
In this case, a construction permit was issued for 
Channel 60. Atlanta. Georgia (Channel 69). The CP 
holder specified a tower site heavily used by land 
mobile radio service licensees operating on UltF 
channel 70. When the Channel 60 transmitter was 
activated for program test, extensive interference 
was experienced by the Channel 70 land mobile 
radio licensees The Commission concluded that the 
most efficient alternative was to require the lend 
mobile licensees to re-channelixe with greater 
frequency separation from Channel 09. Upon 
comparing the equities of a later coming spectrum 
user causing destructive interference to existing 
spectrum users, the Commission concluded that 
fairness dictated that the Channel 69 permittee bear 
the cost of relocating the existing Channel 70 land 
mobile licensees. 

T fahnkr v. FCC, D.C. Circuit No 80-2448 (March 
16.1962). In this case an applicant for a new FM 
broadcast radio station negotiated an agreement 
with an existing FM station licensee which called 
for a channel change by the existing station at the 
applicant’s expanse to resolve a technical 
incompalability. The Commission then granted the 
requested application subject to this reimbursement 
agreement The applicant subsequently filed a 
request for extension of the construction permit The 
Commission agreed to grant the six-month 
extension, provided that within 30 days the 
applicant made definite arrangements to pay the 
agreed to rechannehration expense W’hen the 
applicant failed \o do so. the extention was denied. 
On appeal challenging this denial, the Court 
concluded that the Commission had the authority to 
impose such a condition on the construction permit. 
In so concluding, the Court ruled that* 

"Although the scope of the Commission's 
authority is limited to actions In the public not 
private, interest, it is established that private losses 
to existing stations occasioned by licensing new 
stations may have an adverse effect on the 
provision of broadcast service to the public. 
(Citations omitted.) While it Is true that the 
Commission locks authority to create or enforce any 
legal obligation to (the applicant) to reimburse (the 
licensee), the Commission does have the power to 
determine the issuance of a license or permit to (the 
applicant] without his having reimburse |thc 
licensee) would adversely effect the public interest. 
See Regents of University System v Carroll. 336 
U S. 568, 596-97 and note 12 (I960).” fahkne v FCC 
Judgment D C. Clr No 80-2446 (March 16. 1962). 
slip opinion at X 

This case is inapplicable to the aituation at hand 
for two reasons. First, the Commission was 
allocating cost between two co-equal primary users, 
both of whose continued existence in this band the 
Commission determined was in the public Interest. 
The Commission was not conditioning the initiation 
of a primary use found to be in the public interest 
on payment to secondary users whose continued 
use of the spectrum the Commission no longer 
believed was warranted. Second as in the DBS 
case, the licensee here voluntarily undertook 
reimbursement of the existing licensee, but was not 
required to do so in order to use the spectrum. 


involved in these prior Commission 
actions involving compensation may be 
similar to the case at hand.* the policy 
considerations are dramatically 
different. First, in the Channel 69 case 
the Commission was not making a 
choice between private land mobile and 
broadcast utilization of the same 
spectrum. The television station was 
authorized on UHF channel 69 while the 
land mobile stations were authorized on 
an adjacent band of spectrum. Both 
services utilized their respective 
channels extensively throughout the 
country. The Commission failed to 
foresee the destructive interference that 
would take place if both users located 
their transmitters within close physical 
proxy. This problem arose after the fact 
and did not preclude effectuation of the 
Commission's spectrum allocation 
decision generally. The significance of 
the co-primary status in the Channel 69 
case is that the Commission's public 
interest determination was that both 
uses of the spectrum were in the public 
interest—now and in the future. In the 
RDSS reallocation proceeding before us 
today, we are concluding that the RDSS 
use of the spectrum is a superior public 
interest use. warranting a clearing of the 
band for RRDS. 

The case law interpreting the 
Commission's obligations to protect the 
rights of existing licensees is sparse. 
Early cases seem to establish the 
principle that the ethers remain the 
government's property and a licensee's 
use of it is subject to modification 
without compensation as the public 
interest demands.* As indicated in 
footnote 1. some cases have recognized 
a Commission responsibility to consider 
the economic impact of its actions on 
existing licensees. 10 These uncertain or 


•Commission enforcement of obligation* 
voluntarily undertaken by applicant* or the 
adjudication of tha conflicting interest among 
adjacent channel co-primary user* raises wholly 
different right* or equitie* than are raised by the 
displacement of licensee* by higher public interest 
users in spectrum reallocation proceedings. I 
reiterate, we do not have such e situation here. 

•”We are well satisfied that there is a vital 
difference between the rights of one whose property 
(in coal land such as was conildered in 
Pennsylvania Coat Company v. Mahone 360 U.& 
393. 43 S-Ct. 156. 67 LKd. 322) t* confiscated by 
judicial decree and the rights of one to use the air 
which right is dependent upon a government permit 
limited both in extent and time. The former is 
vested. The latter is permissive. American Bond and 
Mortgage Co. et al. v. United States. 52 F.2d 316. 320 
11932). 

‘•See eg.. CarrolI Broadcasting v. FCC. F-2d 440 
(D.C. Cir. 1956): FCCx Sanders Brothers Radio 
Station. 309 U S 470 (1M0); FCC v. National 
Citizens Committee far Broadcasting. 436 U A 77X 
806 note 24 (1978) These cases have consistently 

Ceatl«ui*0 
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inapplicable judicial pronouncements 
mast be weighed against specific 
obligations placed upon the Commission 
by the Communications Act. 11 Nowhere 
does that Act authorize the Commission 
to delegate its spectrum allocation 
responsibilities to the private sector via 
auction, displacement payment or any 
other mechanism. 18 In those recent 
instances where the Commission has 
concluded that private or marketplace 
determination of the best use of the 
spectrum was preferable to the 
Commission’s spectrum allocation 
process, the Commission has concluded 
that amendment of the Communications 
Act is necessary. 11 

The practical effect of today’s 
decision will be to modify the public 
interest determination made by the 
Commission with a marketplace 
dr termination made by RDSS licensees. 
These private party interests will 
determine to what use this spectrum is 
finally put. 14 


required only that the Commission consider those 
economic impacts in the hearing prior to granting a 
license or as part of the rulemaking record prior to 
umimding the rules Nooe of these cases required 
the Commission to compensate displaced licensee 
or arrange payment of such compensation. 

1 The Commission is assigned responsibility for 
allocating the spectrum: to wit. 

Sec 303.* * * The Commission from time to time. 
m the public convenience, interest or necessity 
require shall — 

t | • 

(cl Assign bands of frequency to the various 
d««ses of stations, and assign frequencies for each 
individual station and determine the power which 
ear 1 -tatlon shall use in the time during which it 

mu;, ' jM’rate; * * * 

(0 Make such regulations not inconsistent with 
law hi it may deem necessary to prevent 
interference between stations and to carry out the 
provisions of this Act* provtded. however, that 
changes in frequencies, authorized power, or in the 
Unu-i of operation of any station, shall not he made 
"‘thout consent of the station licensee unless, after 

* public hearing. Ih* Commission shall determine 
that such changes will promote public convenience 
m interest or will serve public necessity, or the 
provisions of this Act will be more fully complied 
With; - • 

Western Air /./ net. Inc . v. Civil Aeronautics 
194 F.2d 211.214 (9th Cir. 1952): Shreveport 
En,proving Co,, v. US., 143 F.2d 222 (Slh Cir.), cert 
.*/, 323 VS. 749 (1944). 

’Cf. Utter of Miy 1,1965 to Honorable )ohn C. 
Danforth. Chairman Senate Committee on 
O nnu-rce from FCC Chairman Mark 6. Fowler and 
••inched “Auction Licensing Act of 1965.” 
Corumuntcattont Daily (May 2.1965) 

* tf ROSS licensees determine that payment of 
thr pre-existing private land mobile and broadcast 
uwre is sufficiently in their economic interest, they 

**U pay the cost of relocating these pre-existing 
l< Pn§ **s in order to clear the band the Commission 
Allocates for their primary use If the RDSS 
Uensses conclude that, given the cost of clearing 
Uir band, initiation of the service is no longer in 
r ” e ' r economic interest, the pre-existing licensees 
*‘ l m,t be paid and will continue to make use of 
r* ^ n< * far purposes for which the Commission 
»‘i* (.iMermined Ihe band should no longer be used. 


In addition to my concern over the 
legality of the majority's actions. 1 am 
deeply concerned over the policy 
ramifications of the precedent we are 
establishing. As the numbers of 
spectrum users and the number of 
instances in which the Commission must 
displace or repack existing licensees in 
order to make room for new uses 
increases, the Commission will be 
confronted increasingly with situations 
in which the allocation of displacement 
costs on the new user may prevent 
initiation of the new use. 14 

While administrative considerations 
should not be a significant component of 
our public interest calculus, the 
administrative ramifications of the 
precedent set today provides another 
basis for concluding that this decision is 
flawed. In a relatively simple conflict 
between 41 land mobile radio licensees 
and UHF Channel 69, Atlanta, the 
Commission consumed an enormous 
amount of administrative time and 
energy determining what constituted 
reasonable costs for relocation of the 
land mobile licensees. The Commission 
also experienced extreme difficulty 
determining what amount of 
degradation was sufficient to justify a 
particular land mobile licensee 
demanding reimbursement for the cost 
of relocation. If this Commission was 
stymied by the 42 parties involved in the 
Channel 89 dispute, the number of 
parties involved in a nationwide band 
reallocation or channel splitting has the 
potential for creating a factual dispute 
so great that disposition will become 
impossible. 

Even in the instant case, the majority 
has far from resolved the outstanding 
cost issues. Because it acts without the 
benefit of rulemaking on the question of 
this new payment process, the majority 
has no basis for concluding which RDSS 
applicants should bear the cost for 
relocating which licensees currently in 
their band. Should the first licensee or 


'•This may arise, for example, in the proceeding 
where the Commission proposes to reallocate 
spectrum currently occupied by television broadcast 
licensees or common earner mobile radio service 
providers to the private Land mobile radio services 
for the purpose of satisfying the need for public 
safety communications. See Private Radio Bureau 
Staff Report on Future Public Safety 
Telecommunication a Requirements. Order in PR 
Docket No. 84-232. FCC 85-^329 (August 1. 1965). The 
precedent established today would require the 
public safety licensees to pay the pre-existing users 
of the broadcast spectrum for the displacement or 
diminution of their use of the spectrum. A dose 
analogy will arise in the future if the Commission 
decides to split existing channels to accommodate 
heavier use of existing bands that have become 
overcrowded. The new user accommodated by this 
channel splitting could, consistent with today’s 
decision, be required to pay the cost of re¬ 
channelizing the existing licensee’s equipment. 


all the RDSS applicants share the cost? 

If the four RDSS applicants currently 
pending pay to clear the band, should 
later filed applicants make payments to 
the early entrants for their investment? 
Will the Commission place an 
assessment against each applicant to 
cover the relocation cost or must the 
applicants negotiate a private 
arrangement to divide the cost involved? 
Will the Commission adjudicate 
disputes over the actual cost of 
relocation or must the parties seek local 
judicial determinations? If a displaced 
licensee has a choice between moving 
into a more crowded band at somewhat 
less cost or a less crowded band at a 
higher cost, who will decide to which 
band the displaced licensee should 
relocate? Does degradation of service 
justify a payment? How much 
degradation will serve as the trigger? 
Conversely, how much degradation must 
be tolerated by existing licensees before 
relocation payment rights are triggered? 

Under this decision, the Commission 
will be required to answer these 
questions. It is unfortunate that we will 
be attempting to resolve these questions 
for this group of applicants without the 
benefit of public notice and comment. It 
is even more unfortunate for members of 
the public that the majority is 
establishing this precedent without 
careful consideration of how this 
decision should be applied in 
foreseeable upcoming reallocation 
decisions. 

While moving toward a market* * 
oriented spectrum allocation mechanism 
may be consistent with the marketplace 
regulatory philosophy, it is inconsistent 
with the Commission’s statutory 
mandate. The Commission must seek 
congressional revision of its organic 
statute before continuing down this 
path, it should also conduct a 
comprehensive public proceeding to 
systematically develop the new 
administrative machinery necessary to 
make such a marketplace-based system 
work. The failure to do so, here, is 
therefore, both illegal and undesirable. 
Accordingly, to this part of this Report 
and Order, I dissent. 

|KR Doc. 85-22585 Filed 9-28-85, 8:45 am| 

BILLING COOt 6712-01-11 


47 CFR Part 76 

Oversight of the Radio and TV 
Broadcast Rules; Correction 

agency: The Federal Communications 
Commission. 

action: Correction to Final Rule. 
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summary: In the Order, Oversight of the 
Radio and TV Broadcast Rules, Mimeo 
No. 7001, published in the Federal 
Register on September 23,1985 at 50 FR 
38529, there is an error in the 
Alphabetical Index for Part 76 which 
omits the listing “Must carry 
requirements". It is changed to add the 
omitted listing. 

address: Federal Communications 
Commission, Washington DC 20554. 

FOR FURTHER INFORMATION CONTACT: 

Steve Crane. Mass Media Bureau, (202) 
632-5414. 

SUPPLEMENTARY INFORMATION: 

List of Subjects in 47 CFR Part 76 

Cable television service. 

Erratum 

In the matter of Oversight of the Radio and 
TV Broadcast Rules. 

Released: September 24. 1985. 

In the above captioned Order , (Mimeo 
No. 7001) released September 18. 1985 
and published in the Federal Register on 
September 23,1985 at 50 FR 38529, the 
Alphabetical Index to Part 76 (47 CFR 
Part 70) omitted the listing of the Must 
Carry requirement. 

It is added herein to follow the listing. 
Monitoring. CATV system, and will read 
as follows: 

Musi carry requiremcnts...76.7, 76.55, 76.57. 

76.59. 78.61. 78.64 

Federal Communications Commission. 
William |. Tricario. 

Secretary. 

|FR Doc. 85-23110 Filed 9-26-85; 8:45 nm) 

SILLING CODE S712-01-M 


DEPARTMENT OF TRANSPORTATION 

National Highway Traffic Safety 
Administration 

49 CFR Part 571 

I Docket No. 74-09; Notice 191 

* Federal Motor Vehicle Safety 

Standards; Child Restraint Systems; 
Correction 

agency: National Highway Traffic 
Safety Administration (NHTSA). DOT. 
action: Correction of final rule. 

summary: NHTSA published a notice in 
the Federal Register on April 17,1985, 
which added a new Figure 8 to Standard 
No. 213. Child Restraint Systems. 
Subsequently, the agency published a 
notice in the August 21.1985 edition of 
the Federal Register, which added two 
new figures at the end of Standard No. 
213. These two new figures were 
erroneously designated Figures 6 and 7. 
This notice corrects that error by 


designating the figures added in the 
August 21.1985 rule as Figures 7 and 8. 
No new obligations or requirements are 
imposed on any party as a result of this 
correction. 

EFFECTIVE date: February 18.1986. 

FOR FURTHER INFORMATION CONTACT. 

Stephen Kratzke, Office of Chief 
Counsel. National Highway Traffic 
Safety Administration. 400 Seventh 
Street. SW, Washington, DC 20590 (202- 
426-2992). 

SUPPLEMENTARY INFORMATION: This 
agency published a final rule amending 
the inversion test in Standard No. 213. 
Child Restraint Systems (49 CFR 
571.213) at 50 FR 15154. April 17.1985. 
Among other things, that rule added a 
new Figure 6 at the end of Standard No. 
213. Subsequently, the agency published 
a final rule amending the requirements 
of Standard No. 213 applicable to the 
buckles used in child restraint systems 
(50 FR 33722, August 21,1985). That rule 
added two new figures at the end of 
Standard No. 213. erroneously 
designating them as Figures 6 and 7. 

This oversight in the August 21 final 
rule gives rise to a situation where the 
next edition of the Code of Federal 
Regulations would show two Figure 6’s 
at the end of Standard No. 213. 
Additionally, it would be unclear to 
which Figure 6 the text of Standard No. 
213 was referring. To avoid such 
confusion, this notice designates the two 
figures added to Standard No. 213 in the 
August 21 rule as Figures 7 and 8. and 
makes the corresponding changes in the 
text of the standard. 

Publication of this correction imposes 
no duties or obligations on any party nor 
does it alter existing obligations. This 
notice simply ensures that the public 
will have an accurate version of 
Standard No. 213 in the Code of Federal 
Regulations. Accordingly, the agency 
finds for good cause that notice and 
opportunity for comment on this 
correction are unnecessary. 

List of subjects in 49 CFR Part 571 

Imports. Motor vehicle safety. Motor 
vehicles. Rubber and rubber products. 
Tires. 

In consideration of the foregoing, the 
version of 49 CFR 571.213 published at 
50 FR 33722. August 21.1985. is amended 
as follows: 

PART 571—{AMENDED1 

1. The authority citation for Part 571 
continues to read as follows: 

Authority: 15 U.S.C, 1392, 1401. 1403. and 
1407; delegation of authority at 49 CFR 1.50. 

2. In § 571.213. paragraph S6.2.1. is 
corrected to read as follows: 

S8.2 Buckle release test procedure. 


S6.2.1. Before conducting the testing 
specified in S6.1. place the loaded 
buckle on a hard. fiat, horizontal 
surface. Each belt end of the buckle 
shall be pre-loaded in the following 
manner. The anchor end of the buckle 
shall be loaded with a two pound force 
in the direction away from the buckle. In 
the case of buckles designed to secure a 
single latch plate, the belt latch plate 
end of the buckle shall be pre-loaded 
with a two pound force in the direction 
away from the buckle. In the case of 
buckles designed to secure two or more 
latch plates, the belt latch plate ends of 
the buckle shall be loaded equally so 
that the total load is two pounds, in the 
direction away from the buckle. For 
pushbutton-release buckles, the release 
force shall be applied by a conical 
surface (cone angle not exceeding 90 
degrees). For pushbutton-release 
mechanisms with a fixed edge (referred 
to in Figure 7 as “hinged button”), the 
release force shall be applied at the 
centerline of the button. 0.125 inches 
away from the movable edge directly 
opposite the fixed edge, and in the 
direction that produces maximum 
releasing effect. For pushbutton-release 
mechanisms with no fixed edge (referred 
to in Figure 7 as “floating button"), Ihe 
release force shall be applied at the 
center of the release mechanism in the 
direction that produces the maximum 
releasing effect. For all other buckle 
release mechanisms, the force shall be 
applied on the centerline of the buckle 
lever or finger tab in the direction that 
produces the maximum releasing effect. 
Measure the force required to release 
the buckle. Figure 7 illustrates the 
loading for the different buckles and the 
point where the release force should be 
applied, and Figure 8 illustrates the 
conical surface used to apply the release 
force to pushbutton-release buckles. 

3. Paragraph S0.2.4 is corrected to 
read as follows: 

56.2.2 * * * 

56.2.3 * • # 

56.2.4 While applying the force 
specified in S6.2.3. and using the device 
shown in Figure 8 for pushbutton-release 
buckles, apply the release force in the 
manner and location specified in S8.2 1 
for that type of buckle. Measure the 
force required to release the buckle. 

• • • • • 

4. Figure 8. Pre-impact Buckle Release 
Force Test Set-up, and Figure 7, Release 
Force Application Device—Push Button 
Release Buckles, are redesignated as 
Figures 7 and 8, respectively, appearing 
as follows: 

Issued: September 23.1985 
Diane K. Steed, 

Administrator. 

BtUmO COOC 4S10-5S-W 
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DEPARTMENT OF THE INTERIOR 
Fish and Wildlife Service 
50 CFR Part 17 

Endangered and Threatened Wildlife 
and Plants; Determination That the 
Warner Sucker Is a Threatened 
Species and Designation of Its Critical 
Habitat 

agency: Fish and Wildlife Service, 
Interior. 

action: Final rule. 

summary: The Service determines the 
Warner sucker {Catos torn us 
warnerensis) to be a threatened species, 
with critical habitat. This action is being 
taken because: (1) The range and 
numbers of this species have been 
reduced substantially; (2) predation by 
exotic fishes has reduced survival of 
luvenile suckers, especially in lake 
habitats; and (3) instream water 
diversions and artificial barriers are 
restricting movement and migration of 
<uicker8 within and among streams, 
i listorically, the Warner 9 ucker 
occurred in several natural lakes and 
their tributary streams in the Warner 
Valley of south-central Oregon. Portions 
of the following habitats in Lake County, 
Oregon, are designated as critical 
habitat: Twelvemilc Creek. Twentymile 
Creek, the spillway canal north of Hart 
Lake, Snyder Creek, and Honey Creek. 

A determination that the Warner Sucker 
is threatened and designation of its 
critical habitat provide the species with 
the protection pursuant to the 
F.ndangered Species Act of 1973, as 
amended. 

date: The effective date of this rule is 
October 28,1985. 

addresses: The complete file for this 
rule is available for inspection, by 
appointment, during normal business 
hours at the U.S. Fish and Wildlife 
Service. Lloyd 500 Building, 500 NE. 
Multnomah Street, Suite 1602, Portland. 
Oregon 97232. 

FOR FURTHER INFORMATION CONTACT: 

Mr. Wayne S. White. Chief. Division of 
Endangered Species, at the above 
address (503/231-6131 or FTS 429-6131). 

SUPPLEMENTARY INFORMATION: 

Background 

The Warner sucker [Catostomus 
warnerensis) is endemic to the streams 
and lakes of the Warner Basin in south- 
central Oregon. It was first described by 
Snyder (1906). This species is 
particularly interesting in that it is part 
'f a relict fauna isolated in remaining 
waters of a larger Pleistocene lake that 
previously covered much of the basin 


floor (Hubbs and Miller, 1948). Early 
residents of the area recalled when the 
suckers and other fishes were very 
abundant and would ascend the creeks 
in the spring for spawning (Coombs et 
aL, 1979). Cope (1883) also noted the 
great abundance of fishes and fish¬ 
eating birds in Warner Basin. The 
Warner sucker is presently known to 
occur in portions of Crump and Hart 
Lakes, the spillway canal north of Hart 
Lake, and portions of Snyder, Honey, 
Twentymile, and Twelvemile Creeks 
(Andreascn, 1975; CoombB et aL, 1979; 
Swenson. 1978) Land on the valley floor 
is primarily in private ownership, 
although the Hart Mountain National 
Wildlife Refuge includes portions of 
Crump and Hart Lakes. Away from the 
valley floor, much of the stream habitat 
is within Bureau of Land Management 
holdings. 

Habitats of Warner sucker include 
large natural lakes and associated 
marshes. Although primarily lacustrine, 
this species spawns in headwaters of 
streams, tributary to lakes. Warner 
suckers mature at 3-4 years of age at 
approximately 5-8 inches (130-160 mm) 
in length (Coombs et aL, 1979). The 
species is a moderate-sized member of 
the family Catostomidae and reaches a 
maximum length of about 20 inches (510 
mm). Lateral-line scales average 76 and 
scales around the caudal peduncle vary 
from 18-22 (Andreasen, 1975; Bond, 
1973). A bright orange lateral stripe is 
present on adults during spawning runs. 

The introduction of exotic fish species 
and the modification of stream flows 
into lakes of the Warner Valley by 
diversion structures have modified the 
Warner sucker's habitat. Predation on 
juvenile Warner suckers by large 
numbers of exotic centrarchid and 
ictalurid fishes may be particularly 
significant. All these actions have 
contributed to the decline in Warner 
sucker populations (Bond, 1974; Coombs 
and Bond. 1980: Coombs et aL, 1979; 
Kobetich. 1977). The water diversion 
structures are especially significant in 
that they prevent this obligatory stream¬ 
spawning sucker from reaching its 
spawning and rearing areas. Water 
pollution and siltation of gravel beds 
needed by the fish for spawning are also 
adversely affecting the lake and stream 
habitats. This species spawns in silt- 
free, gravel-bottomed flowing sections 
of creeks. 

The depleted status of the Warner 
sucker has been recognized by the 
scientific community. The Warner 
sucker was listed as endangered in 
Bond's 1974 publication. "Endangered 
Plants and Animals of Oregon: I. 

Fishes." The species is also fisted as 
endangered by Deacon et a/*, (1979). 


However, recent work of Coombs and 
Bond (1980) and Coombs et aL, (1979) 
documented continued, although 
reduced, spawning of this species and 
recommended a threatened 
classification. 

The Warner sucker was included in 
the Service's Vertebrate Notice of 
Review published December 30,1982 (47 
FR 58454). On April 12,1983. the Desert 
Fishes Council petitioned the Service to 
add the Warner sucker to the List of 
Endangered and Threatened Wildlife. 
After evaluation of the petition, the 
Service published a notice on June 14. 
1983 (48 FR 27273). which found that 
substantia) information was presented 
in the petition to indicate that action 
may be warranted to fist the species. 

The proposed rule to fist the Warner 
sucker as a threatened species and to 
designate critical habitat was published 
by the Service on May 21,1984 (49 FR 
21383), in accordance with section 
4fb)(3)(B)(ii) of the Endangered Species 
Act of 1973, as amended. 

Summary of Comments and 
Recommendations 

In the May 21,1984, proposed rule (49 
FR 21383) and associated notifications, 
all interested parties were requested to 
submit factual reports or information 
that might contribute to the development 
of a final rule. Appropriate State 
agencies, county governments. Federal 
agencies, scientific organizations, and 
other interested parties were contacted 
and requested to comment. Newspaper 
notices were published in the Lake 
County Examiner, Medford Mail 
Tribune, and Eugene Register-Guard. 
which invited general public comment. 
These notices were published on June 20 
and 21.1984. A public hearing 
concerning the proposed fisting and 
critical habitat determination was held 
in Lakeview, Oregon, on August 29. 

1984. The period for accepting written 
comments was extended for 60 days 
following the hearing and closed on 
October 29. 1984 (49 FR 36667). 

Seventeen written comments were 
received in response to the proposed 
rule. Seven of these comments were not 
substantive as they offered no 
information regarding the status of the 
Warner sucker, nor did they offer an 
opinion on whether the species should 
be protected under the Endangered 
Species Act of 1973, as amended. Of the 
ten respondents providing an opinion on 
the fisting, five were opposed and five 
were in favor of the proposed action. 
Five individuals presented testimony at 
the August 29.1984, public hearing. Four 
individuals presented testimony on 
behalf of the Warner Valley Association 
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in opposition to the listing. Written 
comments were received from two of the 
four individuals and are included in the 
tally of written letters referenced above. 
The fifth individual provided no formal 
statement, but later submitted one of the 
five letters referenced above in 
opposition to the listing. The comments 
of all individuals and agencies are 
discussed below. 

Six individuals, all landowners in 
Warner Valley, mentioned that Hart 
Lake and a portion of Crump Lake were 
dry in the early 1930's and early 1960 s. 
They questioned how the Warner sucker 
survived then. and. because it had 
survived, they felt the species must be 
adaptable and not in need of Federal 
protection. The periodic fluctuation in 
lake levels appears to be a natural 
feature of the Valley hydrology. The 
Warner sucker is able to survive such 
periods by seeking refuge in streams 
tributary to the lake. However, natural 
population numbers decrease 
dramatically during such periods. Also, 
increased irrigation demands during 
such periods may aggravate the natural 
drought conditions and cause the lakes 
to remain dry for longer periods than 
would otherwise naturally occur. The 
presence of drought cycles argues for 
proper management of the stream 
resources, which serve as the only 
refugium for the Warner sucker at these 
times. 

One local individual questioned why 
the U.S. Fish and Wildlife Service 
introduced crappies into the Warner 
Valley lakes. To the Service's 
knowledge, all introductions of exotic 
fishes have been made by State 
agencies. The consequences of these 
introductions are addressed in the next 
response. 

Four individuals (all landowners or 
their representatives) stated that the 
introductions of crappie and other exotic 
fishes are a much greater threat then 
any other factor (e.g., irrigation 
practices) and that there is no use in 
listing the Warner sucker until everyone 
agrees to remove the exotic fishes. The 
Service agrees that interactions 
(primarily in the form of predation) 
between exotic fishes and the Warner 
sucker are a serious problem (see 
"Summary of Factors Affecting the 
Species" section), but the Service does 
not see the exotic fish problem as a 
reason for postponing listing. Listing the 
fish will likely bring additional attention 
to the fish and increase the likelihood of 
addressing the exotic fish problem. The 
Service will work closely with the State 
of Oregon to determine the severity of 
the problem. Courses of action ranging 
from no further introductions of exotic 


fishes to partial or total control of the 
exotics will be investigated. 

One individual argued that there have 
been no new dams or weirs in the 
Valley in the past 30 years. Therefore, 
agricultural practices should not be 
criticized as causing a decline of the 
species. The Service agrees that 
inigation has been practiced by Warner 
Valley landowners over the past 100 
years. Many dams and other diversion 
structures were in place prior to 1950. 
However, the Service believes that the 
cumulative impact of past agricultural 
irrigation practices, more recent 
additions and modifications to these 
practices, and the effects of introduced 
Hshes have combined to warrant 
threatened status for the Warner sucker. 

One individual argued that the Valley 
has not changed for hundreds of years 
and therefore the sucker should be able 
to continue to survive. The Service 
agrees that in several respects the 
Valley has changed little over the past 
two hundred years. However, the stream 
and lake habitats of the Warner sucker 
have sustained a large number of 
changes over this time. All agricultural 
and water diversion practices have 
occurred within the past 150 years. 
Establishment of exotic fishes has 
occurred within the past 30 years. The 
life cycle of the Warner sucker requires 
movement from lakes to headwaters of 
tributary streams for spawning and then 
back to the lakes. Dams, water 
diversions, and other modifications have 
made such movement difficult or 
impossible. 

Two individuals suggested that the 
Warner sucker population level may be 
more closely correlated to climatic 
cycles than to human-induced habitat 
changes. The Service responds that 
historically such was indeed the case. 
Drought conditions greatly reduce the 
population of Warner suckers. In more 
recent times, climatic cycles still 
undoubtedly affect population numbers, 
but, other factors have become more 
important. For example, with large 
numbers of predatory exotic fishes in 
the Warner Valley lakes, these waters 
provide poor conditions for the Warner 
sucker even in years of substantial 
precipitation. Tlie effects of human 
habitat changes are even more serious 
during drought years, when habitat is 
already reduced Therefore, 
conservation measures are needed so 
that natural climatic cycles and habitat 
alterations do not combine to eliminate 
the species. 

One individual described the present 
high-water conditions that exist in the 
Valley and stated that the Warner 
sucker is in fine condition. The Service 


agrees that weather cycles do influence 
the Warner sucker population. However, 
past climatic data indicate that annual 
precipitation is cyclic in amount and 
that a series of wet years is usually 
followed by a series of dry years. Thus, 
present climatic conditions should have 
littlq influence on the decision to list the 
species. 

Two individuals argued that there is 
no justification for spending Federal 
dollars for this species when our 
national budget is so far in debt. The 
Department of the Interior has a legal 
responsibility to carry out provisions of 
the Act. Decisions regarding the 
addition of species to the List of 
Endangered and Threatened Wildlife 
are to be made on the best available 
scientific and commercial data. 

One individual landowner argued that 
threatened status and critical habitat 
designations would service no useful 
purpose. The Service responds that such 
designations would afford the Warner 
sucker protection under the Act. Various 
provisions of the Act are discussed 
elsewhere and will not be repeated here 
It is the Service's belief that threatened 
status and critical habitat designation 
will result in improved conditions for 
the Warner sucker and could eventually 
lead to its recovery. 

Two individuals questioned whether 
such designation would jeopardize their 
agricultural-based livelihood. The 
Service firmly believes that existing 
agricultural practices and enhanced 
conservation of the species are 
compatible. Modifications to existing 
diversion structures could be 
incorporated to enhance movement and 
survival of the species without changing 
the purpose or function of the structures 
For example, fish screens could prevent 
diversion of adult and juvenile suckers 
into agricultural Helds. Fish ladders or 
other passage structures could facilitate 
movement of the species within streams 
The Service will work with the 
landowners on conservation and 
recovery of the Warner sucker. 

Three individuals questioned the 
Service's conclusion that the Warner 
sucker had declined. They also 
suggested that the Service had not 
presented any proof to indicate that the 
Warner sucker was ever abundant. 
Conversely, one individual suggested 
that the sucker population may be 
increasing. The Service must base its 
decisions on the best available scientific 
and commercial data. Prior to 1900. 
many scientists were impressed by the 
large numbers of fishes in the Valley 
(Cope, 1883; Gilbert. 1897; Snyder. 1908). 
The Warner sucker, as such, was not 
mentioned by many of the early 
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scientists because it was not recognized 
as distinct from other species of 
Catostomus until 1908. However, only 
two species of native fish, the Warner 
sucker and redband trout [Salmo sp.), 
are large enough to be readily noticed. 
Both species would have been 
particularly evident during their spring 
spawning runs. The implication that the 
Warner sucker was abundant 
historically is supported by claims of 
local residents (Coombs et aL, 1979). 
Although there are no historic 
population estimates to compare with 
recent data, the best scientific data 
available indicate that suckers were 
abundant, and only one species of 
sucker occurs in Warner Valley. Also, it 
should be noted that Snyder (1908) 
described Warner suckers collected 
from Warner Creek, a tributary of Deep 
Creek near Adel, Oregon. Recent 
surveys have failed to find this species 
near Adel or in any portion of the Deep 
Creek drainage. 

One representative of the Warner 
Valley Association claimed that the 
Warner sucker is found in the I^hontan 
Basin of Nevada as well as in Oregon. 
The Service believes that this comment 
resulted from confusion in 
understanding some of the early 
ichthyological literature. Prior to 1900 
when the species was described as 
Catostomus wamerensis, the sucker in 
Warner Valley was assumed to be the 
name as C. tahoensis of the Lahontan 
Basin. However, when the morphology 
of the Warner Valley form was closely 
examined by Snyder (1908). the Warner 
sucker was found to be unique and 
pflsily separable from C tahoensis of the 
Uihontan Basin. The taxonomy of the 
Warner sucker has not been questioned 
since that time, and no individuals of C. 
wamerensis have ever been collected 
from outside the Warner Basin. 

One individual questioned whether 
the recent studies (particularly Coombs 
et aL, 1979) were conducted under 
optimal conditions. If conditions were 
not optimal, the commenter felt that the 
studies were flawed. The Service 
responds that this comment is 
referencing conditions of high stream 
flow, poor roads, and cold weather 
encountered by recent investigators.. 
Although conditions are not always 
ideal, valuable scientific data can be 
collected nonetheless. For example. 
Coombs et aL (1979) collected sufficient 
scientific data to determine the 
spawning sites, age and condition of 
spawners. and distribution of the 
species, despite less than perfect 
weather conditions during the study, 
l^ss than optimal weather did not seem 


to hamper adequate data collection by 
most recent investigators. 

Four individuals, representing Oregon 
State University, the Oregon 
Cooperative Fishery Unit, the 
International Union for Conservation of 
Nature and Natural Resources, and the 
Oregon Department of Fish and Wildlife, 
and a private scientist, supported the 
proposed threatened status and critical 
habitat designation. Opinions were 
presented that agreed with the Service's 
analysis that the W'amer sucker has 
become depleted since historic times. 
Other statements are similar to those 
presented in the “Summary of Factors 
Affecting the Species" section and will 
not be repeated here. 

The Oregon Department of Fish and 
Wildlife recommended adding the 
upstream spring-source area of Snyder 
Creek to the critical habitat designation. 
Although this area is important for 
providing downstream habitat on 
Snyder Creek, the Service believes that 
flows from the spring-source area will 
be protected by downstream critical 
habitat designations. That is. a 
significant upstream water diversion 
would adversely modify critical habitat 
downstream on Snyder Creek, and thus 
could be dealt with in the manner 
described below under “Available 
Conservation Measures/* 

The Bureau of Land Management 
questioned why the proposed critical 
habitat on Twelvemile Creek stopped at 
the Oregon-Nevada border. The Service 
concurs that habitat in the Nevada 
portion appears as capable of 
supporting Warner suckers as does the 
Oregon portion. However, Warner 
suckers have not been collected from 
the Nevada portion of the creek, and the 
Service therefore extended critical 
habitat designation only to the border. 
The Bureau also questioned why the 
upper portion of Twentymile Creek was 
included as critical habitat. In question 
is the species' ability to ascend the steep 
canyon area in Twentymile Creek. The 
Service acknowledges that the pridse 
upstream distribution limit within 
Twentymile Creek is uncertain. Adult 
and juvenile Warner suckers have been 
collected in Twentymile Creek near its 
confluence with Twentymile Creek 
(Coombs et aL 1979). Based on our 
knowledge of the species' life history, it 
is likely that adult Warner suckers move 
upstream in Twentymile Creek during 
their spring spawning run. The Service 
has no evidence to indicate that the 
canyon area addressed in BLM's 
comment is a limiting factor in 
movement of adults. Further, 
information in our files indicates that 
some of the upstream area may provide 


habitat for the Warner sucker. 

Therefore, lacking scientific data to the 
contrary, we have adopted the proposed 
critical habitat designation for 9 miles of 
Twentymile Creek upstream of its 
confluence with Twentymile Creek. 

Comments were received from the 
Director of the Bureau of Land 
Management, Supervisor of the Fremont 
National Forest, and the Oregon State 
Forester that offered guidance in 
management of the Warner sucker but 
offered no opinion as to whether the 
species should be listed or not. An error 
in the “Critical Habitat" section of the 
proposed rule was discovered during the 
comment period. In that section, the 
description of the proposed critical 
habitat did not agree with the actual 
metes and bounds as given in the 
“Proposed Regulations Promulgation" 
section of the rule. Service personnel 
prepared a handout for the public 
hearing that clarified the proposed 
critical habitat, and the critical habitat 
description is corrected in this final rule. 

Summary of Factors Affecting the 
Species 

After a thorough review and 
consideration of all information 
available, the Service has determined 
that the Warner sucker ( Catostomus 
wamerensis) should be classified as a 
threatened species. Procedures found at 
section 4(a)(1) of the Endangered 
Species Act (16 U.S.C. 1531 et seq.] and 
regulations promulgated to implement 
the listing provisions of the Act (codified 
at 50 CFR Part 424) were followed. A 
species may be determined to be an 
endangered or threatened species due to 
one or more of the five factors described 
in section 4(a)(1). These factors and 
their application to the Warner sucker 
(Catostomus wameresis) are as follows: 

A. The present or threatened 
destruction, modification, or curtailment 
of its habitat or range . The Warner 
sucker is endemic to the Warner Valley 
in south-central Oregon. It inhabits 
portions of Crump and Hart Lakes, the 
spillway north of Hart Lake, and some 
sections of Snyder. Honey. Twentymile. 
and Twelvemile Creeks (Andreasen. 
1975: Coombs et aL, 1979: Swenson. 
1978). The species typically ascends 
streams tributary to lakes in the Warner 
Basin to spawn. However, instream 
barriers and diversion structures have 
often prohibited the movement of 
suckers into spawning streams during 
recent years. During years with high 
precipitation, enough water flows by the 
diversion structures so that the suckers 
can utilize limited reaches of the 
streams for spawning. However, during 
periods of low flows, all water is often 
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diverted, thereby eliminating any 
change for the fish to spawn. If suckers 
are successful in ascending the barriers, 
spawned-out fish and progeny are likely 
to be restricted to small areas of streams 
because of instream barriers, or 
sometimes diverted into agricultural 
fields where they die. Water diversion, 
used to promote fanning activites, exists 
on all streams occupied by this species. 
Such water barriers and diversions are 
particulary detrimental to this obligatory 
stream-spawning species. Spawning 
habitat consists of silt-free gravel areas 
with moderate flows. Postlarval and 
young-of-the-year Warner suckers 
utilize shallow backwater pools and 
stream margins where current is slight 
or nonexistent. 

In addition to water diversions, 
channelization of streams and 
overgrazing have disturbed soils in the 
watershed and degraded streams even 
further by allowing siltation of gravel 
beds normally used for spawning. 

Runoff and leachates containing 
fertilizers and pesticides from certain 
agricultural and ranching activities in 
the Warner Valley watershed further 
degrade water quality of the lakes and 
streams. 

B. Overutilization of commercial, 
recreational, scientific. or educational 
purposes. There is no evidence to 
suggest overutilization of the Warner 
sucker for any of these purposes. 

C. Disease or predation. Exotic 
centrarchid (sunfishes and freshwater 
basses) and ictalurid (catfishes) fishes 
have been stocked into lakes in the 
Warner Basin. Large centrarchids and 
ictalurids are capable of preying on 
Warner suckers. Of particular concern 
are large numbers of crappie (Pomoxis 
spp.) in Hart and Crump Lakes. Exotic 
fishes also may introduce new parasites 
and disease organisms to which the 
sucker might be susceptible. Exotic 
salmonid fishes (trouts) introduced into 
the steams may also exert predation 
pressures. 

D. The inadequacy of existing 
regulatory mechanisms . Oregon State 
law provides protection against taking 
of the Warner sucker by requiring a 
collecting permit, but the State has no 
provisions for the protection of habitat. 

E. Other natural or manmade factors 
affecting its continued existence. Any 
prolonged drought will hasten the 
demise of the Warner sucker if all or 
most of the water in the streams is 
diverted. During droughts of the 1930‘s 
and early 1960's. Hart and Crump Lakes 
were almost dry. During such times, 
maintenance of adequate stream habitat 
is critical to survival of the species and 
any diversion of stream flow would be 
particularly deterimental. The reduced 


numbers of populations and individuals 
make this species especially susceptible 
to any natural or manmade factors that 
adversely affect it. 

The Service has carefully assessed the 
best scientific information available 
regarding the past, present, and future 
threats faced by this species in deciding 
to make this rule final. Based on the 
evaluation, the preferred action is to list 
the Warner sucker as threatened. The 
range and number of the species have 
been reduced substantially and 
alteration of habitat continues. Proper 
and adequate management could 
prevent the species from becoming 
endangered. Recent status information 
has provided essential habitat data and 
indicates that overcollecting is not a 
major threat. It appears prudent to 
propose critical habitat for the Warner 
sucker. 

Critical Habitat 

Critical habitat, as defined by section 
3 of the Act. means: (i) The specific 
areas within the geographical area 
occupied by a species, at the time it is 
listed in accordance with the Act, on 
which are found those physical or 
biological features (I) essential to the 
conservation of the species and (II) that 
may require special management 
considerations or protection, and (ii) 
specific areas outside the geographical 
area occupied by a species at the time it 
is listed, upon a determination that such 
areas are essential for the conservation 
of the species. 

Section 4(a)(3) of the Act requires that 
critical habitat be designated to the 
maximum extent prudent and 
determinable concurrently with the 
determination that a species is 
endangered or threatened. Critical 
habitat is being designated for the 
Warner sucker to include the following 
streams in Lake County. Oregon, and 50 
feet on either side of the stream banks: 4 
stream miles of Twelvemile Creek. 18 
stream miles of Twentymile Creek. 2 
stream miles of the spillway canal north 
of Hart Lake, 3 stream miles of Snyder 
Creek, and 16 stream miles of Honey 
Creek. The 50-foot riparian zone on each 
side of the streams is included to protect 
the integrity of the stream ecosystem. 
The Service determines that the 
maintenance of this riparian zone is 
essential to the conservation of the 
Warner sucker. Riparian vegetation 
helps prevent siltation and run-off of 
other pollutants. Shading from small 
trees and shrubs in the riparian zone 
helps maintain suitable water 
temperature and dissolved oxygen 
levels in the streams. These stream 
areas include spawing and rearing 
habitat for the species. The areas 


proposed did not include the entire 
historic or present habitat of the fish 
and modifications to critical habitat 
descriptions may be proposed in the 
future. No data were received during the 
comment period or from the public 
hearing that resulted in changes to the 
critical habitat as proposed on May 21. 
1984 (49 FR 21383). 

Section 4(b)(8) requires, for any 
proposed or final regulation that 
designates critical habitat, a brief 
description and evaluation of those 
activities (public or private) which may 
adversely modify such habitat or may 
be affected by such designation. These 
activities are: (1) Overgrazing by 
livestock, which would eliminate 
riparian vegetation and lead to 
streambank erosion and subsequent 
siltation of the stream and lake 
environment; (2) introduction of exotic 
fishes into streams or lakes of the 
Warner Valley, which might compete 
with or prey on Warner suckers; (3) 
construction of additional diversion 
dams, that do not have adequate fish- 
passage facilities, on streams inhabited 
by the Warner sucker; (4) channelization 
or diversion of streams inhabited by the 
Warner sucker, (5) application of 
herbicide or insecticide along stream 
courses or lakes inhabited by the 
Warner sucker, which could be toxic to 
the species or food: (6) pollution of 
stream or lake habitat by silt or other 
pollutants; and (7) removal of natural 
vegetation within or along streams. 

Consultations with the U.S. Bureau of 
Land Management may be necessary' for 
actions involving grazing leases along 
streams designated as critical habitat. 
Consultations with the U.S. Forest 
Service will be unlikely os no Warner 
sucker habitat occurs on National Forest 
lands. However, much of the watershed 
for streams designated as critical 
habitat is within Forest Service 
jurisdiction. Substantial increases in 
timber harvest and/or road construction 
in the Honey Creek drainage may 
require section 7 consultation. In 
addition to grazing leases and timber 
sales, habitat of forest management 
plans of the Bureau of Land 
Management of Forest Service will 
require consultations if their 
implementation may affect the Warner 
sucker. Also, consultation with the U.S. 
Army Corps of Engineers (Corps) may 
be necessary for any stream bank work 
under permits pursuant to section 404 of 
the Clean Water Act or permits 
pursuant to section 10 of the Rivers and 
Harbors Act on streams designated as 
critical habitat. 

Section 4(b)(2) of the Act requires the 
Service to consider economic and other 
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impacts of designating a particular area 
as critical habitat. The Service has 
considered the critical habitat 
designation in light of relevant 
additional information obtained and 
concludes that no significant economic 
or other impacts are expected to result 
from the designation. The Bureau of 
Land Management has already reduced 
or eliminated cattle grazing along 
portions of some streams herein 
designated as critical habitat. Such 
action was taken to protect riparian 
habitats rather than to exclusively 
conserve Warner suckers. Both the 
Forest Service and the Corps have 
indicated that they do not expect their 
activities to affect or be affected by the 
critical habitat designation. In addition* 
there is no known involvement of 
Federal funds or permits for the private 
land within the critical habitat. For 
these reasons, no adjustments to the 
boundaries of the proposed critical 
habitat were warranted. 

Available Conservation Measures 

Conservation measures provided to 
species listed as endangered or 
threatened under the Endangered 
Species Act include recognition, 
recovery actions, requirements for 
Federal protection, and prohibitions 
against certain practices. Recognition 
through listing encourages and results in 
conservation actions by Federal, State, 
and private agencies, groups, and 
individuals. The Endangered Species 
Act provides for possible land 
acquisition and cooperation with the 
States and requires that recovery 
actions be carried out for all listed 
species. Such actions are initiated by the 
Sen. ice following listing. The protection 
required of Federal agencies and the 
prohibitions against taking and harm are 
discussed, in part, below. 

Section 7(a) of the Act. as amended, 
requires Federal agencies to evaluate 
their actions with respect to any species 
that is proposed or listed as endangered 
or threatened and with respect to its 
critical habitat, if any is being 
designated. Regulations implementing 
this interagency cooperation provision 
of the Act are codified at 50 CFR Part 
*02 .ind are now under revision (see 
proposal at 48 FR 29990: June 29, 1983). 
Section 7(a)(2) requires Federal agencies 
to ensure that activities they authorize, 
fond, or carry out are not likely to 
jeopardize the continued existence of a 
listed species or to destroy or adversely 
Modify its critical habitat. If a Federal 
action may affect a listed species or its 
critical habitat, the responsible Federal 
agency must enter into formal 
consultation with the Service. Federal 
activities which may be affected by the 


determination of critical habitat for the 
Warner Sucker were discussed above in 
the “Critical Habitat" section of this 
rule. 

The Act and implementing regulations 
found at 50 CFR 17.21 and 17.31 set forth 
a series of prohibitions and exceptions 
that generally apply to all threatened 
wildlife. These prohibitions, in part, 
make it illegal for any person subject to 
the jurisdiction of the United States to 
take, import or expqrt. ship in interstate 
commerce in the course of a commercial 
activity, or sell or offer for sale in 
interstate of foreign commerce any 
listed species. It also is illegal to 
possess, sell, deliver, carry, transport, or 
ship any such wildlife that had been 
taken illegally. Certain exceptions 
would apply to agents of the Service and 
State conservation agencies. General 
regulations governing the issuance of 
permits to carry out otherwise 
prohibited activities involving 
threatened wildlife species under 
certain circumstances are set out at 50 
CFR 17.32. 

The Secretary' has discretion under 
section 4(d) of the Act to issue such 
special regulations as are necessary and 
advisable for the conservation of a 
threatened species. The Warner sucker 
is threatened primarily by habitat 
disturbance or alterations, not by 
intentional, direct taking of the species 
or by commercialization. Given this fact, 
and the fact that the State of Oregon 
regulates direct taking of the species 
through the requirement of State 
collecting permits, the Service has 
concluded that the State's collection 
permit system is adequate to protect the 
species from excessive taking, so long as 
such takes are limited to: educational 
purposes, scientific purposes, the 
enhancement of propagation or survival 
of the species, zoological exhibition, and 
other conservation purposes consistent 
with the Endangered Species Act. 

Therefore, the special rule adopted 
herein allows take of the Warner sucker 
for the above-stated purposes without 
the need for a Federal permit if a State 
collection permit is obtained and all 
other State wildlife conservation laws 
and regulations are satisfied. Rules are 
also promulgated to allow incidential 
take of the species during recreational 
fishing activities if the fishing is 
conducted in accordance with State law 
and if the Warner suckers are returned 
immediately into their habitat. The 
Service acknowledges that incidental 
take of the species by State-licensed 
recreational fishermen is not a 
significant threat to the Warner sucker. 

It should be recognized that any 
activities involving the taking of this 


species not otherwise enumerated in the 
special rule are prohibited. Without this 
special rule, all of the prohibitions under 
50 CFR 17.31 would apply. The Service 
believes that this special rule will allow 
for more efficient management of this 
species, thereby facilitating its 
conservation. For these reasons, the 
Service has concluded that this 
regulatory action is necessary and 
advisable for the conservation of the 
Warner sucker. 

National Environmental Policy Act 

The Fish and Wildlife Service has 
determined that an Environmental 
Assessment, as defined under authority 
of the National Environmental Policy 
Act of 1969. need not be prepared in 
connection with regulations adopted 
pursuant to section 4(a) of the 
Endangered Species Act of 1973, as 
amended. A notice outlining the 
Service s reasons for this determination 
was published in the Federal Register on 
October 25.1983 (48 FR 49244). 

Regulatory* Flexibility Act and Executive 
Order 12291 

The Department of the Interior has 
determined that designation of critical 
habitat for this species will not 
constitute a major action under 
Executive Order 12291 and certifies that 
this designation will not have a 
significant economic effect on a 
substantial number of small entities 
under the Regulatory Flexibility Act (5 
U.S.C. 601 et seq.). The critical habitat is 
found in the Warner Valley, Oregon, 
and is composed of approximately 43 
stream miles and 50 feet on either side 
of the stream channel. The lands are 
federally and privately owned and are 
used for cattle grazing and crop 
production. No Federal involvement is 
expected to affect or be affected by this 
designation. Therefore, no significant 
economic or other impacts are 
anticipated to result from the critical 
habitat designation. In addition, no 
direct costs, enforcement costs, or 
information collection or recordkeeping 
requirements are imposed on small 
entities by this designation. These 
determinations are based on a 
Determination of Effects that is 
available from the U.S. Fish and 
Wildlife Service, at the address in the 
“AODRESSES" section. 
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list of Subjects in 50 CFR Part 17 

Endangered and threatened wildlife, 
Fish. Marine mammals. Plants 
(agriculture). 


Regulations Promulgation 

PART 17—[AMENDED] 

Accordingly, Part 17, Subchapter B of 
Chapter I, Title 50 of the Code of Federal 
Regulations, is amended as set forth 
below: 

1. The authority citation for Part 17 
continues to read as follows: 

Authority: Pub. L 93-205, 87 Stat. 884; Pub 
L 94-359. 90 Stat. 911; Pub. L 95-632. 92 Slat. 
3751; Pub. L. 96-159.93 StaL 1225: Pub L 97- 
304. 96 Stat. 1411 (16 U.S.C. 1531 el seq.\. 

2. Amend 5 17.11(h) by adding the 
following, in alphabetical order under 
'‘Fishes," to the List of Endangered and 
Threatened Wildlife: 

§ 17.11 Endangered and threatened 
wildlife. 
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(h) • • • 
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3. Add the following as special rules 
to Section 17.44: 

$17.44 Special rules—fishes. 

• • • • • 

(1) Warner sucker (Catostomus 
warnerensis) 

(1) No person shall take the species, 
except in accordance with applicable 
State fish and wildlife conservation 
laws and regulations in the following 
instances: (i) For educational purposes, 
scientific purposes, the enhancement of 
propagation or survival of the species, 
zoological exhibition, and other 
conservation purposes consistent with 
the Act: (ii) incidental to State-permitted 
recreational fishing activities, provided 
that the individual fish taken is 
immediately returned to its habitat. 

(2) Any violation of applicable State 
fish and wildlife conservation laws or 
regulations with respect to the taking of 
this species will also be a violation of 
the Endangered Species Act. 

(3) No person shall possess, sell, 
deliver, carry', transport, ship, import, or 
export, by any means whatsoever, any 
such species taken in violation of these 
regulations or in violation of applicable 
State fish and wildlife laws or 
regulations. 


(4) It is unlawful for any person to 
attempt to commit, solicit another to 
commit, or cause to be committed, any 
offense defined in paragraphs (l) (1) 
through (3) of this section. 

• • • * • 

4. Amend 5 17.95(e) by adding critical 
habitat of the Warner sucker as follows: 
(The position of this entry under 
§ 17.95(e) will follow the same sequence 
as the species occurs in 5 17.11.) 

$ 17.95 Critical habitat—fish and wildlife. 

(e) * * # 

• • • • • 

Warner Sucker (Catostomus warnerensis) 

Oregon: Lake County. 

1. Twelvemih Creek —Approximately 4 
stream miles and 50 foct on either side of the 
stream commencing at the confluence of 
Twelvemlle Creek and Twentymile Creek 
and extending upstream, and including those 
portions of Twelvemlle Creek in T40S. R23E, 
Section 35: and T41S, R23E, Sections 1.2.12, 
13, 23. and 24. 

2. Twentymile Creek— Approximately 18 
stream miles and 50 feet on either side of the 
stream commencing about 9 miles upstream 
of the (unction of Twclvemile and 
Twentymile Creeks und extending to a point 
about 9 miles downstream of the junction, 
and including those portions of Twentymile 
Creek In T405. R22E. Sections 25. 35. and 38: 


T40S. R23E. Sections 19. 20. 24. 25. 28. 29. 30 
33. 34. 35 and 38; T40S, R24E. Sections 15.16, 
19, 20, 21, 22. 28, 29, 30: and T4TS. R23E, 
Sections 2 and 3. 



3. Spillway Canal north of Hart Lake — 
Approximately 2 stream miles and 50 feel on 
either side of the waterway commencing at 
its confluence with Hart Lake and extending 
to a point about 2 miles downstream, and 
including those portions of the waterway in 
T36S. R24E. Sections 7.18 and 19. 
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4 Snyder CneeA—Approximately 3 stream 
miles and 50 feet on either side of the stream 
commencing at the confluence of Snyder 
Creek and Honey Creek and extending to a 
point about 3 miles upstream on Snyder 
Creeks and including those portions of Snyder 
Creek in T38S. R22E, Sections 1 and 12; and 
T36S. R23E, Sections 7.17, and 18. 

5. Honey Creek —Approximately 18 stream 
miles and 50 feet on either side of the stream 
commencing at the confluence of Honey 
Creek with Hart Lake and extending to a 
point about 16 miles upstream on Honey 
Creek, and including those portions of Honey 
Creek in T36S, R24E, Sections 19. 20. 27. 28. 

29. 30. 33. 34, and 35; T38S. R23E. Sections 17. 
18, 20. 21, 22, 23. 24. 28, 27. and 28; and T36S. 
R22E, Sections 13.14. 22. and 23. 



Constituent elements of all areas proposed 
critical habitat include streams 15 feet to 
80 feet wide with gravel-bottom shoal and 
riffle areas with intervening pools. Streams 
should have clean, unpolluted flowing water 
and a stable riparian rone. The streams 
should support a variety of aquatic insects, 
crustaceans, and other small invertebrates 
for food. 

• • • • • 

Dated; September 3.1985. 

P Daniel Smith, 

A[ ting Deputy Assistant Secretary for Fish 
and Wildlife and Parks. 

|FK Doc. 85-23075 Filed 9-26-85: 8:45 am) 
B4LLJNO COOC O10-S6-M 


50CFR Part 17 

Endangered and Threatened Wildlife 
and Plants; Final Rule To Determine 
Endangered Status and Critical Habitat 
for the White River Sprlngflah and the 
Hlko White River Springflsh 

agency: Fish and Wildlife Service. 

Interior. 

action: Final rule. 

summary: The Service determines 
endangered status and critical habitat 
for the White River springflsh 


[Crenichthys baileyi bai/eyi] and Hiko 
White River springflsh ( Crenichthys 
baileyigrandis). This action is being 
taken because the one known 
population of the White River springflsh 
and the single remaining population of 
the Hiko White River springflsh are 
threatened by habitat alteration and the 
presence of exotic species, which 
compete with and prey upon the 
springflshes. These springfishes occur in 
remnant waters of the Pluvial White 
River system in eastern Nevada. The 
White River springflsh is presently 
known to occur only in Ash Springs 
while the Hiko White River springflsh. 
extirpated from Hiko Spring, now exists 
as a single, small population in Crystal 
Springs. These spring areas are located 
in the Pahranagat Valley of Lincoln 
County. Nevada. This final rule 
implements Federal protection provided 
by the Endangered Species Act of 1973. 
as amended. 

dates: The effective date of this rule is 
October 28,1985. 

addresses: The complete file for this 
rule is available for inspection, by 
appointment, during normal business 
hours at the U.S. Fish and Wildlife 
Service. Suite 1692, Lloyd 500 Building. 
500 NE. Multnomah Street. Portland, 
Oregon 97232. 

FOR FURTHER INFORMATION CONTACT: 

Mr. Wayne S. White, Chief. Division of 
Endangered Species, at the above 
address (503/231-6131 or FTS 429-6131). 

SUPPLEMENTARY INFORMATION: 

Background 

Crenichthys baileyi is one of the two 
species within the genus Crenichthys. 
Hubbs (1932) recognized the distinct 
qualities of these Ashes when he 
described Crenichthys and C. nevadae 
from Railroad Valley in central Nevada. 
Distinctive characteristics of the genus 
include a lack of pelvic flns, uniserial 
bifid teeth, a long and coiled intestine, 
and restricted range. Fishes of the genus 
Crenichthys have been of particular 
scientific interest because of their 
adaptation to extermely high 
temperatures and low dissolved oxygen 
(Hubbs and Hettler 1964, Hubbs et al. 
1967. Sumner and Sargent 1940). 

Crenichthys baileyi is endemic to the 
remnant waters of the White River 
system in eastern Nevada. During 
pluvial times, 10,000 to 40,000 years ago, 
the White River was a much larger river 
that flowed into the Colorado River by 
way of the Virgin River (Hubbs and 
Miller 1948). As the White River 
desiccated in response to the more xeric 
Recent climate, the springfishes were 
restricted to remaining permanent 
waters, such as springs. 


The White River springflsh (C. b . 
baileyi ) and Hiko White River springflsh 
[C. b. grandis ) were described by 
Williams and Wilde (1981) as two of five 
subspecies of C. baileyi restricted to the 
Pahranagat Valley of Lincoln County. 
Both of these subspecies are threatened 
by habitat alteration, as well as the 
presence of exotic species, that are 
detrimental to the springflshes because 
of increased competition, predation, and 
parasitism (Hubbs and Deacon 1964. 
Wilson el al. 1966 Deacon 1979). 

Habitats occupied by these taxa are 
extremely localized and vulnerable to 
alteration. During the past 20 years 
these habitats have been impounded to 
facilitate agricultural diversion and 
create recreational swimming facilities. 
Whereas historic records document the 
subspecies’ presence in several areas 
(Gilbert 1893), recent investigations 
(Courtenay et al. ms.) indicate the 
current absence from formerly occupied 
habitats and/or a severe reduction in 
numbers. The White River springflsh is 
presently found in a single, small 
locality (surface area less than 2 acres) 
used by the public as a swimming 
facility and principally occupied by 
exotic fishes. 

The Hiko White River springflsh was 
extirpated from one of its two known 
habitats in 1967 when exotic game fishes 
gained entrance resulting from upstream 
migration. Efforts to restock the 
springflsh in Hiko Spring have occurred 
in recent years: the long-term viability of 
this population is. however, 
questionable. The remaining population 
is extremely small (less than 100 
individuals) and threatened by the 
presence of exotic fishes, such as the 
convict cichlid (Cichlasoma 
nigrofasciatum ) and mosquitofish 
[Gambusia affinis). 

On December 30.1982, the Service 
published a Review of Vertebrate 
Wildlife (47 FR 58454) and included the 
White River springflsh and the Hiko 
White River springflsh as category 1 
species. Category 1 indicates that the 
Service has substantial information to 
support the biological appropriateness 
of listing the species as threatened or 
endangered. 

On April 12,1983, the Service received 
a petition from the Desert Fishes 
Council requesting that the White River 
springflsh and the Hiko White River 
springflsh, along with 15 other fish 
species, be added to the List of 
Endangered and Threatened Wildlife. 
The Service published in the Federal 
Register (48 FR 27273) on June 14,1983, a 
finding that the petition presented 
substantial information and that the 
petitioned action may be warranted. The 
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Service proposal to list these two 
springfishes as endangered species with 
critical habitat on May 7,1984 (49 FR 
19360), constituted the required 1-year 
finding in accordance with Section 
4(b)(3)(B)(ii) of the Act. 

Summary of Comments and 
Recommendations 

In the May 7,1984. proposed rule (49 
FR 19360) and associated notifications, 
all interested parties were requested to 
submit factual reports or information 
that might contribute to the development 
of a final rule. Appropriate State 
agencies, county governments, Federal 
agencies, scientific organizations, and 
other interested parties were contacted 
and requested to comment. Newspaper 
notices of the proposal were published 
in The Lincoln Countv Record on June 
14. 1984. the Ely Daily Times on June 12, 
1984. and the Las Vegas Review-Journal 
on June 13.1984. 

A total of 14 written comments were 
received and are discussed below. Local 
interest in the proposal by Pahranagat 
Valley landowners led the Service to 
hold a public meeting in Alamo, Nevada 
during the comment period. Shortly after 
this meeting was scheduled. Mr. Kay 
Wright, Chairman of the Hiko Spring 
Water Board, also requested a public 
hearing. Mr. Wright was informed of the 
public meeting and later decided to 
withdraw his request. 

Comments about the proposal were 
basically split into two areas: the listing 
of these springfishes as endangered 
species and the designation of critical 
habitat. Five comments supported the 
listing as well as the designation of 
critical habitat, three comments opposed 
only the designation of critical habitat, 
and six were noncommittal, but voiced 
concerns about the impact such 
designation may have on private 
activities on private lands. 

Mr. William A. Molini. Director. 
Nevada Department of Wildlife; Mr. 
Keith Whipple, Chairman, Lincoln 
County Conservation District; and Mr. 
E.P. Pister. Executive Secretary. Desert 
Fishes Council, opposed designation of 
critical habitat. These negative 
comments were not reflected, however, 
in recommendations for listing the two 
species as endangered. Director Molini 
concurred with the proposal to list the 
springfishes as endangered, but stated 
concern that a critical habitat 
designation on private lands would 
arouse animosity and direct unfavorable 
attention to the fishes. Mr. Pister also 
concurred with the listing, but 
commented that designating critical 
habitat for these springfishes may 
adversely effect the springfishes 
because they occupy extremely 


restricted habitats where extirpation 
could occur from a single malicious act. 
Mr. Whipple expressed concern that 
Federal designation of private lands as 
critical habitat acts to identify parcels 
where private activities cannot occur 
and sites that will be future acquisitions, 
possibly by condemnation, by the 
Federal Government. The Service 
responds that critical habitat is 
designated to advise Federal agencies of 
the need for special care in particular 
areas that are essential to the 
conservation of listed species. 
Designation of critical habitat does not 
affect State, local government, or 
individual actions unless an activity is 
funded or permitted by the Federal 
Government. The Service has no 
intention of condemning land or waters 
for these springfishes. Should any 
acquisitions occur, they will proceed 
with full consent of the involved parties. 
The Service believes that the potential 
for adverse effects resulting from critical 
habitat designations does not outweigh 
the potential benefits, or protections, 
that arise from the designations. 

Comments that stated concerns, but 
neither objections to, nor concurrence 
with, the proposal, were received from 
Congresswoman Barbara Vucanovich, 
Bank of America. Mr. Mitchell Hunt, 
Nevada State Division of Historical 
Preservation and Archaeology, and Mr. 
Kay Wright. Congresswoman 
Vucanovich requested that local 
economic opportunities be given 
adequate consideration when species 
are listed as threatened or endangered 
and critical habitats are designated, and 
that local interests also be given 
adequate 4ime to comment on Service 
proposals. The 1982 Amendments to the 
Act require that determinations to list a 
species as threatened or endangered be 
based solely on the best available 
scientific and commercial information 
about the species. Economic impacts are 
not allowed to be considered in making 
a listing determination. The Act 
specifies, however, that the economic 
impact of designating a particular area 
as critical habitat must be considered. 
An economic analysis for the 
designation of critical habitat has been 
prepared with this rule and concludes 
that designation of critical habitat will 
not affect or be affected by small 
entities. A copy of this document i9 
available from the Office of Endangered 
Species, Fish and Wildlife Service, U.S. 
Department of the Interior, Washington, 
D.C. 20240. The Service has actively 
sought public comment regarding the 
subject proposal. Letters and copies of 
the proposal were sent to each 
individual owning land within the 
proposed critical habitat: notification of 


the proposal was published in local and 
regional newspapers. Shortly following 
the Federal Register publication of the 
proposal, the Service voluntarily 
organized a public meeting and 
presented the proposal to interested 
citizens while the formal comment 
period was open. 

The Bank of America asked what 
intentions the Service has for the Bums 
Ranch, and made notification that it 
holds the subject property in trust and 
must, therefore, approve any action that 
adversely affects this trust. Service 
plans for the Bums Ranch presently 
include only an interest in being 
provided access onto the land to 
monitor springfish populations. The 
aquatic habitat occurring on this ranch 
is currently habitat for the listed 
endangered Pahranagat roundtail chub 
[Gila robusta jordani); anticipated 
activities for springfish are not different 
than those anticipated for this chub. The 
Service recognizes the responsibility the 
Bank of America has to the Bums Ranch 
and will respect this during future 
programs. 

Mr. Hunt expressed concern that 
finalization of the proposal would 
prohibit recreational activities in and 
around the Ash Springs Resort. The 
Service does not believe these activities 
presently conflict with programs 
required to conserve the species. 
Therefore, no change is believed 
necessary. 

The Nevada State Division of 
Historical Preservation and Archaeology 
requested that it be permitted to 
comment on any management activities 
that might disturb land surrounding 
spring habitats. The Service has planned 
no management activities that might 
disturb land surrounding spring habitats. 
Should any such activities be planned in 
the future, the Service will make the 
proper notifications. 

The Nevada Department of Wildlife 
Director. William Molini. stated 
concerns about taxonomy of the two 
springfishes by noting that a different e 
in head length of 0.1 mm is possibly not 
significant enough to warrant 
subspecific distinction between the two 
Pahranagat Valley springfishes. The 
Service responds that taxonomic 
distinction of these two subspecies is 
not based solely on the differences in 
head size; Williams and Wilde (1981) 
also noted statistically significant 
differences between the two forms in 
least bony interorbital length and caudal 
peduncle length, and differences in the 
number of dorsal and anal fin rays. The 
differences they recorded are within the 
range of difference accepted by 
taxonomists to distinguish unique 
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subspecies of fish (Hubbs and Hubbs 
1953). 

The proposed listing action was 
supported by the Nevada Department of 
Wildlife, Nevada Division of State 
Parks, Defenders of Wildlife. American 
Society of Ichthyologists and 
Herpetologists, and Desert Fishes 
Council. Additional information 
regarding the proposal was presented by 
Mr. Edwin Higbee, lifetime resident of 
the Pahranagat Valley; Mr. Thomas 
Baugh, Research Associate. Endangered 
Fishes Research Center. University of 
Nevada at Las Vegas; Dr. Walter R. 
Courtenay. Jr.. Chairman. American 
Society of Ichthyologists and 
Herpetologists. Environmental Quality 
Committee; and Mr. Edwin P. Pistcr, 
Executive Secretary, Desert Fishes 
Council 

Mr. Higbee stated that during the past 
15 years he has observed a decreased 
number of springfish and increasing 
adundance of introduced fishes in the 
Pahranagat River through the Bums 
Ranch. Mr. Baugh enclosed data 
collected from Crystal Spring during 
1983 and 1984 showing that the Hiko 
White River springfish occurs in 
exceeding low numbers; 21 were 
captured during 65 hours of trapping 
effort within an area less than one-half 
acre. Dr. Courtenay submitted a 
manuscript, recently accepted for 
publication by the Southwestern 
Naturalist entitled “Comparative Status 
of Fishes Along the Course of the Pluvial 
White River. Nevada/* Data 
summarized in this paper show the 
absence of springfish in Hiko Spring, 
and the comparatively small extant 
populations in Crystal and Ash Springs. 
Mr. Pister submitted the same 
manuscript submitted by Dr. Courtenay. 

Summary of Factors Affecting the 

Species 

After a thorugh review and 
consideration of all information 
available, the Service has determined 
that the White River springfish and Hiko 
White River springfish should be 
classified as endangered species. 
Procedures found at Section 4 of the 
Endangered Species Act (16 U.S.C. 1531 
et and regulations promulgated to 
implement the listing provisions of the 
Act (codified at 50 CFR Part 424) were 
followed. A species may be determined 
to be an endangered or threatened 
species due to one or more of the five 
factors described in Section 4(a)(1). 

I hese factors and their application to 
the White River springfish (Crenichthys 
baileyi baileyi ) and Hiko White River 
springfish [Crenichthys baileyi grand is ) 
are as follows: 


A. The present or threatened 
destruction . modification, or curtailment 
of their habitat or range. Habitats 
occupied by these two species have 
been extensively altered to enhance 
irrigation practices and provide for 
public recreation. These activities have 
changed the character of aquatic 
environments by eliminating bordering 
and aquatic vegetation, eliminating 
aquatic habitat by diverting the entire 
flow of some streams into pipes or • 
cement canals, and seasonally 
manipulating water within stream 
channels to facilitate irrigation. These 
activities effectively reduce the amount 
of available habitat as well as reduce 
invertebrate populations utilized for 
food by the two fishes. 

Exotic species introduced into the 
Pahranagat Valley during the past 50 
years have effectively reduced 
populations of the springfishes through 
competition for food and space, and by 
predation (Courtenay et al ms). All of 
these factors have combined to 
eliminate one Hiko White River 
springfish population and reduce the 
only remaining population to 
dangerously low numbers. The only 
population of White River springfish 
declined between 1965 and 1980, but has 
slightly rebounded since this time 
(Courtenay et al ms). This population, 
however, remains small and its occupied 
habitat is estimated as covering less 
than two acres. 

B. Overutilization for commercial 
recreational scientific or educational 
purposes. None apparent. 

C. Disease or predation. Wilson et al 
(1966) identified diseases affecting 
native springfish ( Crenichthys baileyi 
moapae ) and Moapa dace ( Moapa 
coriacea ) within the Moapa Valley of 
southern Nevada. These diseases are 
not naturally known within populations 
of native fishes, but are common among 
fishes frequently utilized by aquarists 
and introduced into Pahranagat Valley 
aquatic habitats.These diseases may be 
reducing viability and/or causing 
mortality within White River springfish 
and Hiko White River springfish 
populations. 

Predation has effected the demise of 
one Hiko White River springfish 
population. Williams and Wilde (1981) 
correlated the disappearance of this 
population with introduction of 
largemouth bass [Micropterus 
so I mo ides). 

D. The inadequacy of existing 
regulatory mechanisms. The State of 
Nevada lists the entire White River 
springfish species ( Crenichthys baileyi) 
as rare. However, this action does not 
provide habitat protection to the species 


on Federal land, or from federally 
funded or approved projects on private 
land. 

E. Other natural or manmade factors 
affecting their continued existence. The 
introduction of exotic organisms, 
particularly fishes, into springfish 
habitats has reduced or eliminated 
populations through competition for 
food and/or space, and by direct 
predation (Deacon 1979. Courtenay et al 
ms). 

The Service has carefully assessed the 
best scientific and commercial 
information available regarding the past, 
present, and future threats faced by 
these species in determining to make 
this rule final. Based on this evaluation, 
the preferred action is to list the White 
River springfish and Hiko White River 
springfish as endangered, each with 
critical habitat. Endangered status is 
appropriate because of the restricted 
and reduced range of these species. If 
not listed, the threats to these fishes and 
their remaining habitat could cause the 
extinction of both species. Thus, 
endangered status is appropriate at this 
time. An explanation of the critical 
habitat designation is presented in the 
“Critical Habitat" section of this rule. 

Critical Habitat 

Critical habitat, as defined by Section 
3 of the Act means: (i) The specific areas 
within the geographical area occupied 
by a species, at the time it is listed in 
accordance with the Act. on which are 
found those physical or biological 
features (1) essential to the conservation 
of the species and (II) that may require 
special management considerations or 
protection, and (ii) specific areas outside 
the geographical area occupied by a 
species at the time it is listed, upon a 
determination that such areas are 
essential for the conservation of the 
species. 

Section 4(a)(3) of the Act requires that 
critical habitat be designated to the 
maximum extent prudent and 
determinable concurrently with the 
determination that a species is 
endangered or threatened. Critical 
habitat being designated for the White 
River springfish includes Ash Springs 
and its associated outflow in Pahranagat 
Valley, Lincoln County, Nevada. Critical 
habitat being designated for the Hiko 
White River springfish includes Crystal 
and Hiko Springs and their associated 
open outflows in Pahranagat Valley, 
Lincoln County, Nevada. Technical 
corrections have been made in the final 
rule to define accurately the location of 
Crystal Springs and associated outflows. 

The areas designated as critical 
habitat for these two species satisfy all 
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known criteria for their ecological, 
behavioral, and physiological 
requirements. The White River 
8pringfish still reproduces successfully 
in the source spring area of Ash Springs. 
The Hiko White River springfish, now 
extirpated from Hiko Spring, is known 
to occur only in Crystal Springs although 
its numbers there are reduced. 

The most critical elements to survival 
of the springfishes are the consistent 
quality and quantity of springflows. The 
critical habitats include the springs and 
associated outflows that are the only 
known habitats for these fishes. The 
critical habitats also include land areas 
immediately surrounding these aquatic 
habitats. These land areas provide 
vegetative cover that contributes to the 
uniform water conditions preferred by 
the springfishes and provides habitat for 
insects and other invertebrates which 
constitute a substantial portion of their 
diet. The maintenance of these riparian 
areas is essential to the conservation of 
the species. 

Section 4(b)(8) requires, for any 
proposed or final regulation that 
designates critical habitat, a brief 
description and evaluation of those 
activities (public or private) which may 
adversely modify such habitat or may 
be affected by such designation. 
Activities that may adversely affect the 
critical habitats of the White River 
springfish and Hiko White River 
springfish include pollution of the 
8pringwater, introduction of exotic 
species, excessive mining of water from 
nearby aquifers, and further physical 
modifications of Ash, Hiko, or Crystal 
Springs, such as channelization and 
diversion of springflows or clearing of 
the surrounding vegetation. 

Approximately 0.1 acre of proposed 
critical habitat for the White River 
springfish is located on land 
administered by the Bureau of Land 
Management (BLM). This area is within 
the Pahranagat East Grazing Allotment. 
If BLM determined that fencing was 
required to protect these springs and 
their flows, approximately 208-300 feet 
of fence would be required at a cost of 
$0.43 per linear foot, and would result in 
a decrease of 0.002 Animal Unit Months 
(AUMs). The cost of fencing would be 
approximately $129, and the loss of 
annual grazing fees from the reduction 
in AUMs would be less than $0.03. BLM 
is presently involved in minimal activity 
within the proposed critical habitat. 

BLM s planning process identifies that a 
Habitat Management Plan (HMP) and 
Recreational Management Plan (RMP) 
will be prepared for this area in the 
future. These management plans are 


expected to be compatible with the 
critical habitat designation. 

The remaining 11.9 acres of proposed 
critical habitat for the White River 
springfish consists of private land. Uses 
within this area include recreational 
swimming and grazing cattle on 
pastureland. There is no known 
involvement of Federal funds or permits 
for activities within this area. Present 
uses are considered suitable for 
conservation of this species. In addition, 
any conservation efforts by the private 
landowners would be voluntary. 

Approximately 7 acres of privately 
owned land are proposed as critical 
habitat for the Hiko White River 
springfish. There is no known 
involvement of Federal funds or permits 
for these private lands. Any 
conservation efforts by the private 
landowners would be voluntary. 

The Soil Conservation Service (SCS) 
of the U.S. Department of Agriculture 
has funded some irrigation projects in 
the Pahranagat Valley in the past, but 
there is little opportunity for additional 
SCS projects in the area. SCS has 
informed the Service that it does not 
anticipate any SCS projects that might 
affect or be affected by the critical 
habitat designation in the foreseeable 
future. 

Environmental and other benefits may 
accrue from the designations of critical 
habitat for the Hiko White River and 
White River springfishes. No 
quantifiable estimate of the magnitude 
of the environmental or other benefits 
that may accrue from the critical habitat 
designations, however, can be 
developed at this time. Difficulties in 
estimating these benefits stem from: (1) 
Uncertainties about the nature and 
extent of the possible additional 
protection for the two springfishes that 
might result from the critical habitat 
designations; and (2) difficulties 
inherent in developing units of measure 
that adequately represent the social 
value of identifying, protecting, and 
conserving critical habitat for these fish 
species. No estimate of the number of 
persons, entities, species, or ecosystems 
that will be spared adverse effects by 
these designations of critical habitat can 
be developed at this time. In addition, 
no measure of the reduction in risk of 
ecosystem and species loss could be 
developed, although such benefits may 
result from the critical habitat 
designations and may be substantial. 

Section 4(b)(2) of the Act requires the 
Service to consider economic and other 
impacts of designating a particular area 
as critical habitat. The Service has 
considered these critical habitat 
designations in light of the economic 


and other information obtained through 
the comment process and concludes that 
no adjustment of the proposed critical 
habitat is warranted. 

Available Conservation Measures 

Conservation measures provided to 
species listed as endangered or 
threatened under the Endangered 
Species Act include recognition, 
recovery actions, requirements for 
Federal protection, and prohibitions 
against certain practices. Recognition 
through listing encourages and results in 
conservation actions by Federal. State, 
and private agencies, groups and 
individuals. The Endangered Species 
Act provides for possible land 
acquisition and cooperation with the 
States and requires that recovery 
actions be carried out for all listed 
species. Such actions are initiated by the 
Service following listing. The protection 
required of Federal agencies and the 
prohibitions against taking and harm are 
discussed, in part, below. 

Section 7(a) of the act as amended, 
requires Federal agencies to evaluate 
their actions with respect to any species 
that is proposed or listed as endangered 
or threatened and with respect to its 
critical habitat, if any is designated. 
Regulations implementing this 
interagency cooperation provision of the 
Act are codified at 50 CFR Part 402 and 
are now under revision (see proposal at 
48 FR 29990, June 29,1983). Section 
7(a)(2) requires Federal agencies to 
ensure that activities they authorize, 
fund, or cany out are not likely to 
jeopardize the continued existence of a 
listed species or to destroy or adversely 
modify its critical habitat. If a Federal 
action may affect a listed species or its 
critical habitat, the responsible Federal 
agency must enter into formal 
consultation with the Service. With 
respect to the White River and Hiko 
White River springfishes, there are 
cunently no known Federal activities 
believed to be affected by the listing or 
designation of critical habitat. However, 
actions that may occur in the future 
have been outlined above in the 
‘’Critical Habitat” section of this rule. 

The Act and implementing regulations 
found at 50 CFR 17.21 set forth a series 
of general prohibitions and exceptions 
that apply to all endangered wildlife. 
These prohibitions, in part make it 
illegal for any person subject to the 
jurisdiction of the United States to take, 
import or export, ship in interstate 
commerce in the course of a commercial 
activity, or sell or offer for sale in 
interstate or foreign commerce any 
listed species. It also is illegal to 
possess, sell, deliver, carry, transport, or 
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ship any such wildlife that had been 
taken illegally. Certain exceptions apply 
to agents of the Service and State 
conservation agencies. 

Permits may be issued to carry out 
otherwise prohibited activities involving 
endangered wildlife species under 
certain circumstances. Regulations 
governing permits are at 50 CFR 17.22. 
Such permits are available for scientific 
purposes, to enhance the propagation or 
survival of the species, and/or for 
incidental take in connection which 
otherwise lawful activities. 

National Environmental Policy Act 

The Fish and Wildlife Service has 
determined that an Environmental 
Assessment, as defined under authority 
of the National Environmental Policy 
Act of I960, need not be prepared in 
connection with regulations adopted 
pursuant to section 4(a) of the 
Endangered Species Act of 1973, as 
amended. A notice outlining the 
Service's reasons for this determination 
was published in the Federal Register on 
October 25.1983 (48 FR 49244). 

Regulatory Flexibility Act and Executive 
Order 12291 

The Department of the Interior has 
determined that designation of critical 
habitat for these species will not 
constitute a major action under 
Executive Order 12291 and certifies that 
this designation will not have a 
significant economic effect on a 
substantial number of small entities 
under the Regulatory Flexibility Act (5 
U.S.C. 601 et seg.). 

Based on BLM's current management 
md proposed HMP and RMP, the 
absence of current or planned SCS 
projects, and the unquantifiable benefits 
that may result from the critical habitat 
designations, it is not expected that any 
significant economic or other impacts 
will result from the critical habitat 
designations on Federal land. In 


addition, there is no known involvement 
of Federal funds or permits for the 
private land proposed as critical habitat 
Therefore, no significant economic 
impacts are expected to result from the 
designation of critical habitat on either 
Federal or private lands. This 
determination is based on a 
Determination of Effects that is 
Available from the Regional Director, 
U.S. Fish and Wildlife Service, Suite 
1892, Lloyd 500 Building, 500 NE 
Multnomah Street. Portland. Oregon 
97232. 
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List of Subjects in 50 CFR Part 17 

Endangered and threatened wildlife, 
Fish. Marine mammals. Plants 
(agriculture). 

Regulations Promulgation 

PART 17—(AMENDED| 

Accordingly, Part 17, Subchapter B of 
Chapter I, Title 50 of the Code of Federal 
Regulations, is amended as set forth 
below: 

1. The authority citation for Part 17 
continues to read as follows: 

Authority: Pub. L 93-205.87 Slat. 884: Pub. 
L 94-359. 90 Slat. 911; Pub. L 95-632. 92 Slat. 
3751: Pub. L 96-159. 93 Stat. 1225; Pub. L 97- 
304. 98 Stat. 1411 (18 U.S.C. 1531 ct seq.). 

2. Amend § 17.11(h) by adding the 
following, in alphabetical order under 
“Fishes,"to the List of Endangered and 
Threatened Wildlife: 

$ 17.11 Endangered and threatened 
wildlife. 

• • • • • 
w • • • 


Sptcwt 

Common nom* 


Vwiobnt* 
poptilbon «r«r« 

or 

ttatttmd 


Whon 

Med 


Crttc* 


SpnngfUh. Hfco WM* R* 
Spnogfun, \NU» fW __ 


QwtctHfiyt bs+y pand* ___ USA (NV) . Erftm _ 

Onchttryt . . USA <NV) _ Enfar* _ 


t 

E 


206 17 9S<*) NA 
206 I7.*5<e) NA 
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3. Amend 5 17.95(e) by adding critical 
habitat for the Hiko White River 
springfish as follows: (The position of 
this entry under { 17.95(e) will follow 
the same alphabetical sequence as the 
species occurs in 5 17.11.) 

§ 17.95 Critical habitat-fish sod wildlife. 

(e) 

• • • • • 

Hiko White River Springfish (Crenichthys 
baileyi grandia). 

Nevada. Lincoln County. Each of the 
following springs and outflows plus 
surrounding land areas for a distance of 50 
feet from these springs and outflows: 

Hiko Spring and associated outflows 
within T4S. R60K. SW V« of NEV« Sec. 14 and 
NW V« of SEV^i Sec. 14. 

Crystal Springs and associated outflows 
within T5S, RGOE. all of NEV4 of Sec. 10 and 
NEV« of SEV4 Sec. 10. SWV« of NWW Sec. 11 
and NW% 0 fSWV 4 Sec.ll. 



Known constituent elements include 
warmwater springs and their outflows and 
surrounding land areas that provide 
vegetation for cover and habitat for insects 
and other invertebrates on which the species 
feeds. 

• • • • • 


4. Amend § 17.95(e) by adding critical 
habitat for the White River springfish as 
follows: (The position of this entry under 
S 17.95(e) will follow the same sequence 
as the species occurs in $ 17.11.) 

i 17.95 Critical habitat—fish and wildlife. 

• • • • • 

White River Springfish (Crenichthys baileyi 
baileyi). 

Nevada. Lincoln County. Ash Springs and 
associated outflows plus surrounding land 
areas for a distance of 50 feet from the 
springs and outflows within the following 
areas: T6S. R80E, EVi of Ett Sec. 1 and T6S. 
R81E. NWK of NWV4 Sec. 6. 



Known constituent elements include 
warmwater springs and their outflows and 
surrounding land areas that provide 
vegetation for cover and habitat or insects 
and other invertebrates on which the species 
feeds. 

• • • • • 

Dated: August 2Z 1985. 

P. Daniel Smith. 

Acting Deputy Assistant Secretary for Fish 
and Wildlife and Parks. 

[FR Doc. 85-23074 Filed 9-28-85; 8:45 amj 
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This section of the FEDERAL REGISTER 
contains notices to the public of the 
proposed issuance ol rules and 
regulations. The purpose of these notices 
is to give interested persons an 
opportunity to participate in the Me 
making poor to the adoption of the foal 
rules. 


DEPARTMENT OF AGRICULTURE 

Agricultural Stabilization and 
Conservation Service 

7 CFR Part 735 


I Arndt. No. 11 

Cotton Warehouses; Inspection Fees 

agency: Agricultural Stabilization and 
Conservation Service. USDA. 

action: Proposed rule. 


summary: This proposed rule would 
amend the regulations at 7 CFR Part 735 
relating to cotton warehouses licensed 
under the United States Warehouse Act. 

The intended effect of this rule is to: 

(1) Establish an annual warehouse fee to 
be paid by each cotton warehouse 
licensed under the United States 
Warehouse Act. (2) allow for 
examination of a warehouse upon the 
request of a license holder and provide a 
fee for that examination; (3) provide for 
an examination after license suspension 
and provide a fee therefor, and (4) 
provide for a charge for a tag check of 
the warehouse inventory whenever the 
Department determines such tag check 
is required to satisfactorily complete an 
examination of the warehouse. This rule 
is promulgated under the authority of 
the United States Warehouse Act, as 
amended. 

date; Written comments should be 
received on or before 30 days after 
publication in the Federal Register to 
assure consideration. 

address: Written comments on this 
proposed rule should be sent to Paul W. 

1“ ‘ng, Director. Warehouse Division, 
Room 5968-South Agriculture Building, 
Agricultural Stabilization and 
Conservation Service, P.O. Box 2415 . 
Department of Agriculture. Washington. 
D C 20013. 

*OR FURTHER INFORMATION CONTACT: 

I lurry [. Wishmire. 202-175-4028. 


SUPPLEMENTARY INFORMATION: 

Rulemaking Matters 

This proposed rule has been reviewed 
in conformity with Executive Order 
12291 and Departmental Regulation 
1512-1 and has been classified as "not 
major." This action docs not constitute a 
review as to the need, currency, darity. 
and effectiveness of these regulations 
under those procedures. The sunset 
review date established for these 
regulations is February 17.1908.' 

Everett Rank, Administrator. ASCS. 
has determined that this action is "not 
major" since implementation of the 
proposed rule will not result in: (a) An 
annual effect on the economy of $100 
million or more: (b) major increases in 
costs or prices for consumers, individual 
industries, federal. State or local 
government, or a geographic region: or 
(c) significant adverse effects on 
competition, employment, investment, 
productivity, innovation, or the ability of 
U.S. based enterprises to compete with 
foreign-based enterprises in domestic or 
export markets. 

The information collection 
requirements proposed by this rule wilt 
not become effective until they have 
been approved by the Office of 
Management and Budget In accordance 
with the Paperwork Reduction Act of 
1980. Such approval has been requested 
and Is under consideration. Comments 
concerning the information collection 
requirements contained in these 
proposed rules may be addressed to the 
Office of Information and Regulatory 
Affairs of OMB. Attention: Desk Officer. 
ASCS/USDA, Washington. D.C. 20503, 
Telephone (202) 395-7340. 

Everett Rank, Administrator, ASCS. 
has certified that this action will not 
have a significant economic impact on a 
substantial number of small entities as 
defined in the Regulatory Flexibility Act 
(5 U.S.C. 601 et seq.) because fi) the 
proposed fees will represent a minimal 
part of total operating expenses, (ii) the 
proposed fees will be proportionate to 
volume of business, and (iii) application 
for a license and use of the service is 
voluntary. Consequently, no regulatory 
flexibility analysis is required. 

It has been determined by an 
environmental evaluation that this 
action will have no significant adverse 
impact on the quality of the human 
environment, health, and safety. In 
addition, it will not adversely affect 
environmental factors such as wildlife 
habitat, water quality, or land use and 


appearance. Therefore, neither an 
Environmental Assessment nor an 
Environmental Impact Statement is 
needed. 

This action will not have a significant 
Impact specifically upon area and 
community development. Therefore, 
review as established by Executive 
Order 12372 was not used to assure that 
units of local government are informed 
of this action. 

Background 

The U.S. Warehouse Act (7 U.S.C. 241 
et seq.) (the "Act") provides for the 
licensing of warehousemen who apply 
to the Secretary of Agriculture and meet 
certain statutory and regulatory 
standards. The primary objectives of the 
Act are to: (l) Protect producers and 
others who store their property in public 
warehouses: (2) assure the integrity of 
warehouse receipts as documents of 
title, thereby facilitating trading of 
agricultural commodities in interstate 
commerce: and (3) set and maintain a 
standard for sound warehouse 
operations. 

These objectives have been attained 
by research and development of basic 
standards for good warehousing 
pa radices: original and continuing 
examinations of applicants and 
licensees: financial and bonding 
requirements: adn licensing and 
regulatory requirements. 

The Department's supervision of 
licensees has focused on examinations 
of subject warehouses. The Department 
conducts an examination of a 
warehouseman applying for a license in 
order to determine whether the 
warehouseman and the warehouse 
which is the subject of the license 
application meet the standards for 
licensing under the Act. The Department 
also conducts unannounced 
examinations of licensed warehouses to 
determine whether the warehouse and 
the warehouseman continue to meet 
these standards and whether the 
warehouseman is capable of fulfilling all 
of the obligations that may have been 
assumed as a licensee. 

The Omnibus Budget Reconciliation 
Act of 1981. Pub. I.. 97-35, amended 
section 10 of the Act (7 U.S.C. 251) to 
provide that "The Secretary of 
Agriculture, or the Secretary’s 
designated representative, shall charge, 
assess, and cause to be collected a 
reasonable fee for (1) each examination 
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or inspection of a warehouse (including 
the physical facilities and records 
thereof and the agricultural products 
therein) under this Act; (2) each license 
issued to any person to classify, inspect, 
grade, sample, or weigh agricultural 
products stored or to be stored under 
provisions of this Act: (3) each annual 
warehouse license issued to a 
warehouseman to conduct a warehouse 
under this Act: and (4) each warehouse 
license amended, modified, extended, or 
reinstated under this Act. Such fees 
shall cover, as nearly as practicable, the 
costs of providing such services and 
licenses, including administrative and 
supervisory costs.'* 

In addition, section 156(d) of the 
Omnibus Budget Reconciliation Act of 
1981 (95 Stat. 374). stated that 
"Notwithstanding any other provision of 
law. the Secretary shall take such action 
as may be necessary to insure that the 
. . . licensing and inspection 
procedures for cotton warehouses are 
preserved ....'* 

Accordingly, it has been determined 
that cotton warehousemen should be 
charged reasonable fees covering, as 
neurly as practicable, the costs to the 
Department of providing licenses and 
services in accordance with the Act, 
including applicable administrative and 
supervisory costs related to maintaining 
an effective program. After taking into 
account all available information, 
including comments received concerning 
fee proposals issued by the Department 
in 1981 und 1983, discussions with the 
cotton trade, and the fiscal situation 
expected to exist in fiscal year 1986, it 
has been determined that the imposition 
of reasonable charges and fees will not 
endanger the preservation of the 
licensing and inspection procedures for 
cotton warehouses. 

It has also been determined, based on 
discussions with the cotton trade and 
other information available to the 
Department, that the most acceptable 
and practicable method of assessing 
annual fees is the assessment of a fixed 
fee for all warehouses, together with a 
variable fee based on the number of 
receipted bales handled and the average 
volume of bales stored. 

Annual Fee 

Under the proposed rule, a 
warehouseman would be charged an 
annual fee for those warehouses for 
which the warehouseman has a license 
and for those warehouses for which the 
warehousemen has requested a license. 
The annual fee will be calculated to take 
into account the amount of storage 
activity at each warehouse. The 
proposed fee will equal the total of the 
following: 


(1) A fee of $200 for each warehouse 
to help offset certain fixed costs 
associated with maintaining licenses 
which do not tend to vary according to 
storage activity: 

(2) For each bale handled at the 
warehouse during the twelve months of 
the calendar year preceding assessment 
of the fee, a charge of 24 for each bale 
for which card type receipts have been 
issued or a charge of 54 for each bale for 
which paper type receipts have been 
issued, to cover the costs associated 
with tracking and accounting for each 
bale handled at the warehouse; and 

(3) A charge of 3c times the average of 
the number of bales in storage in the 
warehouse at the end of each month 
during the 12 months of the calendar 
year preceding assessment of the fee to 
offset the costs associated with the 
counting of bales that actually are in the 
warehouse at the time of the 
examination. 

The total proposed annual fee reflects 
several cost factors, including salaries, 
rents, miscellaneous overhead, and 
includes applicable administrative and 
supervisory costs. Approximately 75 
percent of the annual fee is directly 
related to the costs of conducting an 
examination of the warehouse. The 
remaining 25 percent reflects the costs 
of financial review and analysis, 
licensing and bonding, research and 
development, and other services. 

Examination Fees 

In addition, it has been determined 
that the fees for examinations currently 
provided for in 7 CFR 735.51 should be 
amended to more closely reflect actual 
costs incurred by the Department in 
connection with warehouse 
examinations, including examinations 
requested by the warehouseman and 
examinations conducted to determine 
whether a warehouseman's suspended 
license may be reinstated. 

Under the proposed rule the present 
fee for a reexamination of a warehouse 
for the purpose of amending an existing 
license will be maintained. Such an 
examination consists largely of 
examining warehouse facilities. 
Consequently, the fee will remain tied to 
the capacity of the warehouse. 

A warehouseman might request a 
warehouse examination in order to: (1) 
Meet requests or requirements of 
depositors or lending agencies. (2) 
determine the quantity or condition of 
cotton in store. (3) determine whether 
the quantity and quality of cotton in 
storage is sufficient to satisfy 
outstanding storage obligations, or (4) 
have an independent physical inventory 
coinciding with an end of fiscal year 
audit. 


Under the proposed rule a 
warehouseman would submit a written 
request for such an examination stating 
the purposes of the examination and 
agreeing to pay the prescribed fee. The 
Department would conduct the 
examination if it did not adversely 
affect its ability to meet program 
commitments. 

Since a requested examination will 
consist of only an onsite examination of 
the facility, the costs of providing such 
ao examination will equal 
approximately 75 percent of the annual 
warehouse fee. Therefore, the fee 
proposed for this service is 75 percent of 
the annual fee. 

If the Department has suspended a 
warehouseman's license because of 
deficiencies in operation and other 
violations of the applicable regulations 
by the warehouseman, the 
warehouseman may attain 
reinstatement of the warehouseman's 
license only if a reexamination of the 
warehouse has been made and the 
Department is assured that the 
deficiencies and violations have been 
corrected. 

Costs of an examination for 
reinstatement would be much the same 
as those for a requested examination, 
except that additional time must be 
devoted to verify and report on the 
correction of the deficiencies which 
resulted in the suspension, thus an 
increased fee would be required to 
cover all of the costs incurred. 
Therefore, the proposed fee for a 
reinstatement examination is equal to 
100 percent of the annual fee. The fee for 
a reinstatement examination will not be 
assessed the warehouseman if the 
Department determines, after an 
opportunity for hearing, that the license 
suspension was unjustified. 

Tag Check Fee 

Cotton is usually stored on an identity 
preserved basis, a warehouse receipt 
being issued for each individual bale 
received into storage, each bale having a 
visible and accessible tag. and arranged 
in storage so as to permit an accurate 
inventory check. The Department has 
had a policy of locating and verifying 
against the warehouse receipt each bale 
of cotton in the warehouse (commonly 
called a tag check). 

Since costs for tag checks are very 
high, the Department proposes to accept 
a bale count as evidence that the 
warehouseman is meeting inventory 
requirements, provided that the bale 
count meets acceptable tolerances and 
does not otherwise indicate stock 
deficiencies or other adverse storage 
conditions. A tolerance of Mi of 1 









Federal Register / Vol. 50. No. 166 / Friday. September 27. 1065 / Proposed Rules 39131 


percent of the total number of bales 
which should be in the warehouse to 
support all storage and non-storage 
obligations, according to the examiner's 
determination, has been determined to 
be acceptable. If a bale count is not 
withm this tolerance or an examiner 
discovers stock discrepancies or other 
adverse conditions, the Department will 
conduct a complete tag check. 

The cost of the tag check will be 
assessed to the warehouseman at the 
rate of 10 cents per bale checked. This 
represents the additional costs to the 
Department for a tag check examination 
us opposed to a bale count. 

There will be no charge to a 
warehouseman when the Department 
makes a tag check for purposes of losses 
or damage or potential losses or damage 
from fire, floods or other situations 
where the Department considers the 
examination information necessary to 
protect the integrity of the program. 

Pu\ meats of Commodity Credit 
Corporation. 

The Commodity Credit Corporation 
(CCC) owns or has an interest in 
considerable quantities of cotton stored 
in federally licensed warehouses. The 
examination of such warehouses 
protects the interest of CCC and makes 
CCC a major beneficiary of the program. 
For this reason it is proposed, as is done 
presently with other agricultural 
commodities* that if CCC shares in the 
costs of the examination program at a 
warehouse, the applicable fees to be 
charged will be reduced to that 
warehouseman by the amount CCC 
pays. CCC will share the cost of the 
unnual fee but CCC will not share in the 
cost of any examination for a license 
amendment, requested examination, 
reinstatement examination, or tag check. 

Fee Payment 

It is also proposed to amend S 735.52 
to require that a warehouseman pay the 
annual fee on or before October 1 each 
year and that fees for other types of 
examinations be paid before the 
examination is made. Fees for lag 
checks must be paid within 15 days of 
the tag check. Failure to pay any 
prescribed fees shall be grounds for 
revoking a warehouseman's license. 

Recordkeeping Requirements 

A warehouseman's records should 
include information as to (1) how many 
what bates of cotton are in the 
warehouse (i.e„ in licensed space) at 
dny given time, and (2) how many and 
what bales should be in the warehouse 
to support outstanding warehouse 
receipts and all other storage or non¬ 
storage obligations. Presently, pursuant 


to 7 CFR 735.34. each licensed 
warehouseman is required to make 
reports as requested by the 
Administrator. Pursuant to that section, 
each warehouseman will be asked to 
provide annually the number of bales 
handled during the year and the number 
of bales in storage at the end of each 
month during the preceding calendar 
year. This information will serve as the 
basis for determining the annual fee. 
Although warehousemen will be 
affected by the proposed changes in 
terms of recordkeeping, no amendment 
is necessary to 7 CFR 735.34. 

List of Subjects in 7 CFR Part 735 

Administrative practice and 
procedure. Cotton. Reporting and 
recordkeeping requirements. Fees, 
Warehouses. 

Accordingly, it is proposed to amend 7 
CFR Part 735 as follows: 

PART 735—COTTON WAREHOUSES 

1. The authority citation for 7 CFR 
Part 735 continues to read as follows: 

Authority: Sec. 28. 39 Slot. 490 (7 U S.C 
268). 

2. Section 735.51 is revised to read as 
follows: 

§ 735.51 Warehouse Inspection Fees. 

(a)(1) There shall be charged and 
collected from each warehouseman, for 
each warehouse licensed under the Act 
or for each warehouse for which the 
warehouseman is applying for a license 
under the Act. an annual fee equal to the 
total of: 

(1) A fixed charge of $200; 

(ii) A charge of 2t a bale for each bole 
handled at the warehouse during the 
preceding calendar year and for which 
card type warehouse receipts have been 
issued or are subject to issue, or a 
charge of 5C a bale for each bale 
handled at the warehouse during the 
preceding calendar year and for which 
paper warehouse receipts have been 
issued or are subject to issue; and 

fiii) A charge of 3< per bale for the 
average of the number of bales in store 
at the warehouse at the end of each 
month during the preceding calendar 
year. 

(2) There shall be charged and 
collected from each warehouseman, for 
an amendment to an existing license 
under the Act, an examination fee 
computed at the rate of $50 for each 
1.000 bales of added storage capacity, or 
fraction thereof, as determined by the 
Secretary, but not less than $100 nor 
more than $1,000; 

(3) There shall be charged and 
collected from each warehouseman* for 
any examination of a licensed 


warehouse conducted by the 
Department at the request of the 
warehouseman, an examination fee 
equal to 75% of the fee provided for in 
subsection (a)(1). A request for such 
examination must be made in writing to 
the Department by the warehouseman 
and must state the purposes of the 
examination. 

(4) There shall be charged and 
collected from each warehouseman, for 
each warehouse for which the license 
has been suspended by the Department, 
a fee equal to 100% of the fee provided 
for in subsection (a)(1) for any 
examination of such warehouse 
conducted by the Department for the 
purpose of determining whether the 
warehouseman's license should he 
reinstated. The charge for the 
examination will be made unless the 
Department determines after an 
opportunity for hearing that the 
suspension was unjustified. 

(b) A tag check fee of 10* per bale 
checked will be charged by the 
Department for any warehouse for 
which the warehouseman is applying for 
a license under the Act and for any 
licensed warehouse whenever the 
Department determined that a tag check 
of the bales stored in a licensed 
warehouse is warranted. A tag check of 
the licensed warehouse shall be deemed 
to be warranted whenever the 
examiner's bale count is not within Vfc of 
one percent of the total number of bales 
which should be in the warehouse as 
determined from the warehouseman's 
total of receipted and not receipted 
obligations. 

(c) Any fes provided for by this 
section will be reduced by the amount 
paid by the Commodity Credit 
Corporation with respect to such fee. 

3. Section 735,52 is revised to read as 
follows: 

§ 735.52 Payment of Fees. 

(a) Fees for each original 
warehouseman's license and for each 
amended, modified, extended, 
reinstated, or duplicate warehouseman's 
license and for each license or 
amendment issued to any person to 
classify, sample, or weigh cotton must 
be paid upon application for such 
license. 

(b) (1) A warehouseman who has a 
license under the Act must pay the 
annual fee for each licensed warehouse 
on or before October 1 of each year. 

(2) A ware houseman applying for a 
license under the Act must pay the 
annual fee upon application for the 
license. 
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(3) A warehouseman must pay any 
examination fees in advance of the date 
such examination is scheduled. 

(4) Charges for a tag check conducted 
by the Department shall be due and 
payable upon completion of the tag 
check and must be paid no later than 
fifteen days following completion of the 
tag check. 

(c) Failure of a warehouseman to puy 
any fees provided for in this part shall 
be a basis for suspension and 
revocation of such warehouseman's 
license. 

(d) All fee6 and charges provided for 
by this part shall be paid to the 
'‘Agricultural Stabilization and 
Conservation Service, USDA'\ 

Signed at Washington. D.C. on September 
23.1985. 

Everett Rank. 

Administrator. Agricultural Stabilization and 
Conservation Sen ice. 

|FR Doc. 85-23182 Filed 0-2Q-85: 8:45 um| 

Billing COOC 


Agricultural Marketing Service 
7 CFR Part 907 

Navel Oranges Grown in Arizona and 
Designated Part of California 

agency: Agricultural Marketing Service, 
USDA. 

action: Notice of Marketing Policy. 

summary: This notice sets forth a 
summary of the 1985-86 marketing 
policy for navel oranges grown in 
Arizona and designated part of 
California. The marketing policy was 
submitted by the Navel Orange 
Administrative Committee which 
functions under the marketing order 
covering Califomia-Arizona navel 
oranges. The marketing policy contains 
information on crop and market 
prospects for the 1985-86 season. 
date: Written suggestions, views, or 
pertinent information relating to the 
marketing of the 1985-86 California- 
Arizona navel orange crop will be 
considered if received by October 11, 
1985. 

address: Interested persons are invited 
to submit written statements in 
duplicate to: Docket Clerk, Room 2069- 
S, F&V, AMS, U.S. Department of 
Agriculture. Washington, DC 20250. 

Such submissions should reference the 
date and page number of the Federal 
Register and will be made available for 
public inspection in the office of the 
Docket Clerk during regular business 
hours. 


FOR FURTHER INFORMATION CONTACT: 

William |. Doyle. Chief. Fruit Branch, 
FftV. AMS. USDA, Washington. DC 
20250, telephone (202)447-5975. Growers 
and handlers of navel oranges may 
obtain a copy of the marketing policy 
directly from the Navel Orange 
Administrative Committee. Copies of the 
marketing policy are also available from 
Mr. Doyle. 

SUPPLEMENTARY information: Pursuant 
to S 907.50 of the marketing order 
covering navel oranges grown in 
Arizona and designated part of 
California the Nave! Orange 
Administrative Committee, hereinafter 
referred to as the "committee", Is 
required to submit a marketing policy to 
the Secretary prior to recommending 
regulations for the ensuing season. The 
order authorizes volume and size 
regulations applicable to fresh 
shipments of navel oranges to domestic 
markets including Canada. Export 
shipments of oranges and oranges 
utilized in the production of processed 
orange products are not regulated under 
the order. 

The committee has adopted a 
marketing policy for the 1985-88 
marketing season. The marketing policy 
is intended to inform the Secretary and 
persons in the industry of the 
committees's plans for recommending 
regulation of shipments during the 
marketing season and the basis therefor. 
The committee evaluates market 
conditions and makes recommendations 
to the Secretary as to the quantity of 
navel oranges that can be shipped each 
week to domestic outlets without 
disrupting markets. Under certain 
conditions, the committee may 
recommend size regulations applicable 
to fresh domestic shipments. 

In its 1985-88 marketing policy, the 
committee projected the Califomia- 
Arizona navel orange crop at 57.700 cars 
(1.000 cartons at 37& pounds net weight 
each). I^ast year's production was 
slightly less at 54,232 cars. In District 1. 
Central California, the committee has 
estimated the crop at 49.300 cars, 
compared to 44.432 cars produced a year 
ago. In District 2, Southern California, 
the crop is expected to be 7.300 cars, 
compared to 8,514 cars produced in 
1984-85. In District 3, Arizona-Califomia 
desert valley, the revised crop estimate 
is 500 cars compared to 840 cars in 1984- 
85. In District 4. Northern California, a 
400 car crop is projected compared to 
448 cars last year. 

It is expected that orange sizes will be 
larger than last year on the average. 

Fruit quality shipped to the domestic 
market is expected to be good to 
excellent. 


The committee estimates that 
shipments to domestic fresh market 
outlets, including Conadu, will account 
for 42,000 cars. Last year a total of 
41.319 cars were shipped to domestic 
markets. Fresh export shipments are 
expected to total 5.500 cars compared to 
5.337 cars last year. Processing and 
other disposition is forecast at 10.200 
cars compared to 7.576 cars last year. 

Based on current projections, 
shipments arc expected to begin in late* 
October and finish in June. The 
committee has adopted a schedule of 
estimated weekly shipments during the 
1985-88 season. 

The committee reports that the Florida 
round orange production will be 212.000 
cars, about two percent greater than last 
year. In Texas, following severe freeze 
damage in 1983. orange production for 
1985-86 season is expected to be 1040 
cars. Production of apples is estimated 
at 197.3 million bushels in 1985-86 
compared to 192.2 million bushels in 
1984-85. Winter pear production is 
estimated at 7.4 million bushels in 1985- 
BO compared to 8.1 million bushels last 
year. General economic conditions are 
expected to continue to be favorable 
during 1985-86. 

In addition, the committee proposes to 
promote flexibility in marketing order 
operations by: (1) Recommending 
weekly volume regulations to cover two 
consecutive one-week periods and (2) 
recommending open movement for a 
prorate district when 85 percent of the 
crop in that district has been shipped 
Both of those actions were initiated 
during the 1983-84 season. 

Based upon information now 
available, the committee reports that the 
season f.o.b. equivalent parity price for 
fresh Califomia-Arizona navel orange 
(under Marketing Order No. 907) is 
projected at $8.49 per carton as 
compared to S7.60 for the 1984-85 
season. 

As additional information on this 
price relationship becomes available, it 
will be reviewed by the Department of 
Agriculture in the light of program 
requirements and the provisions of the 
Agricultural Marketing Agreement Act 
of 1937, as amended. 

In order to provide for public input, 
the Department will accept written 
views and information pertinent to the 
proposed marketing policy and the need 
for. or level of, regulation for the 1985-86 
season. 

Publication of this summary of the 
marketing policy does not create any 
legal obligations or rights, either 
substantive or procedural. 
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List of Subjects in 7 CFR Pari 907 

Marketing agreements and orders. 
California. Arizona, Oranges (Navel). 

1. The Authority citation for 7 CFR 
Part 907 continues to read: 

Authority: Sec*. 1-19. 4-8 Slat. 31. o* 

.tmended: 7 U.S.C. 601-674 ) 

Dated: September 25. 1985. 

Thomas R. Clark. 

Director. Frail and Vegetable 
Division, Agricultural Marketing Service. 
|FR Doc, 85-23275 Filed 9-26-85; &4S am| 

BILUNG COOE J410-07-M 


7 CFR Parts 1006,1007, 1011, 1012, 
1013, 1046, 1093, 1094. 1096. 1097. 
1098 and 1099 

I Docket Nos. AO-366-A25-R01. et at.) 

Milk in the Georgia and Certain Other 
Marketing Areas; Reopened Hearing 
on Proposed Amendments to 
Tentative Marketing Agreements and 
Orders and Termination of Proposed 
Termination of Proceeding on 
Proposed Amendments to Tentative 
Marketing Agreements and Orders 


T 
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»0W Paducah Kentucky 
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agency: Agricultural Marketing Service, 

USDA. 

action: Notice of reopened public 
hearing on proposed rulemaking and 
termination of prop osed termination. 

summary: This action reopens a hearing 
on proposals to increase Class I milk 
prices under 12 southeastern Federal 
milk marketing orders and terminates a 
proposed termination of proceeding 
regarding such proposals. At the request 
of Dairymen, Inc., a public hearing was 
held June 25-28,1905. to consider the 
proposals by Dairymen. Inc., to increase 
Class I price differentials. The transcript 
of the hearing in its current state is 
missing approximately two-thirds of the 
third day's testimony and one-third of 
the testimony on the fourth day of the 
hearing. The hearing is being reopened 
to obtain a transcript that can be 
certified as a complete record of the 
testimony concerning the economic and 
marketing conditions that relate to any 


of the proposals set forth in the original 
notice of hearing that was issued Mav 
24, 1985 (50 FR 23021). 
date: The reopened hearing will 
convene at 9:30 a.m., local time, on 
October 2.1985. 

address: The reopened hearing will be 
held at the Ramada Hotel. Capital Plaza. 
450 Capitol Avenue. SE., Atlanta. 

Georgia 3031 Z 

FOR FURTHER INFORMATION CONTACT: 

Robert F. Groene, Marketing Specialist, 
Dairy Division. Agricultural Marketing 
Service. U.S. Department of Agriculture, 
Washington. D.C. 20250. (202) 447-2089. 
SUPPLEMENTARY INFORMATION: This 
administrative action is governed by the 
provisions of sections 556 and 557 of 
Title 5 of the United States Code and, 
therefore, is excluded from the 
requirements of Executive Order 12291. 

A notice was issued on May 24.1985 
(50 FR 23021). giving notice of a public . 
hearing to be held at the Ramada Hotel. 
Capital Plaza, 450 Capitol Avenue. SE.. 
Atlanta, Georgia 30312, beginning at 9:30 
a.m.. local time, on June 25.1985, with 
respect to proposed amendments to 12 
southeastern Federal milk marketing 
orders. The transcript of the hearing was 
incomplete in that portions of the third 
and fourth day’s testimony were 
missing. As a result of the delay in 
receipt of the complete transcript, the 
Department was able to take notice of 
more current market information and, on 
August 10, 1985 (50 FR 33761). sought 
comments on a proposal to terminate 
the rulemaking. Upon consideration of 
the comments received it is determined 
that the hearing should be reopened. 

Notice is hereby given, pursuant to the 
rules of practice applicable to such 
proceedings (7 CFR Part 900), that the 
said hearing is being reopened at the 
Ramada Hotel. Capital Plaza, 450 
Capitol Avenue. SE.. Atlanta. Georgia 
30312 (404) 688-1900, beginning at 9:30 
a.m., local time, on October 2,1985. The 
purpose of the reopened hearing is to 
obtain a transcript that can be certified 
as a complete record of the initial 
hearing. Also, additional evidence will 
be received concerning economic and 
marketing conditions that have 
developed subsequent to the dose of the 
formal hearing and that relate to any of 
the proposals set forth in the original 
notice of hearing issued May 24.1985 (50 
FR 23021). 

This action also terminates a 
proposed termination of proceeding that 
was issued by the Department on 
August 16.1985 (50 FR 33761). On the 
basis of comments received in response 
to the proposed termination, it is hereby 
determined that the hearing should be 
reopened. Dairymen. Inc., stated that 


“an incomplete record, due to court 
report error or some other reason, is no 
grounds for termination of the 
proceedings. The Department should 
reopen the hearing at the earliest 
possible date to retake missing 
testimony to obtain a transcript that can 
be certified as a complete record of the 
hearing testimony. An incomplete 
record, due to court reporter error, is no 
basis for determining that the proposed 
amendments to the orders are not 
justified." In addition, the Department 
has concluded that the reopened hearing 
will allow a full discussion of economic 
and marketing conditions relative to the 
proposals under consideration which 
have come to the attention of the 
Department since the hearing closed. 
Accordingly, pursuant to the provisions 
of the Agricultural Marketing Agreement 
Act of 1937, as amended (7 U.S.C. 601 et 
seq.). the proposed termination of 
proceeding should be and is hereby 
terminated. 

Prior documents in this proceeding: 

Notice of Hearing: Issued May 24, 

1985. published May 30,1985 (50 FR 
23021). 

Extensions of Time for Filing Briefs: 
Issued July 18,1985: Issued August 1, 
1985. 

Proposed Termination of Proceeding: 
Issued August 16,1985; published 
August 21.1985 (50 FR 33761). 

list of Subjects in 7 CFR Parts 1006, 
1007,1011,1012.1013,1046,1093,1094. 
1096, 1097, 1098. and 1099 

Milk marketing orders. Milk, Dairy 
products. 

Authority: Sec*. 1-19. 48 Stat. 31. as 
amended (7 U.S.C 601-674). 

Signed at Washington. D.C., on: September 
25.1985. 

William T. Manley. 

Deputy Administrator. Marketing Programs. 
|FR Doc. 85-23252 Filed 9-20-85; 8:45 am| 

BILLING COOC MUM)?-* 


COMMODITY FUTURES TRADING 
COMMISSION 

17 CFR Parts 1,33 and 190 

Amendments to Minimum Financial 
and Related Requirements for Futures 
Commission Merchants and 
Introducing Brokers, Contract Markets 
and Clearing Associations; Default; 
Bankruptcy, and Commodity Options; 
Margin 

agency: Commodity Futures Trading 
Commission. 

action: Extension of comment period. 
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summary: On August S. 198S. the 
Commodity Futures Trading 
CommiSsSion (“Commission”) published 
in the Federal Register (1) proposed 
amendments to the minimum financial 
and related requirements for futures 
commission merchants and introducing 
brokers (50 FR 31612): (2) proposed 
options margin guidelines (50 FR 3162S); 
and (3) an advance notice of proposed 
rulemaking regarding the transfer of 
liquidation of open commodity contracts 
carried by a clearing member futures 
commission merchant which has 
defaulted on a margin obligation. (50 FR 
31623). By letters dated August 28, and 
August 29,1965, two exchanges 
requested a sixty-day extension of the 
comment period on certain of the 
matters published for comment. As one 
reason for the extension, both 
exchanges stated that they and other 
exchanges, among others, were 
analyzing a proposal for a futures-style 
margining system for commodity options 
and that a final recommendation would 
not be forthcoming until after the 
expiration of the present comment 
period for the proposed options margin 
guidelines. 

In this regard, the Commission notes 
that a proposal on margin rule generally 
for exchange-traded options has been 
open since March 9.1985. and that such 
a proposal deals with significant issues 
which are not presented by the 
proposed guidelines. The Commission, 
of course, will receive any pertinent 
comments in this regard, but may 
choose to treat these matters separately 
and to take final action on the proposed 
guidelines prior to addressing any 
recommendation made by commenters 
on a futures-style margining system for 
commodity options. Similarly, 
commenters should address specifically 
the financial rules proposed. Although 
general comments on the Commission’s 
existing capital requirements will of 
course be considered, they also may be 
considered separately al a later date. 

Nonetheless, in order to ensure that 
all affected parties have an opportunity 
to comment on the Commission's 
proposals, the Commission has 
concluded to grant an extension of the 
comment period, although for a shorter 
period of time. Accordingly, the 
Commission has determined to grant a 
thirty day extension of the comment 
period on each of the above-referenced 
matters. For the reasons set forth above, 
the Commission would not expect to 
grunt any further requests for extension 
of the comment period on any of the 
foregoing matters. 

dates: Notice is hereby given that all 
comments on the proposed options 


margin guidelines (50 FR 31625. August 
5.1985) must be submitted by October 4, 
1965 and all comments on the proposed 
amendments to minimum financial and 
related requirements for futures 
commission merchants and introducing 
brokers (50 FR 31612. August 5.1985) 
and the advance notice of proposed 
rulemaking regarding the liquidation or 
transfer of open commodity positions 
carried by a defaulting clearing member 
futures commission merchant (50 FR 
31623, August 5.1965) must be submitted 
by November 4,1965. 

FOR FURTHER INFORMATION CONTACT: 

Kevin M. Foley, Chief Counsel, or 
Lawrence B. Patent, Associate Chief 
Counsel Division of trading and 
Markets. Commodity Futures Trading 
Commission, 2033 K Street NW„ 
Washington DC 20S81. Telephone: (202) 
254-8955 

• Issued in Washington, D.G on September 
24 . 1963 . by the Commission, 
jeon A. Webb. 

Secretary to /he Commission. 

|FR Doc- 85-23087 Filed 9-26-43; 845 am) 
sauna coot sssi-oi-n 


DEPARTMENT OF ENERGY 

Federal Energy Regulatory 
Commission 

18CFR Part 116 

I Docfcet No. RM83-39-0001 

Electric Utilities (Federal Power Act); 
List of Property for Use In the 
Accounting for the Addition and 
Retirement of Reactor Plant 
Equipment 

September 24, 1985. 

agency: Federal Energy Regulatory 
Commission. Energy. 

action: Notice of Proposed Rulemaking. 


summary: The Federal Energy 
Regulatory Commission (Commission) 
proposes to revise its regulations at 18 
CFR Part 118. -Units of Property for Use 
in Accounting for Additions and 
Retirements of Electric Plant.” by 
codifying a list of retirement units of 
property in Account 322. “Reactor Plant 
Equipment.” The Commission is 
establishing the list to promote proper 
and uniform recordkeeping by utilities to 
account for the addition and retirement 
of reactor plant equipment. The 
Commission is also proposing to make 
certain minor, technical amendments to 
Instruction 6 of Part 118. 


date: Written comments must be 
received by the Commission by 
November 2a 1985. 
address: Federal Energy Regulatory 
Commission. 825 North Capitol Street 
NF... Washington. DC 20426. 

FOR FURTHER INFORMATION CONTACT: 
Kasha Ciaglo, Office of the General 
Counsel. Federal Energy Regulatory 
Commission, 825 North Capitol Street, 
NE. Washington. DC 20426, (202) 357- 
8465. 

I. Introduction 

The Federal Energy Regulatory* * 
Commission (Commission) is proposing 
to amend its regulations at 18 CFR Part 
116. “Units of Property for Use in 
Accounting for Additions and 
Retirements of Electric Plant” by 
codifying a list of retirement units of 
property in Account 322. “Reactor Plant 
EquipmenL” 1 The list would be required 
to be used by utilities owning nuclear 
facilities to classify certain reactor plant 
equipment as “retirement units” for 
accounting purposes. The list would 
replace the current guidelines in 
Account 322 which allow utilities to 
submit their own list of retirement units 
to the Com^l^ssion. , The Commission 
has found that the lists developed by 
some utilities under the current 
guidelines are inconsistent with other 
classifications of the same items of 
property or are overly general 
designations of property. Therefore, the 
Commission proposes a specific list of 
retire m e n t units to provide a minimum 
standard for utilities to use when they 
record the addition and retirement of 
reactor plant equipment. 

II. Background 

The Commission defines “retirement 
units'* as “those items of electric plant 
which, when retired, with or without 
replacement are accounted for by 
crediting the book cost thereof to the 
electric plant account in which 
Included.’* (18 CFR Part 101. Definition 
32.) In contrast, ’’minor items of 
property” are ”the associated parts or 
items of which retirement units arc 


1 The CofuM^on may rvqvitt n list of units, of 
property ooder its accounting authority in section 
:ti»l ul the h-ik r.W IWer Act IS U.&C. 8ZS (MUM 
S*oce 1H37. the Commission, or its predecessor. the 
Federal Power Commission, ha* required a list of 
units of property under the Uniform System of 
Account*. See Order No. 45c 2 FD171. (am^ry 2A 
MOT Smcr I68L a list uf retirement units for reuoif.' 
plan! equipment has been required. Smr Order Mu 
ZlS. 28 FR S.SB7. October 21.1W1. 

* Aromsvn 322 provide* that a shall 

adopt such IM of retirement units deemed 
appropriate for render piunt equipment in h tmnn y 
urith proscribed retirement units fur other ncumM*. 
and file u copy of Midi u rettrotiutfit units list *irh 
I he ** 
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composed/' (18 CFR Part 101, Definition 
18.) The distinction between retirement 
units and the minor items of property of 
which retirement units are composed is 
necessary for determining how the cost 
of these properties is recorded on the 
books and records of the company. 
Ultimately, this distinction is useful in 
considering the appropriate cost of 
service treatment for particular property 
or expenses. 

The Commission has found that the 
current general guidelines in Account 
322 are not adequate for Commission 
accounting purposes. For example, 
certain utilities have classified a 
particular item of property as a 
retirement unit in one Commission filing 
and as a minor item of property in 
another filing. Certain utilities have also 
filed lists of retirement units that are too 
general for Commission accounting 
needs. 

III. Discussion 

To promote greater consistency and 
specificity in accounting for this 
equipment, the Commission has 
developed the proposed list as a 
minimum requirement for utilities to use 
in classifying reactor plant equipment as 
retirement units. The list was developed 
based on the Commission's experience 
in collecting and analyzing such data 
and is consistent with the types of lists 
that the Commission has developed for 
other accounts. Consistent with current 
practice under existing regulations, 
utilities can continue to add items to the 
list of retirement units in Account 322. if 
such items are both relatively costly and 
not an integral part of a larger 
retirement unit.* In addition, utilities 
may continue to account for new or 
replaced minor items of property in the 
same manner as retirement units if these 
items result in a substantial addition to 
or betterment of the plant. * 1 2 3 4 * 


’ tft D‘K Part 110, Instruction 4. 

• In IS CFR Part 101, Uniform System of 
Account Prescribed for Public. Utilities and 
Uronsets Subject to the Provision* of the Federal 
l\)»rr Ar4.‘* Instruction 10.C of "Electric Plant 
ln>iruflio«r provides that: The uddiHon and 
'•'orement of minor Hem* of property shall In* 
accounted for ««follows: 

til When u minor Hem of property which iImJ not 
MievnruUy exist (« edited to plant, the coat thereof 
iMI be accounted for in live same manner as for the 
addition of a retirement unit.. . . if 41 substantial 
addition results, otherwise the charge shall !>e to the 

• Ppn>prtatr maintenance expense account 

. 

)3) Whim a minor item of depreciable properly it 
'••placed independently of the retirement unit of 
"Mih It is » part, the cost of replacement shall tie 
»n-.rjted lo the maintenance account appropriate for 
he dam. except that if the replacement effects a 

IT c “f 1 brl,, * fmrn » |Hit pnmary aim of which <• 
'•1 make the property affected mure useful, mom 
' I'** lent of treater durability, or of greater 

• .'.M4,U> the »>\o>g V rust of the replacement over 

r ^hnatiHl cost at current priori of repW.itig 


The Commission notes that moat 
utilities already provide information that 
generally satisfies the requirements of 
the proposed rule, and submit lists of 
retirement units that are more detailed 
than the one proposed here. However, a 
few utilities may have to revise parts of 
the lists that they currently use in order 
to conform to the Commission's 
proposal. Any such revision should not 
result in a significant burden to the 
affected utilities, either in time or 
expense. Moreover, the Commission 
believes that any burden would be 
outweighed by the benefits to the 
Commission and to the utilities of 
having a standardized minimum list that 
applies to all nuclear reactor plants. In 
addition, because the rule is merely a 
codification of existing, accepted 
accounting practice, it should have no 
direct effect on utility rates. 

IV. Summary of Proposed Changes 

This notice proposes to replace the 
general guidelines in Account 322 with a 
definitive list of retirement units for 
reactor plant equipment. The list is 
divided under three headings: boiling 
water reactor, pressurized water 
reactor, and high temperature gas 
reactor. As with lists of retirement units 
in other accounts, and subject to the 
same limitations, the list is a minimum 
requirement upon which the utility may 
expand by including new items or items 
that it currently classifies as retirement 
units under its own system.* 

The proposed list of reactor plant 
equipment corresponds to the format of 
the retirement units and instructions 
prescribed for other accounts in Part 
116. Upon adoption of this proposed list, 
utilities would no longer be required to 
develop and file with the Commission 
their own list of retirement units for 
Account 322. 

The Commission also proposes two 
non-substantive amendments to 
Instruction 6 in Part 118: (1) 
Redesignating items (a) through (q) as 
items (1) through (17) to be consistent 
with the corresponding list of general 
retirement units for ga9 plants,* and (2) 
revising the newly designated item (11) 
by deleting the term “(non-nuclear)" 
from the description of plant piping, 
because this provision applies to both 
nuclear and non-nuclear equipment. 

V. Paperwork Reduction Act Statement 

The Paperwork Reduction Act (PRA) 
(44 U.S.C. 3501-3520 (1982)) and the 
Office of Management and Budget's 


with4>ul Iwiieuncnt sti.ill In-charged to the 
appropriate electric plant oiTount 

4 St># tuprth notes 3 and 4 and accompany m3 text. 
4 IS CFR Rart 21 ft, Instruction 4 


(OMB) regulations at 5 CFR 1320.12 
(1984) require that OMB approve certain 
information collection and 
recordkeeping requirements imposed by 
an agency. The list of retirement units 
proposed for Account 322 is being 
submitted to OMB for its review. 
Interested persons can obtain 
information on the recordkeeping 
requirements by contacting the Federal 
Energy Regulatory Commission, 825 
North Capitol Street NE.. Washington, 
DC 20426 (Attention: Kasha Ciaglo (202) 
357-8465). Comments on the 
recordkeeping requirements can be sent 
lo the Office of Information and 
Regulatory Affairs of OMB (Attention: 
Desk Officer for the Federal Energy 
Regulatory Commission). 

VI. Regulatory Flexibility Act 
Certification 

The Regulatory Flexibility Act (RFA) 5 
U.S.C. 601-812 (1982) requires agencies 
to prepare certain statements, 
descriptions, and analyses of proposed 
rules that will have a “significant 
economic impact on a substantial 
number of small entities." The 
Commission is not required to make 
such analyses if a rule would not have 
such an impact. 

The Commission does not believe that 
this rule will have such an impact on 
small entities. The proposed rule 
establishes a standard list of retirement 
units of nuclear reactor equipment 
owned by utilities. Most utilities do not 
fall within the RFA's definition of small 
entity. 7 In addition, those utilities that 
independently own nuclear facilities are 
all classified as “major utilities" under 
the Commission's uniform System of 
Accounts.*Moreover, the level of 
investment necessary for nuclear 
generating facilities generally limits 
their ownership to other than small 
entities. Although small or municipal 
utilities may purchase shares in these 


’5 US.C. 0011.3}. citing to tret ion 3 of the Small 
Business Act. 15 U S.C. 63211962). Section 3 of the 
SimiU Busin***! Act defines a "smull-bujuncs* 
concern" as a l»unin«*f;g which is independently 
owned and operated and which is not dominant m 
its field of operation See afjto SfJA't revised Small 
Business Size Standards. 49 FR 5021 |Peb. 9. IfNM) 
(lo be codified at 13 CFR Part 121). 

* 18 CFR Part 101. "General Instructions" 

1. C falsification of Utilities 
A. * * * 

(1| Major Utilities and licensees tha! had. In each 
of the last three consecutive yearn, sales or 
transmission service that exceeded any am* or more 
of the following: 

(1) One million megawatt-hour* of total sales: 

(2) 100 megawatt-hour* of sales for resale: 

( 3 ) 500 megawatt hours of gross interchange out; 
or 

( 4 ) 500 megawatt-hours of wheeling for others 

(deliveries plus losses). 
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facilities, such utilities are not subject to 
the Uniform System of Accounts and the 
provisions of thi6 rule. 

This proposed rulemaking will not 
impose any regulatory or administrative 
burden upon small entities because it 
merely standardizes an accepted utility 
accounting practice. Therefore, it does 
not require any expenditures of 
resources by such entities. For these 
reasons, the Commission certifies that 
the rulemaking, if promulgated will not 
have a significant enconomic impact 
upon a substantial number of small 
entities. 

VII. Written Comment Procedures 

The Commission invites interested 
persons to submit written comments on 
this proposal. An original and 14 copies 
of such comments should be filed with 
the Commission by November 28,1985. 
Comments should be submitted to the 
Office of the Secretary. Federal Energy 
Regulatory Commission. 825 North 
Capitol Street NWashington. DC 
20426 and should refer to Docket No. 
RM83-39-000. 

All written submissions will be placed 
in the public file which has been 
established in this docket and which is 
available for public inspection at the 
Commission’s Division of Public 
Information. Room 1000. 825 North 
Capitol Street NE* Washington. DC 
20426. during regular business hours. 

List of Subjects in 18 CFR Part 116 

Electric power plants. Electric utilities. 
Reporting and recordkeeping 
requirements. Uniform system of 
accounts. 

In consideration of the foregoing, the 
Commission proposes to amend Part 116 
of Chapter I. Title 18. Code of Federal 
Regulations, as scl forth below. 

By direction of the Commission 
Kenneth F. Plumb, 

Secretory 

PART IIS—{AMENDED] 

1. The authority citation for Part 116 
continues to read as follows: 

Authority: Department of Energy 
Organization Act. 42 U.S.C. 7102-7352 (1982), 
Executive Order 12.009. 3 CFR 142 (1978). 
Federal Power Act 10 U.S.C. 7trU-828c 
(19tt2). Public Utllitv Regulatory Policies Act. 
10 U.S.C. 7001-7645 (t982) 

2. In Instruction 6 of-Purt 116, items (a) 
through (q) are redesignated as items (1) 
through (17), respectively. 

3. In Instruction 6 in Part 11& newly 
designated item (11) is amended by 
deleting the term “(non-nudearr. 

4. Account 322 in Part 116 is revised to 
read as follows; 


322 Reactor Plant Equipment 

Roiling Water Reactor 

A. Reactor 

1. Reactor vessel internals including 

core. 

2. Reactivity control systems. 

3. Reactor vessels and appurtenances. 

4. Reactor trip systems. 

B. Reactor Coolant System and 
Connected Systems: 

1. Coolant recirculation systems and 
controls. 

2. Main steam systems and controls. 

3. Main steam isolation systems and 

controls. 

4. Reactor core isolation cooling 
systems and controls. 

5. Residual heal removal systems and 
controls. 

6. Feedwater systems and controls. 

7. Reactor coolant pressure boundary 
leukage detection systems. 

8. Other coolant subsystems and 
controls. 

9. Engineered safety feature 
instrument systems. 

10. Systems required for safe 
shutdown. 

11. Safety related display 
instrumentation. 

12. Coolant injection systems. 

13. Other instrument systems. 

C. Containment System: 

1. Reactor containment. 

2. Containment heat removal systems 
and controls. 

3. Containment air purification and 
cleanup systems and controls. 

4. Containment isolation systems and 
controls. 

5. Containment combustible gas 
control systems and controls. 

a Other containment systems and 
controls. 

D. Fuel Storage and Handling 

Systems: 

1. New fuel storage facilities. 

2. Spent fuel storage facilities. 

3. Spent fuel pool cooling and cleanup 
systems and controls. 

4. Fuel handling systems. 

E. Auxiliary Water Systems: 

1. Cooling systems for reactor 

auxiliaries and controls. 

F. Auxiliary Process Systems: 

1. Process sampling system. 

2. Failed fuel detection systems. 

3. Reactor coolant cleanup systems 
and controls. 

4. Liquid poison systems and controls. 

G. Radioactive Waste Management 

Systems: 

1. Liquid radioactive waste 
management systems. 

2. Caseous radioactive waste 
management systems. 

3. Process and effluent radiologic al 
monitoring systems. 


4. Solid radioactive waste 
management systems. 

H. Radiation Protection S ystems: 

I. Area monitoring systems. 

2. Airborne radioactivity monitoring 
systems. 

3. Control room habitability system 
.and controls. 

1. Other Systems: 

1. Auxiliary boiler systems. 

2. Control air systems. 

3. Service w'ater systems. 

4. Vent and drain systems. 

5. Ventilating equipment. 

6. Water supply snd purification of 
cleanup system. 

Note. —See list of general retirement urn tv 

Pressurized Water Reactor 

A. Reactor: 

1. Reactor vessel internals including 
core. 

2. Reactivity control systems. 

3. Reactor vessels and appurtenances. 

4. Reactor trip systems. 

B. Reactor Coolant System and 
Connected Systems: 

1. Coolant recirculation systems and 
controls. 

2. Main steam systems and controls. 

3. Main steam isolation systems and 
controls. 

4 Emergency core cooling systems 
and controls. 

5. Residual heat removal systems and 
controls. 

6. Feedwater systems and controls. 

7. Reactor coolant pressure boundary 
leakage detection systems. 

8. Other coolant subsystems and 
controls. 

9. Engineered safety feature 
instrument systems. 

10. Systems required for safe 
shutdown. 

11. Safety related display 
instrumentation. 

12. Other instrument systems. 

C. Containment Systems: 

1. Reactor containment. 

2. Containment heat removal systems 
anc controls. 

3. Containment air purification and 
cleanup systems and controls. 

4. Containment isolation systems and 
controls. 

5. Containment combustible gas 
control systems and controls. 

6. Other containment systems and 
controls. 

D. Fuel Storage and Handling 
Systems: 

1. New fuel storage facilities. 

2. Spent fuel storage facilities. 

3. Spent fuel cooling and cleanup 
systems and controls. 

4. Fuel handling systems 

E Auxiliary Water Systems: 
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1. Cooling systems for reactor 
auxiliaries and controls. 

F. Auxiliary Process Systems: 

1. Process sampling system. 

2. Failed fuel detection systems. 

3. Chemical and volume control 
systems and controls. 

G. Steam and Power Conversion 
Systems: 

t. Steam generator blowdown systems 
and controls. 

H. Radioactive Waste Management 

Systems: 

I. Liquid radioactive waste 
management systems. 

2. Caseous radioactive waste 
management systems. 

3. Process and effluent radiological 
monitoring systems. 

4. Solid radioactive waste 
management systems. 

I. Radiation Protection Systems: 

1. Area monitoring systems. 

2. Airborne radioactivity monitoring 
systems. 

3. Control room habitability systems 
and controls. 

J. Other Systems: 

1. Auxiliary boiler systems. 

2. Control air systems. 

3. Service water system. 

4. Vent and drain system. 

5. Ventilating equipment. 

6. Water supply and purification or 
cleanup system. 

Note.— Sec list of general retirement units. 
High Temperature Gas Reactor 

A. Reactor 

1. Reactor. 

Z Reactor reflector system. 

D. Reactor Coolant System and 
Connected Systems: 

V. Primary coolant systems and 

controls. 

2. Secondary coolant systems and 

controls. 

3. Feedwater and condensate system 
and controls. 

4. Reactor plant piping. 

5. Hydraulic power system and 
controls. 

6. Moisture monitoring control system. 

7. Linear neutron flux monitor and 
control rod calibration. 

8. Analytical depressurization box 

controls. 

9. Analytical liquid sampling control 

system. 

10. Analytical gaseous sampling 
control system. 

11. Tritium monitoring control system. 
c Storage and Handling System. 
1 Fuel storage systems and controls. 

2. Fuel handling systems and controls. 
u Radioactive Waste Management 

Systems: 

b Radioactive liquid waste systems 
management and controls. 


2. Radioactive gaseous waste 
management systems and controls. 

3. Decontamination system and 
controls. 

E. Radiation Protection Systems: 

1. Air monitor control systems and 

controls. 

F. Auxiliary Boiler System. 

G. Alternate Cooling Method. 

Note.—See list of general retirement units. 
|FR Doc. 85-23126 Filed 0-26-85:6:45 ora) 

SICLINO COOC §717-01-41 


DEPARTMENT OF HEALTH AND 
HUMAN SERVICES 

Food and Drug Administration 

21 CFR Part 170 

(Docket No. 84N-0080J 

Eligibility for Classification of Food 
Substances as Generally Recognized 
as Safe; Extension of Comment Period 

Correction 

In FR Doc. 85-20937 beginning on page 
35571 in the issue of Tuesday. 

September 3.1985. make the following 
corrections on page 35571: 

1. In the third column, in the summary, 
in the seventh line, "shwon" should read 
“shown". 

2. In the third column, in the 
supplementary information, in the first 
paragraph, in the second to last line, 
"FRAS" should read "GRAS". 
billing cooc ims-oi-m 


DEPARTMENT OF TRANSPORTATION 
Federal Highway Administration 
23 CFR Part 635 
IFH WA Docket No. 85-111 
Labor and Employment 

AGENCY: Federal Highway 
Administration (FHWA), DOT. 
action: Notice of proposed rulemaking. 

summary: The FHWA is requesting 
comments on a proposal to amend its 
regulation prescribing the inclusion of 
prevailing wage rates determined by the 
Secretary of Labor in advertisements 
and contracts for Federal-aid highway 
projects. The proposed amendment 
would preclude the payment of Federal- 
aid funds for excess costs due to State 
prevailing wage rotes on such projects 
higher than that determined by the 
Secretary of Labor. 

date: Written comments are due on or 
before November 12.1985. 


address: Submit written comments, 
preferably in triplicate, to FHWA 
Docket No. 85-11, Federal Highway 
Administration. Room 4205, HCC-10. 400 
Seventh Street. SW.. Washington. DC 
20590. All comments received will be 
available for examination at the above 
address between 8:30 a.m. and 3:30 p.m. 
ET.. Monday through Friday. Those 
desiring notification of receipt of 
comment must include a self-addressed, 
stamped postcard. 

FOR FURTHER INFORMATION CONTACT: 

Paul E. Cunningham. Office of Highway 
Operations. 202-426-0392. or Hugh T. 
O'Reilly. Office of the Chief Counsel. 
202-426-0780, Federal Highway 
Administration, 400 Seventh Street. SW„ 
Washington. DC 20590. Office hours are 
from 7:45 a.m. to 4:15 p.m. ET. Monday 
through Friday. 

SUPPLEMENTARY INFORMATION: The 

Federal statute commonly known as the 
Davis Bacon Act (40 US C. 276a-276a-7) 
requires that laborers and mechanics 
employed on Federal construction work 
be paid not less than a "prevailing 
wage" to be determined by the 
Secretary of Labor. Such wage rates are 
extended to Federal-aid highway 
construction projects by 23 U.S.C. 113, 
which provides (in part) that: 
the Secretary shall lake such action as may 
be necessary to insure that all laborers and 
mechanics employed by contractors or 
subcontractors on the construction work 
performed on highway projects on the 
Federal-aid systems, * * * shall be paid 
wages at rates not less than those prevailing 
on the same type of work on similar 
construction ;n the immediate locality as 
determined by the Secretary of Labor in 
accordance with the Act of August 30.1935, 
known as the Davis Bacon Act (40 U S.C. 
287a). 

According to a recent survey, 

Thieblot. "Prevailing Wage Laws of the 
States," Government Union Review (Fall 
1983) there were thirty seven States plus 
the District of Columbia which had 
effective prevailing wage laws for State 
and some local public works as of 1983. 
Approximately nineteen of these 
statutes are so drafted and applied as to 
commonly result in the payment of wage 
rates in Federal-aid highway projects 
which are higher than the Davis-Bacon 
rates determined by the Secretary of 
Labor. The States which appear to fall 
into this category are: Alaska, 

California. Connecticut. Delaware, 
Hawaii, Illinois, Kansas. Kentucky. 
Maryland. Massachusetts, Minnesota. 
Missouri. Nevada. New |ersey. New 
York. Washington. West Virginia, 
Wisconsin, and Wyoming. 

The method used to calculate a 
prevailing wage varies considerably 
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from State to State. Prevailing wage 
statutes in many States fail to specify 
how the pevailing wage is to be 
calculated. Legislative guidance 
regarding the selection of a prevailing 
wage rate is provided in 20 States but 
there is little consistency among States 
in the type of guidance provided. 
Statutes in two States specify that the 
majority rate shall be selected, but 
provide no guidance for proceeding 
when a majority of workers in a 
classification are not paid at the same 
rate. Some States specify the mean wage 
rate, some the median, and some require 
selection of the modal rate in the wage 
distribution. Use of the modal rate (the 
wage rate that appears most frequently 
in the wage distribution) is tantamount 
to adopting the union wage rate, since a 
union contract is the most likely reason 
that a significant number of workers in a 
given classification are paid at exactly 
the same rate. Five States simply adopt 
collectively bargained rates as 
prevailing. 

An important part of the Federal 
prevailing wage law is that a wage 
determination can be appealed to the 
Administrator of DOL's Wage and Hour 
Division, or. if necessary, to the DOL s 
Wage Appeals Board, but in several 
States there is little or no appeal 
mechanism available to contractors or 
other interested parties to challenge 
arbitrary wage determinations. The 
result of this difference between Federal 
and State statutes is that a contractor 
who believes that he is being forced to 
pay a wage rate that is higher than what 
actually prevails in a local area has an 
avenue to appeal the wage 
determination decision to a higher level 
if the Federal law has established the 
rate. If the wage rate has been 
established under State law. however, 
the contractor would, in several cases, 
have no official appeal mechanism 
available. 

In 1983. the Labor Department 
ampnded its procedures for 
predetermination of wage rates (29 CFR 
Part 1). which will result in slightly 
lower wage rates. The major part of 
these amendments was upheld against 
court challenge in the case of Building 
Construction Trades Department . AFL- 
C/O v. Donovan, 712 F.2d. 611. decided 
in early 1984. It is too early to tell 
whether, and to what extent. States with 
their own prevailing wage laws will 
fallow suit. The result could be even 
more States than the 19 mentioned with 
labor provisions inconsistent with 
Federal requirements. 

While it is true that the Davis-Bacon 
Act and 23 U.S.C. 113 provide for a 
minimum wage rate on Federal-aid 


projects, a floor not a ceiling, it is also 
evident that this is not solely a question 
of minimum w f ages as such. Rather, it is 
a question of both the Federal 
Government and the State Government 
determining the “prevailing wage rates 
in a locality" which must be paid as a 
minimum. There is nothing in 23 U.S.C. 
113 which requires the Secretary to 
accede to higher (State) prevailing wage 
rate determinations than those 
established by the Secretary of Labor. 

In addition, some of the State 
prevailing wage laws contain labor 
classification rules, employment 
preferences and other requirements 
more restrictive and costly than those 
provided under 23 U.S.C. 113 and the 
Labor Department regulations covering 
Davis-Bacon job classifications and 
wage rate determinations. These 
inconsistent requirements, which 
contribute to the problem of high labor - 
costs, are only partially addressed by 
existing regulation. 23 CFR 635.124(b). 
which prohibits discrimination against 
labor from other States, and assures a 
contractors free choice of his or her 
own labor. A rule denying Federal-aid 
participation in excessive labor costs 
due to State prevailing wage laws would 
remove much of the incentive for 
maintaining such inconsistent 
requirements or over-generous rate 
determinations. 

Excess wage payments as outlined 
above are now seen as being an 
unwarranted drain on limited Federal- 
aid funds and counterproductive to full 
and open competition. Small and 
minority owned businesses are 
discouraged from bidding on Federal-aid 
projects with such high rates, since 
many are relatively new firms which 
could not practically jump their wage 
scale for one job, then attempt to return 
to a regular scale. 

In those cases where the State- 
determined prevailing wage rate is 
higher than the wage determined to be 
prevailing rate under provisions of the 
Federal Davis-Bacon Act the use of the 
wage rates established by State 
prevailing wage laws adds to the cost of 
Federal-aid highway construction in tvyo 
ways. First, use of State-determined 
wage rates can add directly to project's 
wage costs by the amount of the 
difference between the higher prevailing 
wage established under State law and 
the Davis-Bacon wage (multiplied by the 
number of labor hours involved). 

Second, including the higher State- 
determined wage rate in Federat-aid 
contracts adds indirectly to future wage 
costs by ensuring that the higher wage 
rate will have greater influence in future 
wage surveys, and perpetuate higher 


rates regardless of true market 
conditions. 

Since the Federal-aid highway 
projects are funded jointly by Federal 
and Stale governments with, in the 
instance of interstate construction and 
rehabilitation, the Federal government 
paying at least 90% of all costs, and 
States paying only 10% or less of those 
costs, the FHMA has an obligation to 
ensure that Federal dollars are not used 
to pay inflated wage rates imposed by 
State law. Stated another way. only 10 
to 25 percent of project costs are paid 
from local or State funds. Thus, there is 
often only minimal incentive for those 
governments to avoid inflated wage 
levels, especially since high wages are 
politically attractive and the major 
portion of the cost is paid from Federal 
funds. 

For example, for a recent project in 
one State, the Federal Davis-Bacon rate 
(combined wage/fringe benefit rate) for 
unskilled labor was $15.01, while the 
State's "little Davis-Bacon" rate was 
$19.08 (27 percent higher). For another 
project, the Federal Davis-Bacon rate for 
unskilled labor was $12.56, while the 
State-determined rate was $16.74 (33 
percent difference). On still another 
project, the unskilled labor prevailing 
wage rate determined by the Federal 
Government was $13.74 while the State- 
determined rate was $14.89 (8 percent 
higher). State rates for unskilled tabor 
have been set as high as $20.67 per hour, 
substantially higher than for comparable 
non-federally funded projects. 

While its not possible to precisely 
reconstruct the amount of excess 
payments which have resulted from the 
application of these laws over the years, 
the payment of any amount in excess of 
that required by Federal law is not 
consistent with sound fiscal stewardship 
of Federal funds. All Federal agencies 
have a duty to analyze expenditures to 
determine if public money is being used 
and expended economically and 
efficiently. Certainly. It is unarguable 
that the payment of any element of 
excess cost will necessarily result in the 
building of fewer miles of highway or 
other necessary improvements within 
the States affected. 

It thus becomes apparent that action 
to preclude Federal-aid in such excess 
costs will aid the program. Therefore, 
this proposal makes such excess costs 
ineligible for Federal-aid. without 
affecting the validity of any State law 
No State's apportionment of funds is 
affected by this proposal. 

The proposal, if promulgated as a final 
rule, would operate in the following 
manner. States would continue to 
publish Federal Davis-Bacon minimum 
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wage rales in the advertisement or call 
for bids on any contract for a Federal- 
aid project, as now required by 23 U.S.C. 
635.124(d). Likewise, those States with 
their own minimum wage rate laws may 
also continue to publish state rates in 
the advertisement or cal!, since the 
proposal does not prohibit their use. 

This proposal would not affect any 
contract already awarded. Upon award 
of new contracts and commencement of 
work, however, those States will be 
required to compute the difference 
between Federal and State wage rates 
actuatly paid out using the contractors' 
weekly payrolls, which ore already 
required to be submitted by 40 U.S.C. 

It is this difference which would be 
ineligible for Federal-aid participation. 
The amount of wages paid obove the 
level of State-imposed minimums by 
contractors, whether due to market 
pressure or union agreements, would be 
unaffected by the proposal and would 
continue to be eligible. The burden on 
the affected States is expected to be in 
two parts. The first, a short-term task, 
consists of establishing a method of 
review of weekly payrolls to determine 
the ineligible differential. The second 
consist of long-term use of that review 
method as part of the already required 
State review of weekly payrolls for 
compliance with other labor laws. It is 
estimated that this computation would 
cost a State with an average size 
program about $50,000 per year. 

Comment is specifically requested on 
the amount of lead time the States might 
need to implement this provision. 

Although neither the Davis-Dacon Act 
nor 23 U.S.C. 113 preempts State law in 
this regard, the Federal Highway 
Administrator has broad discretionary 
power under statute, 23 U.S.C 106. to 
approve Federal-aid projects proposed 
by the States. This statutory power 
necessarily includes the power to 
disapprove projects which are too costly 
from whatever standpoint, whether in 
design. materials, or labor costs. This is 
demonstrated not only by the extensive 
legislative history of the provision in the 
Federal-aid Road Act of 1916, 39 Stat. 

355, which became 23 U.S.C. 106, but by 
numerous court decisions such as 
Mahler v. United Stales. 306 F.2d. 713 
(;962) which drew heavily on this 
legislative hi&tory in ruling that ‘The 
concern of Congress was to make sure 
mat federal funds were effectively 
employed and not wasted." 

I he statutory discretionary power of 
i Administrator to disapprove projects 
lor excessive cost is buttressed by other 


enactments. The first section of the 
Department of Transportation Act. 
codified as 49 U.S.C. 101, begins: 

(a) The national objective of general 
welfare, economic growth and stability, and 
security of the United States require the 
development of transportation policies and 
programs that contribute to providing fast, 
safe, efficient, and convenient transportation 
at the lowest cost consistent with those and 
other national objectives, including the 
efficient use ami conservation of the 
resources of the United Slates. 

Further, 23 U.S.C. 101(e), expressing a 
Congressional policy of preventing 
waste in the Federal-aid programs, 
states: 

It is the national policy that * * * the 
Secretary and all other affected heads of 
Federu! departments # * * shall encourage 

* the best use of available manpower 
and funds. 

The FHWA has determined that this 
document does not contain a major rule 
under Executive Order 12291. The 
proposed rulemaking is considered 
significant under the Department of 
Transportation's regulatory policies and 
procedures because of the public 
interest and controversy that the 
proposed rulemaking is likely to 
generate. 

To the extent that the proposed 
regulation reduces wage costs on 
Federal-aid highway construction 
projects, an important impact of the 
proposed change will be to make funds 
available for additional highway 
construction purposes. The regtdotory 
and economic impacts are addressed in 
more detail in a Draft Regulatory 
Evaluation/initidl Regulatory Flexibility 
Analysis which has been prepared and 
is available for inspection in the public 
docket and may be obtained by 
contacting Mr. Paul E. Cunningham at 
the address provided under the heading 
"For Further Information Contact." 

The Regulatory Evaluation suggests, 
based on a number of assumptions, that 
this proposal muy save up to $00,000,000 
per year in Federal-aid funds. These 
assumptions may bear (fiiblic 
examination and comment. Public 
comment is also requested regarding the 
size of and reasons for the differences in 
prevailing wage determinations as set 
by the 19 States and the DOL and how 
this proposal is likely to affect those 
differences. The FHWA is also 
interested in how this proposal might 
practically affect the operation of 
highway construction programs in the 
States concerned, particularly with 
regard to whether any delays or 
hindrance might be involved. 

With regard to the assessment of the 


impact this proposed rulemaking would 
have on small entities pursuant to the 
Regulatory Flexibility Act (Pub. L. 96- 
354). the reasons for. objectives, and 
legal basis for this action have been 
previously explained in this notice. This 
rulemaking would not impose any 
additional reporting, recordkeeping or 
other compliance requirements on small 
entities and does not duplicate, overlap, 
or conflict with any other Federal rules. 
The proposal is not expected to have a 
significant economic impact on a 
substantial number of small entities. In 
fact, the proposed regulation should 
promote a competitive environment in 
which small and economically 
disadvantaged businesses may have 
greater opportunity to compete for 
federally-funded highway contracts. 

Because sufficient information was 
not available to allow more precise 
estimation of the impacts of the 
proposed change in those States where 
State-determined prevailing wage 
requirements have been applied to 
Federal-aid highway construction 
contracts, FlfWA encourages all 
interested parties to comment on the 
preliminary assessment of impacts and 
to provide information that will assist In 
improving the initial assessment. 
Comments directed to the items listed 
below will be particularly helpful in 
preparation of a final assessment of 
impacts. 

(1) Specific examples of Federal-aid 
highway projects where Slate level 
wage determinations resulted In the 
establishment of a prevailing wage 
requirement higher than that established 
under provision of the Federal Davis- 
Bacon Act (including project location, 
difference between Davis-Bacon 
minimum and State-determined 
minimum, job classifications affected). 

(2) In which States do State prevailing 
wage determinations result in the 
establishment of higher prevailing wage 
rates on Federal-aid highway projects 
than those established according to the 
Davis-Bacon Act (the 19 listed above, or 
others)? In these States, by how much 
do the State determinations generally 
exceed the Federal determination, on a 
percentage basis? How often do State 
level wage determinations increase 
wage costs on Federal-aid projects 
(always, often, seldom, never)? Which 
job classifications are typically 
affected? 

(3J To what extent do State level wage 
determinations applicable to Federal-aid 
projects limit competition from potential 
bidders? Will the proposed regulation 
improve the competitive environment 
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for small and economically 
disadvantaged contractors? 

(Catalog of Fcdvral Domestic Assistance 
Program Number 20.205. Highway Research. 
Planning, and Construction. The regulations 
implementing Executive Order 12372 
regarding intergovernmental consultation on 
Federal programs and activities apply to this 
program) 

In consideration of the foregoing and 
under the authority of 23 U.S.C. 113 and 
315. and 49 CFR 1.40(b). the FHVVA 
proposes to amend Part 635. Subpart A 
to Chapter 1 of Title 23, Code of Federal 
Regulations, as set forth below. 

List of Subjects in 23 CFR Part 635 

Government contracts, Grant 
programs—transportation. Highways 
and roads. 

Issued on: September 24. 1965. 

Ray Barnhart. 

Federal Highway Administrator. 

PART 635—(AMENDED| 

The FHWA proposes to amend Part 
635, Subpart A to Chapter 1 of Title 23, 
Code of Federal Regulations, as follows: 

t. The authority citation for Part 635 
continues to read as follows: 

Authority: 23 U.S.C 112.113. It4.117.128 
and 315: 42 U.S.C. 3334. 4231-4233, 4601 vt 
seq.: 49 CFR 1.48(b). 

2. In $ 635.124, paragraph (d) is 
revised to read as follows: 

$ 635.124 Labor and employment. 

• • • • • 

(d) The advertisement or call for bids 
on any contract for the construction of a 
project on the Federal-aid system either 
shall include the minimum wage rates 
determined therefore by the Secretary' of 
Labo- or shall provide that such rates 
are set out in the advertised 
specifications, proposal or other 
contract document, and shall further 
specify thut such rates are the minimum 
rates that must be paid under the 
contract covering the project. If any 
provision of State law. regulations, 
specification, or policy may operate in 
any manner to require the establishment 
of prevailing wage rates higher than 
those determined by the Secretary' of 
Labor under the Davis-Bacon Act, and 
applied to Federal-aid work by 23 U.S.C. 
113. Federal-aid funds shall not 
participate in any excess costs due to 
such provisions. 

|FR Doc 85-23185 Filed 9-26-85; 8:43 um| 
eu.U*G COOC 4910-72-M 


National Highway Traffic Safety 
Administration 

Federal Highway Administration 

23 CFR Part 1208 

(Docket 85-12*. Notice 1] 

National Minimum Drinking Age 

AGENCIES: National Highway Traffic 
Safety Administration (NHTSA). 

Federal Highway Administration 
(FHWA), DOT. 

action: Notice of proposed rulemaking. 

summary: The purpose of this notice is 
to solicit comments on a proposed 
regulation which would clarify the 
provisions which a State must 
incorporate or have incorporated into its 
laws in order to prevent the withholding 
of a portion of its Federal-aid highway 
funds for noncompliance with the 
Natural Minimum Drinking Age. The 
rulemaking is undertaken at this time to 
implement section 6 of Pub. L. 96-363. 
oates: All written comments must be 
received by October 28.1985. The 
regulation will become effective as of 
the date of publication of the final rule. 
addresses: Written comments should 
refer to the docket number and the 
number of this notice and ten copies 
should be submitted to: Docket Section, 
National Highway Traffic Safety 
Administration. Room 5109. Nassif 
Building. 400 Seventh Street SW f . 
Washington. DC 20590. Docket hours are 
8 a m. to 4 p m. 

FOR FURTHER INFORMATION CONTACT: 

NHTSA: Mr. George Reagle, Associate 
Administrator for Traffic Safety 
Programs, National Highway Traffic 
Safety Administration. 400 Seventh 
Street SW.. Washington, DC 20590 
(202-426-0837) 

FHWA: Mr. R. Clarke Bennett, Director, 
Office of Highway Safety. Federal 
Highway Administration. 400 Seventh 
Street SW.. Washington DC 20590 (202 
426-1153) and Mr. David Oliver, 

Office of the Chief Counsel. Federal 
Highway Administration. 400 Seventh 
Street SW.. Washington DC 20590 
(202-426-0825) 

SUPPLEMENTARY INFORMATION: There 
has been increasing concern over the 
incidence of alcohol-related crashes 
involving the nations youth. Studies 
show a direct correlation between the 
minimum drinking age and alcohol- 
related crashes in the 18 to 21 age group. 
In 1981. 24,000 drinking drivers died in 
alcohol-related crashes. Approximately 
16 percent of these drivers. 3,840, were 
between the ages of 18 and 20, This 
death toll of young Americans is grossly 


disproportionate to the population of 
this age group and can be accurately 
termed a national tragedy. In fuct, fatal 
crashes for every 100 million vehicle 
miles traveled drops from 4.12 for 18 
year olds down to 2.52 for those 22 to 24 
years old. 

As a result of this growing awareness, 
on July 17.1984. the President signed 
legislation which strongly encourages 
States to have laws prohibiting the 
purchase and public possession of 
alcoholic beverages by anyone under 21 
years of age by withholding a portion of 
Federal-aid highway funds from States 
without such laws. 

In enacting this legislation, both 
Congress and the President recognized 
that raising the drinking age results in a 
decrease both in the number of traffic 
crashes and in the number of fatalities. 
For example. Michigan, which had a 
drinking age of 18 since January 1972, 
raised the age back to 21 in December 
1978. In the first 12 months after the age 
limit was raised, a study showed a 
statistically significant reduction of 31 
percent in alcohol-related crashes 
among drivers aged 18-20. Other studies 
have shown that increasing the drinking 
age has a positive effect on the number 
of single vehicle nighttime male driver 
crashes, most of which involve drinking 
drivers. For example, a 1980 study in 
Illinois showed a 8.8 percent decline in 
single vehicle nighttime male driver 
crashes involving drivers aged 19 to 20 
after the drinking age was raised. 

In addition to the increase in drinking 
age. Congress and the President 
expressed overwhelming concern for the 
continuing "blood border" problem that 
exists when young people can drive 
from one State to another and purchase 
alcoholic beverages which are otherwise 
prohibited to them. For example, a 
report released by the State or New 
York in 1981 indicates that 39 percent of 
the New Jersey drivers involved in 
alcohol-related crashes in New York 
border counties, where there is a lower 
drinking age, are under 21 years of age. 
and 49 percent of similarly involved 
Pennsylvania drivers are under 21. A 
uniform national drinking age will solve 
the problem that now occurs when 
teenagers in one State with a drinking 
age of 21 easily drive into another State 
with a lower age limit, consume alcohol, 
and drive home. Too often, these trips 
result in the needless killing or maiming 
of young people or others who become 
innocent victims. 

Adoption of National Minimum Drinking 
Age 

The legislation clearly states that the 
Secretary must withhold a portion of 
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Federal-aid highway funds from any 
State whose laws permit the purchase or 
public possession of any alcoholic 
beverage by a person who is less than 
21 years of age. If any such State does 
not enact a new law or amend the 
existing laws to make age 21 the legal 
minimum drinking age by October 1, 

1986 (fiscal year 1987). five percent of its 
Federal-aid highway apportionment 
under 23 U.S.C. 104(b)(1); 104(b)(2); 
104(b)(5) and 104(b)(6). which are 
primary system, secondary system, 
interstate system (including resurfacing, 
restoring, rehabilitating and 
reconstructing funds) and urban system 
funds, shall be withheld. If by October 1. 

1987 (fiscal year 1988) no such law is 
adopted or amendments made, an 
additional ten percent of its Federal-aid 
highway funds under these sections will 
be withheld. 

Apportionment of Withheld Funds 

Pub. L 98-363 provides that funds 
which have been withheld from a State 
which does not have 21 as the minimum 
drinking age be apportioned to that 
State "if in any succeeding Fiscal year 
such State makes unlawful (such) 
purchase or public possession." 

Section 1206.5 of the proposed rule 
notes lhat the apportionment of 
withheld funds to states is subject to 
their availability under 23 U.S.C. section 
118(b). In relevent purt, section 118(b) 
provides that— 

(1) Sums apportioned to each Federal-aid 
System (other thun the Interstate System) 
shall continue available for expenditure in 
that State for the appropriate Federal-aid 
System or part thereof (other than the 
Interstate System) for a period of three years 
after the close of the Fiscal year for which 
such sums are authorized and any amounts 
fur apportioned remaining unexpended at the 
end of such period shall lapse. 

(2) Expect as otherwise provided in this 
subsection, sums apportioned for the 
Interstate System in any State shall remain 
available for expenditure in that State for the 
Interstate System until the end of the fiscal 
year for which authorization • • \ 

NHTSA sought the advice of the 
Office °f Management and Budget 
(OMB), because of its expertise and 
coordinating role in budgeting matters, 
concerning the interaction of section 
118(b) with 23 U.S.C. 158, which 
establishes the national minimum 
drinking age. Consistent with OMB’s 
advice. { 1208.5 provides that highway 
funds withheld for noncompliance with 
national minimum drinking age 
requirements would be subject to the 
standard periods of availability for 
1 ederal-aid highways funds set forth in 
section 118(b). That is. funds withheld 
rom States that do not pass laws 


establishing 21 as the minimum drinking 
age in a timely manner would lapse, as 
provided by section 118(b). if not 
expended within the periods designated 
by that statute. For example, primary 
system funds for Fiscal year 1987, 
withheld from a State because of its 
failure to pass an appropriate minimum 
drinking age law by October 1.1986. 
would lapse after September 30,1990. if 
not obligated by that date, regardless of 
whether the State had, meanwhile 
enacted such a statute. 

Compliance Criteria 

"Alcoholic beverages" are clearly 
deFmed in the legislation by references 
to the Internal Revenue Code of 1954 
and those definitions, along with the 
definition of wine prescribed in the 
statute, are incorporated into the text of 
the proposed rule. 

The agencies are proposing to define 
"public possession" to mean the 
possession of an alcoholic beverage for 
any reason, including consumption, on 
any street or highway or in any public 
place or in any place open to the public. 
Congress made it clear in their 
discussions of this legislation that they 
did not intend for its provisions to apply 
to any person under the age of 21 when 
the selling, transporting, delivering, 
serving or other handling of an alcoholic 
beverage was in pursuance of that 
person's employment and that 
understanding has been incorporated 
into the proposed definition of "public 
possession." 

Questions have been raised 
concerning other parameters of "public 
possession" and the agencies are 
requesting comments on these issues. 
For example, there are currently eight 
States that have provisions in their laws 
that allow underage persons to consume 
and/or possess alcoholic beverages as 
part of an established religious service. 
The agencies are. therefore, proposing 
within the definition of "public 
possession" language clarifying that 
alcohol consumed for religious purposes 
need not be denied to underage persons. 

It is clear lhat "public possession" 
does not include consumption of 
alcoholic beverages by underage 
persons in individuals' homes. However, 
most States do have statutes that 
regulate private clubs and we are 
requesting comments on whether or not 
they should be included in the definition 
of "public". The issue was also raised as 
to whether underage persons can 
consume alcoholic beverages in public 
when accompanied by a parent, spouse 
or legal guardian who is age 21 or over. 
Some States currently have laws that 
permit underage individuals to possess. 


consume or purchase alcoholic 
beverages in such instances. However, 
in these States the parent, spouse or 
legal guardian may be civilly liable for 
any damage to property or injury of 
persons that is proximately caused by 
the underage person's drinking. The 
legislative history does not suggest that 
Congress intended to permit such an 
exception and, therefore, we do not 
propose to incorporate such a provision 
into the definition of "public 
possession." 

Currently, three states exempt 
members of the Armed Forces of the 
United States from the provisions of 
their legal drinking age laws. The debate 
in both the House and the Senate 
included arguments that persons old 
enough to vote and to fight for their 
country should be old enough to drink. 
However, proponents of the legislation 
stressed that while there may he a 
relationship between voting and 
fighting, there is no such relationship 
between voting and drinking. The 
legislative history is clear that Congress 
sees the right to vote as a fundamental 
political right of all citizens while both 
drinking and driving are privileges and 
in Congress' view are subject to 
reasonable regulation in the interests of 
public health and safety. 

Further, to permit a blanket exclusion 
within a State for members of the 
military would continue the problem of 
"blood borders" which Congress so 
clearly intended to eliminate. The 
legislative history supports the 
conclusion that the statute does not 
permit a blanket exclusion for the 
military from a State's minimum 
drinking age requirements. It is 
important to note, however, that State 
drinking age laws do not generally apply 
to alcohol consumed on premises 
controlled by the military, such as 
officers' clubs. While the Department of 
Defense and the military services have 
been cooperating with NHTSA to reduce 
alcohol-related crashes both on and off 
duty, the military services retain fully 
authority over their lands. The agencies 
applaud the military's efforts to reduce 
drunk driving and further encourage the 
military to incorporate State law into 
their regulations governing drinking 
while on Ihe premises of a military 
establishment in order to decrease the 
number of "blood borders." 

Pub. L. 98-363 prohibits the 
"purchase" of an alcoholic beverage by 
an underage person. It has come to our 
attention that some States include 
within their laws governing the 
minimum drinking age provisions that 
also prohibit the "attempt to purchase" 
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and the “selling, giving or serving** of 
alcoholic beverages to underage 
individuals. The legislative history does 
not reflect any Congressional intention 
to extend the word "purchase** to 
encompass these other acts. We have, 
therefore, not included them within the 
definition. 

Notification and Advance Notification of 
Compliance 

NHTSA and FHWA will notify all 
States of initial determinations of 
compliance or non-compliance with Pub. 
L. 98-063 by March 1.1986 and 1987, and 
each State initially found not to comply 
will have on opportunity to rebut this 
Initial determination. By May 1,1986 
and 1987, the agencies will notify in 
writing all States of determinations of 
compliance or noncompliance with Pub. 
L 98-363. If a State comes into 
compliance after May 1 but prior to the 
beginning of the fiscal year, any funds 
earmarked for withholding will be 
released. 

NHTSA and FHWA recognize that 
States will want to know as soon as 
possible whether or not their laws 
satisfy the requirements of Pub. L 98- 
363. Advance notification would allow 
States with nonconforming laws to take 
the necessary* measures to enact 
conforming laws prior to the date for the 
withholding of funds. The agencies are. 
therefore, proposing to permit States to 
request advance notification by 
submiting a copy of all applicable State 
laws to the Director. Office of Alcohol 
Countermeasures. National Highway 
Traffic Safety Administration, 400 
Seventh Street SW.. Washington. DC 
20590. 

Procedures for Commenting on Proposal 

Interested persons are invited to 
submit written comments on this 
proposal. It is requested but not required 
that 10 copies be submitted. 

The comment period established for 
this notice is necessarily short in order 
to issue a final rule in time for States to 
prepare their legislative agendas for 
sessions that begin in |anuary 1985. 

Comments should not exceed 15 pages 
in length (See 49 CFR 553.21). Necessary 
Attachments may be added to these 
submissions without regard to the 15 
page limit. This limitation is intended to 
encourage commenters to detail their 
primary arguments in a concise manner. 

All comments received before the 
comment closing date will be considered 
and will be available for examination in 
the docket at the above address before 
and after that date. 

To the extent possible, comments filed 
after the closing date will also be 
considered. However, the rulemaking 


action may proceed at any time after 
that date. NHTSA will continue to file 
relevant material in the docket as it 
becomes available after the closing date, 
and it is recommended that interested 
persons continue to examine the docket 
for new material. 

Those persons desiring to be notified 
upon receipt of their comments in the 
docket should enclose in the envelope 
with their comments, a self-addressed 
stamped postcard. Upon receiving the 
comments, the docket supervisor will 
return the postcard by mail. 

Copies of all written comments will be 
placed in Docket 85-12; Notice 1 of the 
NHTSA Docket Section in Room 5109. 
Nassif Building. 400 Seventh Street SW., 
Washington. DC 20590. 

Regulatory' Evaluation 

The agencies have determined that 
this rulemaking should be classified as 
significant under the Department’s 
regulatory policies and procedures. The 
agencies have not prepared a regulatory 
evaluation because this is a ministerial 
regulation implementing an Act of 
Congress. The regulatory impact is not 
greater than $100 million. Any economic 
impact that may occur is not 
attributable to this regulation but will bo 
the result of State decisions to enact 
statutes that conform with the Federal 
statute. Such decisions are not 
mandated by this regulation. The 
agencies have determined that since this 
rule not have an annual impact of $100 
million on the economy, it Is not a major 
rule within the meaning of Executive 
Order 12291. 

Regulatory Flexibility Act 

We hereby certify that the 
requirements that wilj be established by 
this rulemaking action will not have a 
significant economic impact on a 
substantial number of small entities. 

Any economic impact on liquor stores or 
other establishments will be the result of 
State decisions to enact statutes that 
conform with the Federal statute. Such 
decisions are not mandated by this 
regulation. Additionally. States are the 
subject of any funds which may be 
withheld and. therefore, preparation of 
an Initial Flexibility Analysis is not 
necessary. 

List of Subjects in 23 CFR Part 1208 

Alcohol. Highway safety. 

in consideration of the foregoing, a 
new Part 1208 is added to Title 23 of the 
Code of Federal Regulations to read as 
follows; 


PART 1208—NATIONAL MINIMUM 
DRINKING AGE 

See. 

1208.1 Scope. 

12082 Purpose. 

12083 Definitions. 

1208.4 Adoption of Natiumil Minimum 
Drinking Age. 

1206.5 Apportionment of withheld funds 

1208.6 Notification of cocnplnince. 

1206.7 Advance notification of compliance 
Authority: 23 U.S.C. 158. 

5 1208.1 Scope. 

This part prescribes the requirements 
necessary to implement 23 U.S.C. 158. 
which establishes the National 
Minimum Drinking Age. 

91208.2 Purpose. 

The purpose of this part is to clarify 
the provisions which a State must hnve 
incorporated into its laws in order to 
prevent the withholding of Federal-aid 
highway funds for noncompliance with 
the National Minimum Drinking Age. 

} 1208.3 Definitions. 

As used in this port: 

(a) "Alcoholic beverage" means beer, 
distilled spirits and wine containing 
one-half of one percent or more of 
alcohol by volume. Beer includes, but is 
not limited to. ale, lager, porter, stout 
sake and other similar fermented 
beverages brewed or produced from 
malt, wholly or in part or from any 
substitute therefor. Distilled spirits 
include alcoholic spirits and spirits that 
contain that substance known as ethyl 
alcohol, ethanol or spirits of wine in any 
form, including all dilutions and 
mixtures thereof from whatever process 
produced. 

(b) "Public possession" means the 
possession of any alcoholic beverage for 
any reason, including consumption, on 
any street or highway or In any public 
place or in any place open to the public. 
The term does not apply to the 
possession of alcohol for an established 
religious purpose or to the sale, 
handling, transport, delivery, service in 
dispensing of any alcoholic bev erage 
pursuant to the lawful employment of a 
person under the age of twenty-one 
years by a duly licensed manufacturer, 
wholesaler, or retailer of alcoholic 
beverages. 

(c) "Purchase** means the purchase by 
a person who is less than twenty-one 
years of age. 

$ 1208.4 Adoption of National Minimum 
Drinking Age. 

(a) The Secretary shull withhold five 
percent of the amount required to be 
apportioned to any State under each of 
sections 104(b)(1). 104(b)(2). 104(b)(5) 
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and 104(b)(6) of title 23 of the United 
States Code on the first day of the fiscal 
year succeeding the fiscal year 
beginning after September 30,1985, in 
which the purchase or public possession 
in such State of any alcoholic beverage 
by a person who is less than twenty-one 
years of age is lawful. 

(b) The Secretary shall withhold ten 
percent of the amount required to be 
apportioned to any State under each of 
sections 104(b)(1). 104(b)(2), 104(b)(5) 
and 104(b)(6) of title 23 of the United 
States Code on the first day of the fiscal 
year succeeding the second fiscal year 
beginning after September 30.1985, in 
which the purchase or public possession 
in such State of any alcoholic beverage 
by a person who is less than twenty-one 
years of age Is lawful. 

$ 1208.5 Apportionment of withheld funds. 

Funds withheld pursuant to $ 1206.4 
shall be apportioned to a State, subject 
to the availability of such funds under 23 
U.S.C. 118(b). if such State makes 
unlawful the purchase or public 
possession of any alcoholic beverage by 
a person who is less than twenty-one 
years of age, 

§ 1208.6 Notification of compliance. 

(a) Each State will be notified by 
certified mail of NHTSA's and FHWA's 
initial determination of compliance or 
non-compliance with Pub. L 96-363 by 
March 1.1986 and 1987. 

(b) If NHTSA and FHWA initially find 
the State in non-compliance, the notice 
shall state the reasons for the initial 
determination and shall inform the State 
that it may, within 20 days of its receipt 
of the notification, submit 
documentation showing why it is in 
compliance. 

(c) Each State will be notified by 
certified mail of its compliance or non- 
compliance with Pub. L. 98-363 by May 
1.1986 and 1987. 

$ 1208.7 Advance notification of 
compliance. 

Any State wanting notification prior 
to the dates set forth in $ 1208.6 shall 
submit a copy of all applicable laws to 
the Director, Office of Alcohol 
Countermeasures, NHTSA. 400 Seventh 
Street SW., Washington, DC 20590. 

(Sec. 6 . Pul). L 98-383 (23 U S.C 15a); 98 Slat. 
■•33; delegations of authority at 49 CFR 1.48 
‘*nd 1.50) 


Isswd on; September 24. 1985. 

Diane K. Steed, 

National Highway Traffic Safety 
Administrator. 

L-P. Umm. 

Deputy Administrator, FederalHighway 
Administration. 

|KR Doc. 85-23078 Filed 9-24-85; 10:57 am) 

BU LINO COOC 49»0-S*-M. 4910- 


VETERANS ADMINISTRATION 
DEPARTMENT OF DEFENSE 
38 CFR Part 21 

Veterans Education; Waiver of Right 
To Receive Benefits Under The G.l. Bill 

Correction 

In FR Doc. 85-22185 beginning on page 
3770 In the issue of Tuesday. September 
17.1985, make the following correction: 
On page 37701. in the first column, in 
S 21.5040(g). in the sixth line, "39 U.S.C. M 
should read "38 U.S.C.". 

billing coot tws-oi-M 


FEDERAL COMMUNICATIONS 
COMMISSION 

47 CFR Part 63 

ICC Docket No. 83-12301 

International Communications Policies 

agency: Federal Communications 
Commission. 

ACTION: Proposed Rule; extension of 
time. 


Summary: This order extends, at the 
request of the United States Telephone 
Association, the time for filing 
comments and reply comments in CC 
Docket No. 83-1230. the Commission's 
rulemaking looking toward development 
of policies governing the granting of 
Recognized Private Operating Agency 
(RPOA) status, the assignment of data 
network identification codes and 
determination of the eligibility of non¬ 
common carriers to acquire indefeasible 
rights of user in submarine telephone 
cables. 

dates: Comments are due on or before 
October 28,1985, and reply comments 
are due on or before November 18,1985, 
ADDRESS: Federal Communications 
Commission Washington. D.C. 20554. 
FOR FURTHER INFORMATION CONTACT: 
Stuart Chiron. Chief. International 


Policy Division. Common Carrier 
Bureau, Federal Communications 
Commission. Washington. D.C. 20554, 
(202) 632-44147. 

Order 

In the matter of International 
Communications Policies Governing 
Designation of Recognized Private Operating 
Agencies. Grants of IRUs in International 
Facilities and Assignment of Data Network 
Identification Codes: CC Docket No. 83-1230 

Adopted; September 20. 1965. 

Released: September 24.1965. 

By the Chief. Common Carrier Bureau. 

1. On August 19.1985 (50 FR 34867, 
Aug. 28,1985) the Commission released 
its Notice of Proposed Rulemaking in the 
above-captioned proceeding. FCC 85- 
368, calling for comments on the issues 
to be Bled on or before September 27. 
1985, and reply comments on or before 
October 18,1985. On September 19.1985, 
the United States Telephone 
Association (USTA) filed a request for 
extension of the time for filing 
comments until October 28.1985, and of 
the time for filing reply comments until 
November 18.1985. USTA states that it 
needs an extension because of the 
variety and complexity of issues in the 
proceeding and that its experts need 
more time properly to examine the 
technical issues the various Commission 
proposals raise. 

2. We believe that USTA has shown 
good cause for a grant of its request. The 
requested extension will allow all 
parties better to study the issues and to 
prepare more detailed comments. The 
period of the request will not unduly 
delay the outcome of the proceeding or 
cause any interested person an undue 
hardship. 

3. Accordingly, pursuant to § 0.291 of 
the Commission's Rules and 
Regulations, 47 CFR 0.291 (1984), IT IS 
ORDERED that the above-rcfcrenced 
request of the United States T«?lcphone 
Association is GRANTED and that 
comments in this proceeding should be 
filed on or before October 28.1985. and 
reply comments on or before November 
18.1985. 

Federal Communications Commission. 

Albert Ifalprin, 

Chief, Common Carrier Bureau. 

|FR Doc. 85-23109 Filed 9-26-85; 8:45 am) 

BILLING COOC 4712-01-11 
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DEPARTMENT OF TRANSPORTATION 

National Highway Traffic Safety 
Administration 

49CFR Part 571 
(Docket No 85-11; Notice II 

Federal Motor Vehicle Safety 
Standards; Motorcycle Helmets 

agency: National Highway Traffic 
Safety Administration (NHTSA). DOT. 
action: Notice of proposed rulemaking. 

summary: This notice proposes to 
amend Standard No. 218 Motorcyctc 
Helmets , to extend the current minimum 
performance requirements of the 
standard to all helmet sizes and lo 
improve test procedures and conditions. 

Currently, the standard applies only to 
those helmets which can be "placed on" 
the size C headform for compliance 
testing. Until recently, that was the only 
available size of headform. Now there 
are two more. The specifications 
developed for the exterior geometry of a 
replacement (medium size) for the size C 
headform have been scaled down to 
produce a small headform and up lo 
produce a large headform. Adherence to 
the specifications for exterior geometry 
would ensure that all headforms of a 
particular size are identical in shape. 

The addition of the small and large test 
headforms would assure that all sizes of 
helmets tested according to the 
requirements of Standard No. 218 
provide a reasonable degree of 
protection. 

The proposed improvements in the 
Standard No. 218 test procedures and 
conditions arc based on the NHTSA's 
compliance testing experience under 
Standard No. 218. ns well as statements 
of the helmet industry and various 
research organizations. These changes 
would improve the consistency of 
testing practices and test results. 
dates: Comments must be received on 
or before November 28.1985. This 
proposal would become effective 180 
days after publication of a final rule in 
the Federal Register. 
aooresses: Comments should refer to 
the docket and notice number stated 
above and be submitted to Docket 
Section. Room 5109. National Highway 
Traffic Safety Administration. 400 
Seventh Street SW.. Washington. D.C. 
20590. The docket is open on weekdays 
from 8 a.m. to 4 p in. 

FOR FURTHER INFORMATION CONTACT: 

Mr. William 1.1. Liu. Office of Vehicle 
Safety Standards. NRM-12, National 
Highway Traffic Safety Administration. 
400 Seventh Street SW., Washington. 

DC 20590 (202-426-2264). 


SUPPLEMENTARY INFORMATION: 

Headforms 

Standard No. 218. Motorcycle 
Helmets . specifies minimum 
performance requirements for helmets 
designed for use by motorcyclists and 
other motor vehicle users. Although the 
standard has been in effect since March 
1.1974. it has never covered all helmet 
sizes. The major reason has been that 
compliance testing involves the use of a 
headform and until now only one size of 
headform has been available. On the 
effective date, the standard specified 
four test headform sizes, namely, sizes 
A. B. C. and D. but only size C was 
available. The size C headform was 
adopted from the American National 
Standards Institute (ANSI) Z90.1-1971 
standard which required only one 
headform for testing all helmet sizes. 

The other three headforms were 
specified in Standard No. 218 in 
response to public comments in 1972 
and 1973 on the original proposed 
standard. 

The NHTSA tried to fabricate a 
complete set of headforms for the 
standard by contract when the original 
standard was proposed. Unfortunately, 
the headforms fabricated did not meet 
dimensional requirements and other 
specifications. Therefore, the stundard 
stated: "Helmets that do not fit 
headform size C will not be covered by 
this standard until it is extended to 
those sizes by further amendment.” 
Consequently, manufacturers tested and 
labeled only a portion of their 
production. 

The NHTSA did not expect the 
unavailability of other headform sizes to 
diminish the effectiveness of the original 
standard, because the ANSI standard 
stated that the size C headform ”i$ 
considered suitabte to allow for proper 
testing of protective headgear which will 
accurately fit approximately 95 percent 
of the population of all races.” Yet after 
Standard No. 218 became effective, the 
NHTSA discoverd that only 40 to 45 
percent of helmets available for sale in 
the United States were actually being 
certified by the helmet manufacturers. 
This conclusion was based on a NHTSA 
survey of manufacturers of 
approximately 80 percent of helmets 
sold in the United States at that time. 

The NHTSA attempted to remedy the 
situation by providing a legal definition 
of the word ”01.” The certification rate 
did not increase and the standard was 
considered incomplete by the industry. 
Finally, the Safety Helmet Council of 
America (SHCA) complained about 
unfair practices by some manufacturers, 
such as using the DOT label on untested 
helmets, and requested that more 


helmets be required to be certified on 
the size C headform. These practices led 
to uncertainty among retailers and 
consumers about the validity of the DOT 
label on some helmets. 

In response to this need, the NHTSA 
issued a notice of proposed rulemaking 
in 1979 to extend application of the 
Standard's requirements to all helmets 
that could ”be placed on”, rather than 
“fit”, the size C headform. The extension 
was adopted and became effective on 
May 1.1980. This amendment to the 
stundard was an interim rule requiring 
the certification of all large-size and 
many small-size helmets and was 
effective until headform sizes A (small) 
and D (large) could be developed and 
incorporated into Ihe standard. The 
agency anticipated that certification of 
all adult helmets would end any 
confusion in the marketplace about the 
validity of the DOT label. According the 
SHCA, more than 90 percent of helmets 
currently manufactured by SHCA 
members ore certified as complying with 
Standard No. 218. The size B headform 
contemplated in the original rule was no 
longer considered necessary to this 
effort, because sizes A. C. and D can be 
used to test all helmet sizes adequately. 
Under this interim amendment, extra- 
large helmets were required to be tested 
on the size C headform without the use 
of "shims” or other devices to obtain a 
secure fit of the helmet on the headform. 

The development of the size A and D 
headforms began with the creation of 
more detailed specifications for the size 
C headform. The Appendix to Standard 
No. 218 currently includes simplified 
exterior dimensions for the headforms. 
Both the agency and the motocyclc 
helmet companies have recognized the 
need for more detailed specifications. 
After measuring the exterior geometry of 
the size C headform, the agency 
developed a numerical table describing 
in detail this exterior geometry. This 
table was then used to manufacture the 
new medium headform. To produce the 
small and large headform sizes, scaling 
factors of 0.8941 and 1.069, respectively, 
were applied lo this numerical table. 

The scaling factor of any headform is 
defined as the ratio of the radius of its 
equivalent sphere to the radius of the 
equivalent sphere of the medium 
headform. (The radius of the equivalent 
sphere of any headform is derived from 
the total drop weight of that headform 
and the circumference of the medium 
headform.) These specifications would 
be included in the proposed revision of 
the Appendix to the standard. The 
NHTSA believes the new test 
headforms. manufactured according to 
these specifications, would enhance the 
objectivity and repeatability of the test* 
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The agency also developed the 
interior geometry for the small, medium 
and large headforms for the first time. 
However, these interior geometries 
would be added to the revised Appendix 
to the standard for reference purposes 
only. They would be used as guidelines, 
not as requirements of the standard, to 
give a manufacturer flexibility in the 
design of a headform interior. The 
flexibility is needed because Standard 
No. 218 currently limits the combined 
weight of the test headform and the 
supporting assembly for the drop test. If 
a slightly heavier supporting assembly is 
used by a manufacturer of drop test 
equipment, a manufacturer might have 
to take some weight out of the interior of 
the test headform in order to meet the 
combined weight limit. This would be 
permitted, as long as the center of 
gravity of the headform is not altered. 

This proposal would require use of the 
new set of small, medium, and large test 
headforms for agency compliance 
testing. To ensure testing with the same 
medium size headform by the agency, 
the agency would discontinue the use of 
the size C headform to test medium size 
helmets after the proposed effective 
date. The new medium headform is 
considered to be a suitable replacement 
for several reasons. First, the validity of 
the new medium test headform has been 
demonstrated by the consistent, 
although not indentical. helmet test 
responses achieved when testing the 
new medium and the existing size C 
headforms. Second, the new medium 
headform would have better defined 
dimensions for its exterior geometry. 
Third, the center of gravity location 
would be fixed. Interior geometry 
specifications are referenced for the first 
time. As a result, the medium 
headform's center of gravity location 
would be constant at the center of the 
ball socket joint. Currently, the center of 
gravity location varies in Ihe size C 
headform. Due to the constant center of 
gravity location, the new medium 
headform would give more uniform 
helmet test responses. 

Test Procedures and Conditions 

The agency contracted with Dayton T. 
Brown, Inc. to test all helmet sizes on 
the small, medium, and large heudforms. 
Hie final report of this contract can be 
found in the docket under this notice. 
Dayton T. Brown's test results, as well 
as information available to the agency 
from compliance testing and other 
sources, resulted in the proposed 
changes in test procedures and 
conditions which are discussed below. 

I o achieve a more uniform helmet 
testing practice, the proposal states 
which helmets with a manufacturer's 


designated size range would be tested 
on the small, medium, and large 
headforms. If a manufacturer's 
designated helmet size range is 6% 
(European size: 53) or smaller, the 
helmet would be tested only on the 
small headform. The medium headform 
would be used for testing helmets with a 
manufacturer's designated size range 
between 6% (European size: 54) and 7Vk 
(European size: 60). The large headform 
would be used for testing helmets with a 
manufacturer's designated size range of 
7% (European size 61) or larger. 
However, if a helmet with an 
manufacturer's designated size range 
includes more than one of the three size 
ranges specified above, the helmet 
would be tested on more than one 
headform. 

The need for this occasional multiple 
testing requirement 6tems from the 
differing practices of the manufacturers 
in assigning size ranges for small, 
medium, large, and extra-large helmets. 
The proposed change would eliminate 
the earlier problems with requiring 
testing of helmets that could "fit" or 
could "be placed on" a particular 
headform. because this approach would 
no longer be necessary. The NHTSA is 
aware that increased numbers of test® 
may be required for helmets with wide 
size ranges, but believes this is 
necessary and desirable to ensure the 
safety of helmets for all users. 

Another proposed change concerns 
the helmet testing time limit after a 
helmet is removed from the conditioning 
environment. The standard currently 
allows five minutes after removal to 
complete two successive, identical 
impacts on a helmet test site during the 
impact attenuation test After removal 
from the conditioning environment, the 
standard requires that a helmet be fixed 
and secured on a test headform and. 
then positioned for impact. To allow 
enough time to accomplish these tasks, 
and to provide a common starting time, 
the agency would require that the 
impact testing for each helmet start at 
two minutes after the time of removal 
from the conditioning environment. If 
the two successive impacts at one site 
are not completed within four minutes 
from the removal time, testing would 
stop and the helmet would be returned 
to the conditioning environment as 
currently specified in the standard. 

Once reconditioned, the test sequence 
could start again. Like the two-minute 
starting time, the four-minute stopping 
point is intended to reduce the effects of 
helmet temperature changes on test 
results. The proposed test time limit 
would reduce the temperature gradient 
across the helmet when the helmet is 


tested. The agency expects improved 
test objectivity and repeatability to 
result, particularly during the low 
temperature test. 

Similarly, during the penetration test, 
the application of the two penetration 
blows would start at two minutes after 
removal from the conditioning chamber. 
The second blow would have to be 
completed within four minutes after 
removal. If this time limit is not met. the 
helmet would have to be reconditioned 
before resuming testing. The purpose of 
this change is to minimize possible 
helmet response variations due to 
helmet temperature changes during the 
testing period. The agency believes that 
the performance of conditioned helmets 
can change rapidly with time during 
both the impact attenuation and 
penetration tests. The goal of more 
repeatable, objective test results make 
this change desirable. The test 
compliance laboratories believe this 
change is reasonable and practicable. 

The agency is not presently 
considering requiring a time limit for the 
retention test, because a helmet's 
performance during this test is not 
believed to be time-sensitive. If 
manufacturers or test laboratories think 
otherwise, comments and supporting 
data are requested. 

The conditioning requirements Tor 
helmets being tested remain the some 
because the NHTSA believes these 
requirements reflect various 
environental conditions which a 
motorcycle helmet wearer may 
encounter. The low temperature test at 
15 *F. for example, tests helmet material 
sensitivity to impacts in a cold 
temperature environment. Testing at this 
temperature is currently required by 
industry standards. 

Another improvement would be 
provided by a proposed change in Ihe 
resonant frequency limitation of a test 
headform. Helmet testing under the 
existing standard has shown that no 
current or past headforms satisfy the 
current requirement that test headforms 
"exhibit no resonant frequencies below 
3,000 Hz." Results from NHTSA contract 
tests indicate that resonant frequencies 
of headforms usually range between 
2,000 and 3.000 Hz. These headform 
frequencies do not influence helmet test 
results because they are sufficiently 
above the fundamental helmet 
frequencies (estimated to be far below 
1,000 Hz.) to avoid significant distortion 
of helmet response measurements. 
Therefore, the proposed amendment 
would state that test headforms "exhibit 
no resonant frequency below 2.000 Hz." 
Moreover, the proposed 2.000 Hz. value 
would allow flexibility in the design of 
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the interior of virtually all hcadforms. 
Standard No. 218 specifies the combined 
weight of the test headforms and the 
supporting assembly for the drop test. If 
a slightly heavier supporting assembly is 
used by a manufacturer of drop test 
equipment, this flexibility would permit 
taking some weight out of the test 
headform so that the combined weight 
limit would be met. 

The use of the currently available 
monorail for the drop test is specified in 
the proposal for the impact attenuation 
test to achieve more consistent, 
objective results. Research testing 
results found that the twin-wire testing 
system for the drop test may not 
produce similar results, because the 
headform may rotate significantly 
during the impact Monorail testing 
equipment is currently used by NHTSA 
contract laboratories and by most other 
helmet test laboratories. Further, this 
equipment is available to the industry. 
Therefore, the requirement to use 
monorail equipment should not pose a 
hardship. 

Research results show that more 
frequent adjustment of the monorail 
equipment may be necessary when the 
large test headform is used. The agency 
requests comments on the industry's 
experience in using the large test 
headform with the monorail equipment. 

A proposed technical change is to 
provide metric equivalents for all inch 
and pound measurements for the first 
time. 

Other Issues 

The time duration or "dwell time" 
aspect of the impact attenuation test has 
been controversial. The current 
requirement provides that accelerations 
in excess of 200g and 150g shall not 
exceed 2 milliseconds and 4 
milliseconds (ms), respectively. 
Supporting data for these g levels and 
their time durations were found in the 
Japan Automobile Research Institute. 
Inc. (JAR1) study, published in 1980. This 
is the most recent study available on the 
threshold for head injury in frontal and 
occipital impacts and gives 
experimental head injury data using 
subhuman primates and human cadaver 
skulls. 

The JAR1 Human Head Impact 
Tolerance Curve (JHTC) was 
extrapolated from the curves for 
primates and cadaver skulls. The JHTC 
shows the threshold of human 
concussion at about 200g—2.3 ms. 
Because average individual tolerance to 
head injury varies and the JHTC was 
derived from many scattered data points 
for primates and cadavers, the agency 
believes that retaining the 200g—2 ms 
requirement provides the necessary 


margin of safety for a motorcycle helmet 
user. 

Another controversial aspect of this 
test has been the second impact which 
is also the test point at which most 
failures occur. Paragraph S7.1.2 states: 
"Each helmet is impacted at four sites 
with two successive, identical impacts 
at each site." The purpose of requiring 
the second impact at each test site is to 
establish a minimum level of helmet 
residual impact absorbing capability, as 
described in the following paragraph. 

All other known standards which 
have been established by private 
standard organizations or by foreign 
countries require higher second impact 
levels than Standard No. 218. The 
NHTSA notes that in real world 
accidents, a second impact may occur 
quickly after the first, perhaps within 
one or two seconds, and perhaps at a 
different place on the helmet surface. 
The human head's injury tolerance is 
known to be lower when subjected to 
repeated blows. However, there is no 
state-of-technology test method for 
conducting second impacts within such 
a short time frame. Moreover, changing 
the impact point after each drop would 
double the total test time, resulting in a 
test which would arguably be less 
related to an accident situation. 

The minimum interval in testing 
laboratories between the first and 
second impacts is about 20 seconds. The 
crush liner in currently available 
motorcycle helmets should be able to 
recover most of its residual impact 
absorbing capability in 20 seconds after 
the First drop, but might not do so in one 
or two seconds. Accordingly, this test is 
not intended to reproduce potential 
multiple impacts in a single accident. 
However, the NHTSA believes that the 
second impact test 19 a valid test to 
establish that, at least, the material has 
sufficient ability to recover its protective 
capabilities in the particular location 
which has been impacted. This is 
important motorcycle helmets may be 
worn agains after one severe blow, 
despite the required manufacturer's 
warning not to do so in paragraph S5.8.1 
of the existing standard. 

Since the recovery performance of a 
helmet may vary with time, the agency 
proposes a prescribed test time of two 
minutes for both impacts at each site as 
discussed earlier. This prescribed test 
time would improve the repeatability 
and objectivity of this test. All helmets 
tested would have nearly the same time 
in which to recover from the First 
impact. Thus, retaining the second 
impact test ensures that all helmets 
would have a certain minimum second 
impact performance level. 


The agency is not proposing any 
change in the time duration or second 
impact requirements, but invites public 
comment on these issues. 

Safety Benefits 

Current fatalities of motorcycle riders, 
both in absolute terms and as a 
percentage of total highway traffic 
fatalities, are roughly twice those in the 
early 1970’s. Motorcycle fatalities have 
kept pace with motorcycle registrations. 
Motorcyclist deaths in 1982 were 4.453 
compared to 2.280 in 1970. a 95 percent 
increase, while the increase in total 
motorcycle registrations during the same 
period was 104 percent. The number of 
fatalities to helmet users was 
considerably les9, totaling 1.533. During 
this period, many States have repealed 
or relaxed laws requiring helmet use. At 
this time, the agency estimates that 43 V. 
of registered motorcyclists are subject to 
State helmet use laws. 

Benefits from the proposed rule would 
accrue directly to future users of small 
or large size helmets. The effectiveness 
of motorcycle helmets in preventing 
death and injury has been well 
established in studies prepared for DOT. 

The agency tentatively estimates that 
about ten percent of motorcycle helmets 
primarily in the small size range are not 
currently required to be tested for 
compliance with Standard No. 218, 
because these helmets cannot be 
"placed on" the size C test headform. 
The proposed extension of the standard 
to cover all sizes of helmets could result, 
therefore, in improved safety for about 
10 percent, or 368,000, of the estimated 
3.880,960 motorcycle riders who wear 
helmets. 

Data limitations preclude precise 
estimates of the safety benefits of this 
rulemaking. One benefit of the 
rulemaking should be to increase the 
percentage of these small helmets 
which, if tested, would meet the 
standard. Based on agency compliance 
testing results between FY 1979 and FY 
1981. the rate of noncompltance of 
certified helmets was 25 percent. The 
agency believes it reasonable to assume 
that uncertified helmets are not 
manufactured to the same level of 
performance as certified helmets and 
that therefore the noncompliance rate 
for currently uncertified helmets would 
be higher if they were tested now. 
Extension of the standard to those 
helmets should reduce their rate of 
noncompliance to that of the currently 
certified helmets. 

Another benefit would be that the 
improvements in the specification of the 
test procedures and conditions may lc.id 
manufacturers of currently complying 
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helmets to upgrade their helmets in 
some respects so as to ensure continued 
compliance with the standard. 

Overall helmet usage may increase as 
a result of a standard that covers all 
helmet sizes. Extension of the standard 
to cover all helmet sizes should benefit 
NHTSA *s efforts to encourage States to 
implement laws requiring helmet use by 
motorcyclists. 

If additional helmet use laws are 
enacted, fatalities and injuries would be 
reduced. In 1982. in States without 
mandatory helmet use laws. 2,171 
fatalities occurred to motorcycle riders 
not wearing helmets, and 524 fatalities 
to helmet users for a total of 2,695 
fatalities. The extent of any reduction in 
fatalities and injuries would depend on 
the number of States which enact 
mandatory helmet use laws. 

In addition to other issues raised in 
this notice, the agency requests 
comments on the following questions: 

1* How many helmet manufacturers 
have, or do not have, their own testing 
equipment? Of the manufacturers with 
equipment, what percentage of helmet 
testing is done by outside laboratories? 

2. How many test headforms would 
helmet manufacturers, who conduct 
their own testing, need to purchase to 
meet the requirements of the proposed 
rule? How many helmet manufacturers 
would do their own headform 
machining? 

3. What are the testing costs for 
helmet manufacturers conducting their 
own testing? 

4. What is the cost of redesigning a 
motorcycle helmet shell and its liner? 

5. What percent of current helmet 
production can be placed on the size C 
headform? 

6. What percent of helmet production 
would be tested on each of the small, 
medium, and large test headforms? 

7. What percent of helmets would 
need to be tested on more than one size 
test headform? 

8. Is there any data comparing 
effectiveness of complying versus non¬ 
complying helmets? 

The agency also requests comments 
on the following issues which may be 
considered in future rulemaking 
proceedings and asks commentcrs to 
state the reasons for their responses, 
hased on safety needs, and to include 
estimates of additionl testing costs for 
each change: 

1* Should NUTS A consider adopting 
additional requirements, which are 
contained In other motorcycle helmet 
standards, for example, the Snell 
Foundation standard, the American 
Nationul Standards Institute (ANSI) 
standard, or European standards, such 
as the ECE standard? 


2. Should the geometric configuration 
of the pointed penetrated test striker be 
modified to resemble the narrow surface 
in the 1985 Snell standard? 

3. Should the retention test be 
changed to require dynamic testing to 

reven! the helmet from rotating on the 

ead and perhaps coming off the head in 
an accident situation? 

4. Should the test line marking the 
limit of the test surface in Figure 2 of the 
standard be lowered or should the test 
be revised in other ways to provide 
more protection in accidents for the 
lower part of the back of the head or the 
front of the head in the forehead area, or 
to improve the performance of the 
helmet from the side? What 
requirements would represent the 
optimal trade-off between helmet 
weight, visibility, hearing, and other 
helmet design criteria? Do current 
requirements represent a reasonable 
trade-off? 

5. Should a test procedure be 
developed for the chin guard area of full 
facial coverage helmets? 

6. Should the low temperature 
conditioning requirement be changed so 
that the interior surface of the helmet, or 
the headform, is at body temperature for 
the impact attenuation and penetration 
tests? 

Costs and Other Impacts 

The agency has considered costs and 
other impacts of this proposal and has 
determined that the proposal would not 
be major within the meaning of 
Executive Order 12291 or significant 
within the meaning of the Department of 
Transportation's regulatory procedures. 
The agency has determined that this 
proposal would not result in a major 
increase in costs for the motorcycle 
helmet industry or consumers. 

The agency estimates tentatively that 
recurring annual manufacturing costs 
resulting from helmet testing and 
labeling should not exceed $.10 per 
helmet, in addition, one-time costs 
associated with new testing procedures 
and helmet redesign should not exceed 
$250,000 for the motorcycle helmet 
industry. However, this estimate could 
increase if helmets must be redesigned 
to a greater extent than anticipated as a 
result of the introduction of the new 
small and large test headforms. The 
extent of the necessary redesign is not 
precisely known because of the new 
requirements in this proposal. Small or 
child-size helmets would be required to 
be tested for the first time. Large-size 
helmets would be required to be tested 
on the new, heavier large test headform. 
the testing performed for NHTSA by the 
contractor who developed the new 
headforms did not show a greater 


number of helmet failures. However, the 
results of industry-wide testing cannot 
be foreseen. Industry testing will involve 
many more helmet models, as well as 
greater numbers of helmets. If some 
helmets do not comply when tested on 
the new headforms. a manufacturer may 
decide to redesign them. Redesign of 
small or large helmets should improve 
their physical characteristics, thus 
increasing safety benefits to the user. 

A 1980 cost benefit study prepared for 
the agency stated that the extent and 
cost of helmet redesign resulting from 
the introduction of small and large test 
headforms was uncertain. However, this 
study also concluded that increased 
consumer costs due to possible redesign 
should not exceed $1 per helmet. If there 
were a greater cost increase for some 
hetmets, it would be due to the need for 
more extensive helmet redesign. That 
redesign should increase safety benefits 
as well as costs. 

Based on this agency's review of this 
proposal under the Regulatory 
Flexibility Act. I certify that it would not 
have a significant eocnomic impact on a 
substantial number of small entities. 
Accordingly, no regulatory flexibility 
analysis has been prepared. There are 
approximately 11 domestic 
manufacturers of motorcycle helmets, all 
of whom are believed to have fewer 
than 500 employees. However, this 
proposal only extends an existing rule, 
and imposes estimated costs for helmet 
testing, labeling, and redesign of up to 
$250,000 on the motorcycle helmet 
industry. These costs would be spread 
over an annual production level of 
approximately 1.8 million helmets. 

While small organizations may purchase 
the small, medium, and large test 
headforms for testing motorcycle 
helmets produced by the manfacturers, 
their costs should be minimally affected 
by the impact of this proposal. 

Finally, the NHTSA has considered 
the environmental implications of this 
rule in accordance with the National 
Environmental Policy Act and 
determined that the proposal would not 
significantly affect the human 
environment. 

Interested persons are invited to 
submit comments on the proposal. It is 
requested but not required that 10 copies 
be submitted. 

AU comments must be limited not to 
exceed 15 pages in length. (49 CFR 
553.21). Necessary attachments may be 
appended to these submissions without 
regard to the 15-page limit. This 
limitation is intended to encourage 
commenters to detail their primory 
arguments in a concise fashion. 
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If a commenter wishes to submit 
certain information under a claim of 
confidentiality, three copies of the 
complete submission, including 
purportedly confidential information, 
should be submitted to the Chief 
Counsel, NHTSA. at the street address 
given above, and seven copies from 
which the purportedly confidential 
information has been deleted should be 
submitted to the Docket Sgction. A 
request for confidentiality should be 
accompanied by a cover letter setting 
forth the information specified in the 
agency’s confidential business 
information regulation (49 CFR Part 512), 

All comments received before the 
close of business on the comment 
closing date indicated above will be 
considered, and will be available for 
examination in the docket at the above 
address both before and after that date. 
To the extent possible, comments filed 
after the closing date will also be 
considered. However, the rulemaking 
action may proceed at any time after 
that date, and comments received after 
the closing date and too late for 
consideration in regard to the action will 
be treated as suggestions for future 
rulemaking. The NHTSA will continue 
to file relevant material as it becomes 
available in the docket after the closing 
date, and it is recommended that 
interested persons continue to examine 
the docket for new material. 

Those persons desiring to be notified 
upon receipt of their comments in the 
rules docket should enclose, in the 
envelope with their comments, a self- 
addressed stamped postcard. Upon 
receiving the comments, the docket 
supervisor will return the postcard by 
mail. 

List of Subjects in 49 CFR Part 571 

Consumer protection. Motor vehicle 
safety, Motorcycle helmets. 

To accomplish the changes outlined 
above, the agency would amend 
Standard No. 218, Motorcycle Helmets . 
in Title 49 of the Code of Federal 
Regulations at Part 571, as follows: 

PART 571—(AMENDED) 

The authority citation for Part 571 
would continue to read as follows: 

• Authority: 15 U.S.C. 1392.1401, 1403,1407: 
delegation of authority at 49 CFR 1.50 

$571,218 (Amended) 

1. Paragraph S3 would be revised to 
read as follows: 

S3. Application. This standard applies 
to helmets designed for use by 
motorcyclists and other motor vehicle 
users. 


2. Paragraph S4 would be amended by 
revising the definitions for ‘'Reference 
headform" and Test headform to read as 
follows: 

S4. Definitions. 

• t t t • 

"Reference headform” means a 
measuring device contoured to the 
dimensions of one of the three 
headforms. designated small, medium, 
or large and described in the Appendix, 
with surface markings indicating the 
locations of the basic, mid-sagittal, and 
reference planes, and the centers of the 
external ear openings. 

"Test headform" means a test device 
contoured to the dimensions of one of 
the three headforms described in the 
Appendix, with surface markings 
indicating the locations of the basic, 
mid-sagittal, and reference planes. 

3. Section 5 would be revised to read 
as follows: 

S.5 Requirements. Each helmet shall 
meet the requirements of S5.1 through 
S5.3 when subjected to any conditioning 
procedure specified in S6.3, and tested 
in accordance with S7.1, S7.2, and S7.3 

4. Section 5.3.1(b) would be revised to 
read as follows: 

(b) The adjustable portion of the 
retention system test device shall not 
move more than 1 inch (2.5 cm) 
measured between preliminary and test 
load positions. 

5. Section S5.4 would be revised to 
read as follows: 

55.4 Configuration. Each helmet 
shall have a protective surface of 
continuous contour at all points on or 
above the test line described in S6.2.3. 
The helmet shall provide peripheral 
vision clearance of at least 105" to each 
side of the mid-sagittal plane, when the 
helmet is adjusted as specified in S6.3. 
The vertex of these angles, shown in 
Figure 3. shall be at the point on the 
anterior surface of the reference 
headform at the intersection of the mid- 
sogittal and basic planes. The brow 
opening of the helmet shall be at least 1 
inch (2.5 cm) above all points in the 
basic plane that are within the angles of 
peripheral vision (see Figure 3). 

6. Section S5.5 would be revised to 
read as follows: 

55.5 Projections . A helmet shall not 
have any rigid projections inside its 
shell. Rigid projections outside any 
helmet’s shell shall be limited to those 
required for operation of essential 
accessories, and shall not protrude more 
than 0.20 inch (5 mm). 

7. Section 5.6.1 introductory text and 
paragraph (5) would be revised to read 
as follows: 

S5.6.1 Each helmet shall be 
permanently and legibly labeled, in a 


manner such that the label(s) can be 
easily read without removing padding or 
uny other permanent part, with the 
following: 

• lit! 

(5) The symbol DOT. constituting he 
manufacturer’s certification that the 
helmet conforms to the applicable 
Federal Motor Vehicle Safety Standards. 
This symbol shall appear on the outer 
surface, in a color that contrasts with 
the background, in letters at least % 
inch (1 cm) high, centered laterally with 
the horizontal centerline of the symbol 
located a minimum of 1 Vk inches (2.9 
cm) and a maximum of 1% inches (3,5 
cm) from the bottom edge of the 
posterior portion of the helmet, 

8. Section SQ would be revised to read 
as follows: 

S6. Preliminary test procedures . 
Before subjecting a helmet to the testing 
sequence specified in S7. prepare it 
according to the following procedures. 

56.1 Selection of appropriate 
headform. 

58.1.1 A helmet with a 
manufacturer's designated discrete size 
or size range of 6y* (European size: 53) 
or smaller is tested on the small 
heodform. A helmet with a 
manufacturer's designated discrete size 
or size range from 6% (European size;: 
54) to 7 Vi (European size: 60) is tested 
on the medium headform. A helmet with 
a manufacturer's designated discrete 
size or size range of 7% (European size: 
61) or larger is tested on the large 
headform. 

56.1.2 A helmet with a 
manufacturer's designated size range 
which includes two or all three size 
ranges described in Sd.1.1 is tested on 
each headform covered by the size 
range. 

56.2 Reference marking. 

56.2.1 Use a reference headform that 
is firmly seated with the basic and 
reference planes horizontal. Place the 
complete helmet to be tested on the 
appropriate reference headform. as 
specified in S6.1.1 and S6.1.2. 

56.2.2 Apply a 10-pound (4.5 kg) 
static load normal to the helmet’s apex. 
Center the helmet laterally and seat it 
firmly on the reference headform 
according to its helmet positioning 
index. 

S&2.3 Maintaining the load and 
position described in S6.2.2. draw a line 
(hereinafter referred to as "test line") on 
the outer surface of the helmet 
coinciding with portions of the 
intersection of that surface with the 
following planes, as shown in Figure 2: 

(a) A plane 1 inch (2.5 cm) above and 
parallel to the reference plane in the 
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anterior portion of the reference 
headform; 

(b) A vertical transverse plane 2.5 
inches (6.4 cm) behind the point on the 
anterior surface of the reference 
headform at the intersection of the 
midsagittal and reference planes; 

(c) The reference plane of the 
reference headform; 

(d) A vertical transverse plane 2.5 
inches (6.4 cm) behind the center of the 
external ear opening in a side view; and 

(e) A plane 1 inch (2.5 cm) below and 
parallel to the reference plane in the 
posterior portion of the reference 
headform. 

S6.3 Helmet positioning. 

56.3.1 Prior to each test, fix the 
helmet on a test headform in the 
position that conforms to its helmet 
positioning index. Secure the helmet so 
that it does not shift position prior to 
impact or to application of force during 
testing. 

56.3.2 In testing as specified in S7.1 
and S7 2, place the retention system in a 
position such that it does not interfere 
with free fall, impact, or penetration. 

S.6.4 Conditioning. Immediately 
prior to conducting the testing sequence 
specified in S7. condition each test 
helmet in accordance with any one of 
the following procedures; 

(a) Ambient conditions. Expose to a 
temperature of 70* F (21* C) and a 
relative humidity of 50% for 12 hours. 

(b) Low temperature.. Expose to a 
temperature of 14* F (-10* C) for 12 
hours. 

(c) High temperature. Expose to a 
temperature of 122* F (50* C) for 12 
hours. 

(d) Water immersion. Immerse in 
water at a temperature of 77* F (25* C) 
for 12 hours. 

If during testing, as specified in S7.1.3 
and S7.2.3. a helmet is returned to the 
conditioning environment before the 
time out of that environment exceeds 4 
minutes, the helmet is kept in the 
environment for a minimum of 3 minutes 
prior to resumption of testing with that 
helmet. If the time out of the 
environment exceeds 4 minutes, the 
helmet is returned to the environment 
for a minimum of 3 minutes for each 
minute or portion of a minute that the 
helmet remained out of the environment 
in excess of 4 minutes or for a maximum 
of 12 hours, whichever is less, prior to 
the resumption of testing with that 
helmet. 

9. Section 7 is revised to read as 
follows: 

S7. Test conditions . 

57.1 Impact attenuation test . 

57.1.1 Impact attenuation is 
measured by determining acceleration 
imparted to an instrumented test 


headform on which a complete helmet is 
mounted as specified in S6.3. when it is 
dropped in guided free fall upon fixed 
hemispherical and flat steel anvils. 

57.1.2 Each helmet is impacted at 
four sites with two successive identical 
impucts at each site. Two of these sites 
are impacted upon a fiat steel anvil and 
two upon a hemispherical steel anvil as 
specified in S7.1.10 and S7.1.11. The 
impact sites are at any point on the area 
above the test line described in S6.2.3. 
and separated by a distance not less 
than one-sixth of the maximum 
circumference of the helmet in the test 
area. 

57.1.3 Impact testing at each of the 
four sites, as specified in S7.1.2, shall 
start at two minutes, and be completed 
by four minutes, after removal of the 
helmet from the conditioning 
environment. 

57.1.4 The guided free fall drop 
heights for the helmet and test headform 
combination onto the hemispherical 
anvil and fiat anvil shall be such that 
the minimum impact speeds are 17.1 
feet/second (5.2m/sec) and 19.7 ft./sec 
(6.0 m/sec), respectively. The minimum 
drop heights are 54.5 inches (130.4 cm) 
and 72 inches (182.9 cm), respectively. 
The drop heights are adjusted upward 
from the minimum to the extent 
necessary to compensate for friction 
losses. 

57.1.5 Test headforms for impact 
attenuation testing are constructed of 
magnesium alloy (K-l A), and exhibit no 
resonant frequencies below 2,000 Hz. 

57.1.6 The monorail system is to be 
used for impact attenuation testing. 

57.1.7 The weight of the drop 
assembly, as specified in Table I. is the 
combined weight of the instrumented 
test headform and supporting assembly 
for the drop test. The weight of the 
supporting assembly is not less than 2.0 
lbs. and nut more than 2.4 lbs. (0.9 to 1.1 
kg). The supporting assembly weight for 
the monorail system is the drop 
assembly weight minus the combined 
weight of the test headform. the 
headform's clamp down ring, and its tie 
down screws. 

57.1.8 The center of gravity of the 
test headform is located at the center of 
the mounting ball on the supporting 
assembly and lies within a cone with its 
axis vertical and forming a 10* included 
angle with the vertex at the point of 
impact. The center of gravity of the drop 
assembly lies within the rectangular 
volume bounded by x=0.25 inch (0.64 
cm), x-0.85 inch (-2.18 cm). y=0.25 
inch (0.64 cm), and y- -0.25 inch 
(—0.64 cm) with the origin located at the 
center of gravity of the test headform. 
The x-y-z axes ure mutally 
perpendicular and have positive or 


negative designations in accordance 
with the right-hand rule. The x-axis is 
horizontal with its negative direction 
passing through the vertical centerline of 
• the monorail from the origin. The y-axis 
is also horizontal and the positive z-axis 
is upward. 

57.1.9 The acceleration transducer is 
mounted at the center of gravity of the 
test headform with the sensitive axis 
aligned to within 5* of vertical w hen the 
test headform is in the impact position. 
The acceleration data channel complies 
with SAE Recommended Practice J211 
requirements for channel class 1.000. 

57.1.10 The fiat anvil is constructed 
of steel with a 5-inch (12.7 cm) minimum 
diameter impact face, and the 
hemispherical anvil is constructed of 
steel with a 1,9-inch (4.8 cm) radius 
impact face. 

57.1.11 The rigid mount for both of 
the anvils consists of a solid mass of a 
least 300 pounds (136.1 kg), the outer 
surface of which consists of a steel plate 
with minimum thickness of 1 inch (2.5 
cm) and minimum surface area of 1 ft.* 
(929 cm *). 

57.1.12 The drop system shall 
restrict side movement during the 
impact attenuation test so that the sum 
of the areas bounded by the 
acceleration-time response curves for 
both the x-and y-axes (horizontal axes) 
is less than five percent of the area 
bounded by the acceleration-time 
response curve for the vertical axis. 

S7.2 Penetration test . 

57.2.1 The penetration test is 
conducted by dropping the penetration 
test striker in guided free fall, with its 
axis aligned vertically, onto the outer 
surfuce of the complete helmet, when 
mounted as specified in S6.3 at any 
point above the test line, described in 
S6.2.3. except on a fastener or other rigid 
projection. 

57.2.2 Two penetration blows are 
applied at least 3 inches (7.6 cm) apart, 
and at least 3 inches (7.6 cm) from the 
centers of any impacts applied during 
the impact attenuation test. 

57.2.3 The application of the two 
penetration blows, specified in S7.2.2, 
shall start at two minutes and be 
completed by four minutes, after 
removal of the helmet from the 
conditioning environment. 

57.2.4 The height of the guided free 
fall is 118.1 inches (3 m). as measured 
from the striker point to the impact point 
on the outer surface of the test helmet. 

57.2.5 The contactable surface of the 
penetration test headforms are 
constructed of a metal or metallic alloy 
having a Brinell hardness number no 
greater than 55. which will readily 
permit detection should contact by the 
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striker occur The surface is refinished if 
necessary prior to each penetration test 
blow to permit detection of contact by 
the striker. 

57.2.6 The weight of the penetration 
striker is 8 pounds, 10 ounces (3 kg). 

57.2.7 The point of the striker has an 
included angle of 60\ a cone height of 
1.5 inches (3.8 cm), a tip radius of 0.02 
inch (standard 0 5 millimeter radius) and 
a minimum hardness of 00 Rockwell. C- 
scale. 

57.2.8 The rigid mount for the 
penetration lest headform is as 
described in S7.1.11. 

S7.3 Retention system test. 

57.3.1 The retention system test is 
conducted by applying a static tensile 
load to the retention assembly of a 
complete helmet, which is mounted, as 
described in S&3, on a stationary test 
headform as shown in Figure 4. and by 
measuring the movement of the 
adjustable portion of the retention 
system test device under tension. 

57.3.2 The retention system test 
device consists of both an adjustable 
loading mechanism by which a static 
tensile load is applied to the helmet 
retention assembly and a means for 
holding the test headform and helmet 
stationary. The retention assembly is 
fastened around two freely moving 
rollers, both of which have a 0.5 inch (1.3 
cm) diameter and a 3-inch (7.8 cm) 
center-to-cenler separation, and which 
are mounted on the adjustable portion of 
the tensile loading device (Figure 4). The 
helmet is fixed on the test headform ns 
necessary to ensure that it does not 
move during the application of the test 
loads to the retention assembly. 

57.3.3 A 50-pound (22.7 kg) 
preliminary test load is applied to the 
retention assembly, normal to the basic 
plane of the test headform and 
symmetrical with respect to the center 
of the retention assembly for 30 seconds, 
and the maximum distance from the 
extremity of the adjustable portion of 
the retention system test device to the 
apex of the helmet is measured. 

57.3.4 An additional 250-pound 
(113.4 kg) test load is applied to the 
retention assembly, in the same manner 
and at the sume location as described in 
S7.3.3. for 120 seconds, and the 
maximum distance from the extremity of 
the adjustable portion of the retention 


system test device to the apex of the • • • • • 

helmet is measured. 10. Figure 2 is revised as follows: 

ypllc^ 
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’FIGURE 2 


11. Table 1 is revised to read as 
follows: 

Table i.-Weights for Impact Attenuation 
Test Drop Assembly 
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12. The Appendix is revised as follows: 

BILLING COOf 
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Issued: September 23, 1985 
Barry Fclrice, 

Associate Administrator for Rulemaking. 
| HR Doc. 85-23082 Filed 9-2&-8S. 845 «mh| 
Biiimo coot 4»io-st.y 


DEPARTMENT OF COMMERCE 

National Oceanic and Atmospheric 
Administration 

50 CFR Part 842 

King Mackerel and Spanish Mackerel; 
Public Hearings 

agency: National Marine Fisheries 
Service (NMFS). NOAA. Commerce, 
action: Notice of public hearings and 
request for comments, 

summary: The Gulf of Mexico Fishery 
Management Council will convene 
.Mackerel Public Hearings to review 
reduced bag limits for recreationul 
fishermen and reduced harvest quotas 


for commercial fishermen, and other 
measures to manage the stock of king 
mackerel. This reduction could be of 
sufficient magnitude to close the fishery. 
An increase in the size limit for Spanish 
mackerel will also b'e discussed. 
dates: Written comments should be 
received by October 30.1985. All 
hearings will be convened at 7:00 p.m.. 
and will adjourn at approximately lOcOO 
p m. The hearings are scheduled as 
follows: 

1. October 7. 1985. Largo. Florida 

2. October 8.1985. Corpus Christ!. Texas 

3. October 9. 1985. Houma. Louisiana 

4. October 10.1985. Pensacola. Florida. 
addresses: Written comments should 
be sent to Wayne Swingle. Executive 
Director. Gulf of Mexico Fishery 
Management Council. Lincoln Center. 
Suite 881. 5401 West Kennedy 
Boulevard. Tampa. Florida 33609; or 
Jock Brawner. Director. Southeast 
Region. National Marine Fisheries 
Service, Duval Building. 9450 Koger 
Boulevard. SL Petersburg. Florida 33702. 


The hearings will be held at the 
following locations: 

1. October 7,1985—Pinellas County 
Cooperative Extension Service 
Auditorium, 12175 125lh Street. North. 
Largo. Florida 

2. October 8. 1985—Texas A&M 
Research and Extension Center. 

Highway 44. Corpus ChristL Texus 

3. October 9. 1985—East Park 
Recreation Center. 2007 East Park Street. 
Houma, Louisiana 

4. October Id 1985— Pensacola Junior 
College Fine Arts Auditorium. 1000 
College Boulevard. Pensacola. Florida. 
FOR FURTHER INFORMATION CONTACT: 
Wayne Swingle. Executive Director. 

Gulf of Mexico Fishery Management 
Council. 813-228-2815. 

Dated: September 24. 108S. 

Richard B. Roe, 

Director. Office of Pmtecti'd Specie* and 
Habitat Cvnvrnation. National Marine 

Fisheries Sen ice. 

|FR Doc. 85-23192 Filed 9-28-85 8 45 nm| 

CHLUMG CODE 3510 22-U 
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Federal Register 

Vol. 50, No. 188 
Friday, September 27, 1965 


Ttiis section of the FEDERAL REGISTER 
contains documents other than rules or 
proposed rules that a/e applicable to the 
public. Notices of hearings and 
Investigations, committee meetings, agency 
decisions snd nrirngs, delegations of 
authority, filing of petitions and 
applications and agency statements of 
organization and functions are examples 
of documents appearing in this section. 


DEPARTMENT OF AGRICULTURE 
Forest Service 

Leola-Sullivan Timber Sale, Colville 
National Forest, Pend Oreille County, 
WA; Intent To Prepare an 
Environmental Impact Statement 

The U.S. Department of Agriculture, 
Forest Service, will prepare an 
environmental impact statement for the 
development of the Leola-Sullivan 
timber sale on the Sullivan Lake Ranger 
District The environmental impact 
statement will be prepared in 
accordance with existing land and 
resource management plans. 

A range of alternatives for timber 
harvest in the assessment area will be 
considered. One of the alternatives will 
be no action. Other alternatives will 
consider various levels of timber harvest 
and road construction. 

Federal. State and local agencies, 
potential purchasers, and other 
individuals or organizations who may be 
interested in or affected by the decision 
will be invited to participate in the 
scoping process, which will begin in 
October. 1985. This process will include: 

1. Identification of the issues to be 
addressed. 

2. Identification of issues to be 
analyzed in depth. 

3. Elimination of insignificant issues, 
issues covered by previous 
environmental analysis, and issues not 
within the scope of this decision. 

4. Determination of potential 
cooperating agencies and assignment of 
responsibilities. 

The Fish and Wildlife Service, 
Department of Interior, will be invited to 
participate as a coordinating agency to 
evaluate potential impacts on 
threatened and endangered species 
habitat occurring as a result of this 
action. 

The analysis is expected to take about 
five months. The draft environmental 
impact statement should be available 


for public review by August. 1988. The 
final environmental impact statement 
should be issued by December. 1988. 

William D. Shenk. Forest Supervisor 
of the Colville National Forest is the 
responsible official. 

Written comments and suggestions 
concerning the analysis should be sent 
to William D. Shenk, Forest Supervisor. 
Federal Building. 695 South Main, 
Colville. Washington 99114, or to 
Warren N. Current. District Ranger. 
Sullivan Lake Ranger District. Metalinc 
Falls, Washington 99153. 

Questions about the proposed action 
and environmental impact statement 
should be directed to Constance J. 
Mehmel. Sale Planner. Sullivan Lake 
Ranger District, Metaline Falls, 
Washington 99153 (telephone: (509) 446- 
2881). 

Dated: September 18,1985. 

William D. Shenk, 

Forest Supervisor. 

|FR Doc. 85-23097 Filed 9-26-85; 8:45 am) 

BILLING COOC $410-11-*# 


Threemile Timber Sale, Colville 
National Forest, Pend Oreille County, 
WA; Intent To Prepare an 
Environmental Impact Statement 

The U.S. Department of Agriculture, 
Forest Service, will prepare an 
environmental impact statement for the 
development of the Threemile timber 
sale on the Sullivan Lake Ranger 
District. The environmental impact 
statement will be prepared in 
accordance with existing land and 
resource management plans. 

A range of alternatives for timber 
harvest in the assessment area will be 
considered. One of the alternatives will 
be no action. Other alternatives will 
consider various levels of timber harvest 
and road construction. 

Federal. State and local agencies, 
potential purchasers, and other 
individuals or organizations who may be 
interested in or affected by the decision 
will be invited to participate in the 
scoping process. This process will 
include: 

1. Identification of the issues to be 
addressed. 

2. Identification of issues to be 
analyzed in depth. 

3. Elimination of insignificant issues, 
issues covered by previous 


environmental analysis, and issues not 
within the scope of this decision. 

4. Determination of potential 
cooperating agencies and assignment of 
responsibilities. 

The Fish and Wildlife Service, 
Department of Interior, will be invited to 
participate as a coordinating agency to 
evaluate potential impacts on 
threatened and endangered species 
habitat occurring as a result of this 
action. 

Scoping for this project will begin in 
October, 1985. A public meeting will be 
scheduled in February. 1988. to finalize 
issues, concerns and opportunities and 
to discuss development of alternatives. 

The analysis is expected to take about 
five months. The draft environmental 
impact statement should be available 
for public review by September, 1966 
The final environmental impact 
statement should be available by 
January, 1987. 

William D. Shenk. Forest Supervisor 
of the Colville National Forest, is the 
responsible official. 

Written comments and suggestions 
concerning the analysis should be sent 
to William D. Shenk, Forest Supervisor 
Federal Building. 695 South Main. 
Colville, Washington 99114. or to 
Warren N. Current. District Ranger. 
Sullivan Lake Ranger District, Metaline 
Falls. Washington 99153. 

Questions about the proposed action 
and environmental impact statement 
should be directed to Constance ). 
Mehmel. Sale Planner. Sullivan Lake 
Ranger District, Metaline Falls. 
Washington 99153 (telephone: (509) 446- 
2881). 

Dated: September 18,1965. 

William D. Shenk. 

Forest Superv isor. 

|FR Doc. 85-23090 Filed 9-26-85: 645 am] 

SILLING CCOC $410-11-*# 


Rural Electrification Administration 

Tri-State Generation and Transmission 
Association, Inc.; Information 
Supplement 

agency: Rural Electrification 
Administration. USDA. 
action: Availability of information 
supplement. _ _ 

summary: Notice is hereby given that 
the Rural Electrification Administration 
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[REA), pursuant to the National 
Environmental Policy Act of 1989. as 
amended, the Council on Environmental 
Quality Regulations (40 CFR Parts 1500- 
1508). and REA Environmental Policies 
and Procedures (7 CFR Part 1794), has 
prepared an Information Supplement 
(IS) in connection with the proposed 
participation and project changes for the 
Hayden-Blue River 345 kV transmission 
line project. The proposed facility will 
be located in Grand. Routt and Summit 
Counties, Colorado. 

FOR FURTHER INFORMATION CONTACT: 

Mr. Martin G. Seipel. Director, Western 
Area-Electric, Rural Electrification 
Administration. Room Number 0207, 

14th and Independence Avenue SW„ 
Washington, DC 20250, telephone 
number (202) 382-8848. 

SUPPLEMENTARY INFORMATION: Tri-State 
Generation and Transmission 
Association. Inc. (Tri-State), submitted a 
proposed amended agreement and an 
environmental document relating to the 
proposed participation and project 
changes in the Hayden-Blue River 345 
kV transmission line project. The 
proposed amended agreement will 
provide different ownership terms, cost, 
and capacity sharing, and divide 
construction management 
responsibilities for the project 
participants. The proposed agreement 
provides for Tri-State to be project 
manager for the northern portion of the 
line from Hayden to the existing Gore 
Pass Substation, and provides for 
Western Area Power Administration 
(Western) to be project manager for the 
southern portion of the line from Gore 
Pass Substation to the proposed Blue 
River Substation. Under the previous 
agreement. Tri-State was to be the sole 
project manager and would have 
constructed the entire line from Hayden 
Substation to the proposed Blue River 
Substation. Under the proposed 
participation changes, the project 
participants are sharing the cost as 
follows: Tri-State. 34 percent; Colorado- 
Ute Electric Association. Inc. (Colorado- 
Ute), 22 percent: Platte River Power 
Authority (Platte River). 22 percent; and 
Western. 22 percent. The previous 
capacity participation percentages were: 
Tri-State. 50 percent; Colorado-Ute. 20 
percent; Platte River. 20 percent; and 
Western, io percent. Public Service 
Company of Colorado (PSC). while not 
participating in the transmission line 
construction, will construct the Blue 
River Substation in Summit County, 
Colorado. 

RF.A issued a Record of Decision 
(ROD) for the Hayden-Blue River project 
on September 30.1982. following the 
prepartion of a Draft Environmental 


Impact Statement (DEIS) and a final 
Environmental Impact Statement (FEIS) 
on December 24.1981. and on July 16, 
1982, respectively. REA approved 
financing assistance for Tri-State's 
portion of the project on September 30. 
1982 and Colorsdo-Ute's portion on 
September 23.1983. 

The new participation agreement 
would allow Tri-State to utilize the 
existing Gore Pass Substation in the 
Middle Park area rather than construct a 
new substation. Tri-State will also 
construct the first 2.4 km (1.5 miles) of 
transmission line out of the Hayden 
Substation using wood-pole H-frame 
structures insulated at 230 kV instead of 
steel towers insulated at 345 kV. The 
use of 230 kV wood-pole H-frame 
structures is more economical than 345 
kV structures because the line would 
not be uprated to 345 kV operation for at 
least 15 years; the Hayden Substation 
cannot presently be enlarged to include 
345 kV facilities; and when the line is 
uprated to 345 kV operation, at least two 
feasible alternatives call for the removal 
of the inital section of line from Hayden. 
The proposed route between Hayden 
and Gore Pass is the same as the 
corridor identified in the FEIS and 
approved in REA's ROD for the Hayden- 
Blue River project with one exception 
near the Edna Mine area in Routt 
County. This exception represents a 0.6 
km (0.4 mile) excurion beyond the 
corridor boundary for a total length of 
approximately 2.9 km (1.8 miles). Tri- 
State will utilize the resource 
information developed in the REA FEIS 
for routing the transmission line 
between the Hayden and Gore Pass 
Substations and will compty with local 
transmission siting requirements. 
Western proposes to utilize the resource 
information developed for REA's FEIS to 
analyze alternative routings in the 
Supplemental E1S that it is preparing for 
the southern portion of the line between 
the Gore Pass and Blue River 
Substations. 

REA has reviewed the environmental 
Information submitted by Tri-State and 
has independently evaluated the 
proposed changes. REA, at its 
discretion, is issuing this IS to carry out 
the purpose of the National 
Environmental Policy Act pursuant to 40 
CFR 1502.9(c)(2) and 7 CFR 1794.90(c). 
The proposed changes will not affect 
threatened or endangered species, prime 
farmland, floodplains, wetlands or 
cultural resources. REA has determined 
that the environmental consequences of 
the proposed participation and project 
changes would not alter the use of the 
preferred corridors defined in REA’s 
FEIS and approved In REA's ROD: and 


thus, no significant changes relevant to 
environmental concerns are expected. 

RICA considered the following 
alternatives: (a) Hayden-Blue River 
project as revised, (b) Hayden-Blue 
River project as originally proposed, (c) 
no joint participation in constructing the 
project, and (d) alternative transformer 
locations. After reviewing these 
alternatives, REA determined that the 
proposed project is revised is an 
acceptable alternative because it meets 
Tri-State's, Colorado-Ute's and other 
participants’ needs with minimal 
adverse impact. 

Copies of the IS may be examined at 
or obtained from the offices of REA in 
the South Argiculture Building. Room 
0207,14th and Independence Avenue 
SW.. Washington, DC 20250 or at the 
offices of Tri-State, 12076 Grant Street. 
Thornton, Colorado 80241, during 
regular business hours. The IS may also 
be examined at public libraries in 
approriate towns in the affected 
counties. Copies of the IS are being sent 
to various Federal, State and local 
agencies and other individuals that have 
expressed an interest in this project. 
REA will take no final action with 
respect to the amended proposal until 
thirty (30) days after publication of 
notice in the Federal Register and a 
local newspaper. 

This program is listed in the Catalog 
of Federal Domestic Assistance as 
10.850-Rural Electrification Loans and 
Loan Guarantees. 

Dated: September 20,1985. 

Harold V. Hunter. 

Administrator. 

[FR Doc 85-23154 Filed 9-28-85: 8:45 am) 

■ILUNQ CODE 3410-1S-JU 


COMMISSION ON CIVIL RIGHTS 

Connecticut Advisory Committee; 
Agenda and Notice of Public Meeting 

Notice is hereby given, pursuant to the 
provisions of the Rules and Regulations 
of the U.S. Commission on Civil Rights, 
that a meeting of the Connecticut 
Advisory Committee to the Commission 
will convene at 3:00 p.m. and adjourn at 
5:00 p.m. on October 16.1985, at the 
Connecticut Historical Society, 1 
Elizabeth Street, Hartford. Connecticut. 
The purpose of the meeting is to 
continue program planning for FY 06. 

Persons desiring additional 
information, or planning a presentation 
to the Committee, should contact 
Committee Chairperson James Stewart, 
or Jacob Schlitt. Director of the New 
England Regional Office, at (617) 223- 
4671, (TDD 617/223-0344). 
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The meeting will be conducted 
pursuant to the provisions of the Rules 
and Regulations of the Commission* 

Dated at Washington. DC September 24. 
1985. 

Sort Silver, 

Assistant Staff Director for Regional 
Programs. 

|FR Doc, 85-23120 Filed 9-20-85: 8:45 am) 

BILLING COO€ 633V01-M 


Kansas Advisory Committee; Agenda 
and Notice of Public Meeting 

Notice is hereby given, pursuant to the 
provisions of the Rules and Regulations 
of the U.S. Commission on Civil Rights, 
that a meeting of the Kansas Advisory 
Committee to the Commission will 
convene at 10:00 a.m. and adjourn at 
1:00 p.m. on October 22,1985, at the 
Wichita Royale. 125 N. Market, Wichita, 
Kansas. The purpose of the meeting is to 
develop programs and plans for FY *88 
and discuss holding community forums 
on civil rights issues in Western Kansas. 

Persons desiring additional 
information, or planning a presentation 
to the Committee, should contact 
Committee Chairperson, Burdett Loomis, 
or Melvin fenkins. Director of the 
Central States Regional Office at (818) 
374-5253. (TDD 818/374-5009). 

The meeting will be conducted 
pursuant to the provisions of the Rules 
and Regulations of the Commission* 

Dated at Washington, DC September 24, 
1985. 

Bert Silver, 

Assistant Staff Director for Rtygional 
Programs. 

(FR Doc 85-23121 Filed 9-28-85: 8:45 am) 

ft LUNG COOf 633S Ct-M 

Maryland Advisory Committee; 

Agenda and Notice of Public Meeting 

Notice is hereby given, pursuant to the 
provisions of the Rules and Regulations 
of the U.S. Commission on Civil Rights, 
that a meeting of the Maryland Advisory 
Committee to the Commission will 
convene at 1:30 p.m. and adjourn at 3:30 
p.m. on October 21,1985. at the Omni 
international Hotel. 101 West Fayette 
Street, Baltimore. Maryland. The 
purpose of the meeting will be to review 
a report of the Committee's community 
forum on handicap discrimination and 
develop plans for a possible study of 
equity issues in special education. 

Persons desiring additional 
information, or planning a presentation 
to the Committee, should contact 
Committee Chairperson, Lorrctta 
Johnson, or John Binkley. Director of the 
Mid-Atlantic Regional Office at (2Q2) 
254-8717. (TDD 202/254-5481)* 


The meeting will be conducted 
pursuant to the provisions of the rules 
and regulations of the Commission. 

Dated at Washington. DC September 24. 
1985. 

Bert Silver. 

Assistant Stoff Director for Regional 
Programs. 

|FR Doc. 85-23122 Filed 9-28-85: 8:45 um| 

BILLING CO DC 6335-41-M 


Minnesota Advisory Committee; 
Agenda and Notice of Public Meeting 

Notice Is hereby given, pursuant to the 
provisions of the Rules and Regulations 
of the U.S. Commission on Civil Rights, 
that a meeting of the Minnesota 
Advisory Committee to the Commission 
will convene at 6:00 p.m. and adjourn at 
9:00 p.m. on October 21,1985. at the 
Hamline University School of Law, 1538 
Huwett Avenue, Room 101, St Paul. 
Minnesota. The purpose of the meeting 
will be to discuss committee projects on 
mental health and affirmative action, as 
well as to hear from local groups and 
agencies about other civil rights matters. 

Persons desiring additional 
information, or planning a presentation 
to the Committee, should contact 
Committee Chairperson, Talmadge 
Bartelle, or Clark Roberts. Director of 
the Midwestern Regional Office at (312) 
353-7371, (TDD 312/880-2188). 

The meeting will be conducted 
pursuant to the provisions of the rules 
and regulations of the Commission. 

Dated at Washington. DC. September 24, 
1985. 

Bert Silver. 

A ssistani Staff Director for Regional 
Programs. 

|FR Doc. 85-23123 Filed 9-28-85: 8:45 am) 

BILUNG coot 6335-01-11 


Rhode Island Advisory Committee; 
Agenda for Notice of Public Meeting 

Notice is hereby given* pursuant to the 
provisions of the Rules and Regulations 
of the U.S. Commission on Civil Rights, 
that a meeting of the Rhode Island 
Advisory Committee to the Commission 
will convene at 12:00 noon and adjourn 
at 1:30 p.m. on November 13.1985. at the 
Girl Scouts of Rhode Island, 125 Charles 
Street Council Room. Providence, 

Rhode Island. The purpose of the 
meeting is to discuss the issue of 
violence against Asians in Providence 
and continue program planning for FY 
‘ 88 . 

Persons desiring additional 
information, or planning a presentation 
to the Committee, should contact 
Committee Chairperson. David Sholes. 


or Jacob Schlitt. Director of the New 
England Regional Office at (617) 223- 
4671. (TDD 617/223-0344). 

The meeting will be conducted 
pursuant to the provisions of the Rules 
and Regulations of the Commission. 

Dated at Washington. DC. September 24. 
1985. 

Bert Silver, 

Assistant Staff Director for Regional 

Programs. 

|FR Doc. 85-23124 Filed 9-28-85; 8:45 amj 

BILLING CODE 6335-01-15 


DEPARTMENT OF COMMERCE 

International Trade Administration 

Consolidated Decision on Applications 
for Duty-Free Entry of Electron 
Microscopes 

This a decision consolidated pursuant 
to section 8(c) of the Educational. 
Scientific, and Cultural Materials 
Importation Act of 1966 (Pub. L 89-851. 
80 Stat. 897; 15 CFR Part 301). Related 
records can be viewed between 8:30 
A.M. and 5:00 P.M. in Room 1523, U.S* 
Department of Commerce, 14th and 
Constitution Avenue. N.W.. Washington. 
DC 

Docket No.: 85-179. Applicant: Ceorge 
Washington University Medicai Center, 
Washington, DC 20037. Instrument: 
Electron Microscope. Model JEM- 
1200KX with Accessories. Manufacturer 
JF.OL, Ltd.. Japan. Intended use: See 
notice at 50 FR 24552. Instrument 
ordered: February 25.1985. 

Docket No.: 85-180. Applicant: 
University of Southern California. Los 
Angeles. CA 90089-1141. Instrument: 
Electron Microscope, Model JEM- 
1200 EX with Accessories. Manufacturer: 
JEOL, Ltd*. Japan* Intended use: See 
notice at 50 FR 24552. Instrument 
ordered: February 5.1985. 

Docket No.: 85-184. Applicant: 
Brandels University. Waltham, MA 
02254. Instrument: Electron Microscope 
Model EM 420 with Accessories. 
Manufacturer N.V. Philips, The 
Netherlands. Intended use: See notice at 
50 FR 26395. Instrument ordered: March 
28,1985. 

Docket No.: 85-185. Applicant: 
University of Michigan. Ann Arbor, MI 
48109-2029. Instrument: Electron 
Microscope, Model EM 10CA with 
Accessories. Manufacturer Carl Zeiss. 
Inc., West Germany. Intended use: See 
notice at 50 FR 24553. Instrument 
ordered: March 27,1985. 
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Docket No.: 85-198. Applicant: 
University of Pittsburgh. Pittsburgh. PA 
15261. Instrument: Electron Microscope. 
Model JEM-2000FX with Accessories. 
Manufacturer JEOL, Japan. Intended 
use: See notice at 50 FR 26394. 
Instrument ordered: September 21,1984. 

Docket No.: 85-201. Applicant: The 
Pennsylvania State University 
(MSHMC), Hershey. PA 17033. 
Instrument: Electron Microscope. Model 
EM 10-CAS with Accessories. 
Manufacturer Carl Zeiss. Inc., West 
Germany. Intended use: See notice at 50 
FR 26394. Instrument ordered: March 22, 
1985. 

Docket No.: 85-202. Applicant: 
Columbia University (College of 
Physicians & Surgeons). New York. NY 
10032, Instrument: Electron Microscope. 
Model EM 10CA and Accessories. 
Manufacturer Carl Zeiss, West 
Germany. Intended use: See notice at 50 
FR 26394. Instrument ordered: April 18, 
1985. 

Docket No.: 85-203. Applicant: The 
(ackson Laboratory. Bar Harbor, ME 
94609. Instrument: Electron Microscope. 
Model JEM-100CXII and Accessories. 
Manufacturer. JEOL. Co., Ltd.. Japan. 
Intended use: See notice at 50 FR 26394. 
Instrument ordered: February 8,1985. 

Docket No.: 85-214. Applicant: 
University of Pittsburgh, Pittsburgh. PA 
15281. Instrument: Electron Microscope. 
Model JEM-200CX with Accessories. 
Manufacturer JEOL, Japan. Intended 
use: See notice at 50 FR 28000. 
Application received by Commissioner 
of Customs: June 3.1985. 

Docket No.: 85-221. Applicant: Boston 
University School of Medicine. Boston. 
MS 02118. Instrument: Electron 
Microscope, Model JEM-10QCXII. 
Manufacturer. JEOL, Ltd., Japan. 
Intended use: See notice at 50 FR 28001. 
Instrument ordered: October 24.1984. 

Docket No.: 85-224. Applicant: 
Oakland University, Rochester. MI 
48063. Instrument: Electron Microscope, 
Model EM 410LS with Accessories. 
Manufacturer: N.V. Philips. The 
Netherlands. Intended use: See notice at 
50 FR 29243. Instrument ordered: March 
25, 1985. 

Comments: None received. 

Decision: Approved. No instrument of 
equivalent scientific value to the foreign 
instrument, for such purposes as these 
instruments are intended to be used, 
was being manufactured in the United 
States at the time the instruments were 
ordered. 

Reasons: Each foreign instrument is a 
conventional transmission electron 
microscope (CTEM) and is intended for 
research or scie ntific educational uses 
requiring a CTEM. We know of no 
LI EM, or of any other instrument suited 


to these purposes, which was being 
manufactured in the United States either 
at the time of order of each instrument 
or at the time of receipt of application 
by the U.S. Customs Service. 

(Catalog of Federal Domestic Assistance 
Program No. 11.105. Importation of Duty-Free 
Educational and Scientific Materials) 

Frank W. Creel 

Director . Statutory Import Programs Staff. 

(FR Doc 85-23178 Filed 9-28-85; 8:45 am) 

BILLING COO€ MlO-OS-M 


(Case No. 656) 

Josef Kubicek et al.; Order Amending 
Temporary Denial of Export Privileges 

In the Matter of Josef Kubicek, individually 
and doing business as, Exclusitrade, Inc and 
J-O.K.. Inc., with locations at 18 La Vista 
Verde Rancho Palos Verdes, California 90274. 
and 2001 Artesia Boulevard, Redondo Beach. 
California 90278, and Lakeside Office Park, 
No. 4, Wakefield. Massachusetts 01890. 
William Carlton Dart, individually and doing 
business as. Display Systems, Inc. and 
Perpetuum, Inc., with locations at 2000 Martin 
Avenue, Santa Clara. California 95050, 

Robert William Haire, Sr., individually and 
doing business as. Display Systems. Inc. 2000 
Martin Avenue. Santa Clara. California 
95050, and Exclusitrade. Inc. with locations 
at 18 La Vista Verde, Rancho Palos Verdes. 
California 90274. and 2001 Artesia Boulevard. 
Redondo Beach, California 90278, and 
Lakeside Office Park, No. 4. Wakefield. 
Massachusetts 01880, Raymond Shields Spitz. 
Star Route 45E. Spirit Lake. Idaho 838G9. 

By order issued on November 8.1984. 
(19 FR 45468, November 18.1984) 
(“Order"), respondents William Carlton 
Dart and Robert William Haire, Sr„ both 
individually and doing business as 
Display Systems Inc. and Perpetuum, 

Inc. (all such individual and corporate 
respondents hereinafter referred to 
collectively as "Respondents"), are 
temporarily denied, pursuant to { 388.19 
of the Export Administration 
Regulations (currently codified at 15 
CFR Parts 368-399 (1985)) 
("Regulations"), all privileges of 
participating in any manner or capacity 
in the export or reexport of U.S.-origin 
commodities or technical data under the 
Regulations. Under a March 5.1985 
Amendment to the Order (50 FR 9473. 
March 8,1985). Respondents were 
permitted to export certain commodities 
to the People's Republic of China. The 
U.S. Department of Commerce 
("Department") and Respondents have 
now moved jointly to modify the Order 
further, as set forth below. Josef 
Kubicek, individually and doing 
business as Exclusitrade. Inc. and J.O.K.. 
Inc., and Raymond Shields Spitz, who 
are also denied export privileges under 


the Order, as amended, are not parties 
to this further requested modification. 

The modification jointly requested by 
the Department and Respondents would, 
subject to the safeguards agreement 
described below: 

1. Authorize Respondents to export 
under general license GTDR, without 
applying for individual validated 
licenses as otherwise required under 
paragraph 2 below, from the United 
States to the Republic of Korea and to 
Taiwan, technical data, consisting of 
drawings, artwork and written 
specifications for, or relating to. the 
manufacture of liquid crystal displays 
and liquid crystal display systems; and 

2. Authorize Respondents to apply for 
individual validated licenses covering 
the export from the United States of 
U.S.-origin commodities and technical 
data subject to the jurisdiction of the 
Export Administration Act of 1979, 
currently codified at 50 U.S.C. app. 
Sections 2401-2420 (1982), as amended 
by the Export Administration 
Amendments Act of 1985, Pub. L 99-64. 
99 Slat. 120 (July 12,1985) ("Act"). This 
authorization to apply for individual 
validated licenses would extend also to 
commodities and technical data (other 
than GTDR exports permitted under 
paragraph 1 above) which, but for the 
Order, could be exported under general 
licensing provisions. All such 
applications shall be accompanied by a 
copy of the written contract, as prepared 
in accordance with Respondents' 
customary business practices, 
underlying the transaction. 

The joint motion by the Department 
and Respondents further provides that 
the export of any commodities and 
technical data authorized for export 
under this modification must be in 
accordance with the terms of an 
agreement on safeguards ("Agreement"), 
entered into by the Department and 
Respondents of September 18.1985. A 
copy of the Agreement has been 
submitted for the record. 

Based on the representations made by 
the Department and by Respondents, I 
find that the requested motion is 
justified, and that granting it will not 
jeopardize the purpose of the Order. 

Accordingly, it is hereby Ordered that 
the Order of November 0.1984 is further 
amended, as an additional modification 
of the Order’s denial of all of 
Respondents’ export privileges, and 
subject to the condition that for each 
export permitted below Respondents 
shall comply with the safeguards set 
forth in the Agreement, to permit 
Respondents: 

(a) To export under general license 
GTDR, without applying for individual 
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validated licenses as otherwise required 
under paragraph (b) below, from the 
United States to the Republic of Korea 
and to Taiwan, technical data, 
consisting of drawings, artwork and 
written specifications for, or relating to, 
the manufacture of liquid crystal 
displays and liquid crystal display 
systems; and 

(b) To apply for individual validated 
licenses covering the export from the 
United States of U.S.-origin commodities 
and technical data subject to the 
jurisdiction of the Act and the 
Regulations, including commodities and 
technical data (other than GTDR exports 
permitted under paragraph (a) above) 
which, but for the Order, could be 
exported under general licensing 
provisions, provided, that every such 
application shall be accompanied by a 
copy of the written contract, as prepared 
in accordance with Respondents' 
customary business practices, 
underlying the transaction. 

This Amendment of the Order for the 
exports in paragraphs (a) and (b) above, 
subject to the condition regarding 
safeguards, shall apply only to 
Respondents, as the parties with the 
Department to the Joint motion, and 
shall not apply to the other individuals 
and corporations that are denied export 
privileges under the Order. 

This Amendment of the Order is 
effective immediately and shall be 
published in the Federal Register. 

Dated: September 20,1985, 4:05 pm. ELdL 
Thomas W. Hoy*. 

Hearing Commissioner, 

|FR Doc. 85-23175 Filed 9-28-85: 8:45 am) 
BJLUNO COOC M1O-0T-M 


COMMITTEE FOR PURCHASE FROM 
THE BUND AND OTHER SEVERELY 
HANDICAPPED 

Procurement List 1985; Proposed 
Additions 

agency: Committee for Purchase from 
the Blind and Other Severely 
Handicapped. 

action: Proposed additions to 
procurement list. 

summary: The Committee has received 
proposals to add to Procurement List 
1985 o commodity to be produced by 
and a service to be provided by 
workshops for the blind and other 
severely handicapped. 
date: Comments must be received on or 
before; October 30,1985. 
address: Committee for Purchase from 
the Blind and Other Severely 
Handicapped, Crystal Square 5, Suite 


1107,1755 Jefferson Davis Highway, 
Arlington, Virginia 22202-3509. 

FOR FURTHER INFORMATION CONTACT. 
C.W. Fletcher. (703) 557-1145. 
SUPPLEMENTARY INFORMATION: This 
notice is published pursuant to 41 U.S.C. 
47(a)(2), 85 Slat. 77 and 41 CFR 51-2.8. 

Its purpose is to provide interested 
persons an opportunity to submit 
comments on the possible Impact of the 
proposed actions. 

Additions 

If the Committee approves the 
proposed additions, all entities of the 
Federal Government will be required to 
procure the commodity and service 
listed below from workshops for the 
blind or other severely handicapped. 

It is proposed to add the following 
commodity and service to Procurement 
List 1985, October 19.1984 (49 FR 41195); 

Commodity 

Kit Bag, Flyer's (Coated Nylon) $480-00- 
883-6673 

Service 

Janitorial Service. Federal Building, 240 
West Third Street, Williamsport. 
Pennsylvania. 

C.W. Fletcher, 

Executive Director. 

[FR Doc. 85-23164 Filed 9-28-85; 8:45 am) 

BILLING COOC •**0-3*41 


Procurement List 1985 Additions 

AGENCY: Committee for Purchase from 
the Blind and Other Severely 
Handicapped. 

action: Additions to procurement list. 

summary: This action adds to 
Procurement List 1985 a service to be 
provided by workshops for the blind 
and other severely handicapped. 
EFFECTIVE DATE: September 27,1985. 
ADDRESS: Committee for Purchase from 
the Blind and Other Severely 
Handicapped. Crystal Square 5. Suite 
1107,1755 Jefferson Davis Highway, 
Arlington. Virginia 22202-3509. 

FOR FURTHER INFORMATION CONTACT. 
C.W. Fletcher. (703) 557-1145. 
SUPPLEMENTARY INFORMATION: On July 
5,1985. the Committee for Purchase from 
the Biind and Other Severely 
Handicapped published a notice (50 FR 
27650) of proposed additions to 
Procurement List 1985. October 19.1984 
(49 FR 41195). 

Addition 

After consideration of the relevant 
matter presented, the Committee has 
determined that the service listed below 


is suitable for procurement by the 
Federal Government under 41 U.S.C 46- 
48c, 85 Stat. 77 and 41 CFR 51-2.8. 

I certify that the following action will 
not have a significant impact on a 
substantial number of small entities. The 
major factors considered were: 

a. The action will not result in any 
additional reporting, recordkeeping or 
other compliance requirements. 

b. The action will not have a serious 
economic impact on any contractors for 
the service listed. 

c. The action will result in authorizing 
small entities to provide the service 
procured by the Government. 

Accordingly, the following service is 
hereby added to Procurement List 1985: 

Service 

Commissary Shelf Stocking and 
Custodial, Fort Monmouth (Ocean 
Port), New Jersey 
C.W. Fletcher. 

Executive Director. 

(FR Doc. 65-23165 Filed 9-28-65; 6:45 axn] 

BILLING COOC M20-M-4I 


DEPARTMENT OF DEFENSE 

Department of the Air Force 

Air Force Academy Board of Vlatttors; 
Meeting 

Pursuant to section 9355, Title 10. 
United States Code, the Air Force 
Academy Board of Visitors will meet at 
the Air Force Academy. Colorado 
Springs, Colorado, 31 Oct-2 Nov 1985. 
The purpose of the meeting is to 
consider morale and discipline, the 
curriculum, instruction, physical 
equipment, fiscal affairs, academic 
methods, and other matters relating to 
the Academy. 

This meeting will be dosed to the 
public to discuss matters analogous to 
those listed in subsections (2). (4). and 
(6) of section 5S2b(c), Title 5, United 
Slates Code. These closed sessions will 
indude: attendance at cadet classes and 
panel discussions with groups of cadets 
and military staff and faculty officers 
involving personal information and 
opinions, the disclosure of which would 
result in a dearly unwarranted invasion 
of personal privacy. Closed sessions will 
also include executive sessions 
involving discussions of personal 
information, including financial 
information, and information relating 
solely to internal personnel rules and 
practices of the Board of Visitors and 
the Academy. Meeting sessions will be 
held in the Superintendent's Conference 
Room, Harmon Hall, USAF Academy. 
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For further information, contact Major 
Randall R. Cantrell. Headquarters, U.S. 
Air Force (MPPA), Washington. D.C. 
20330, at (202) 697-7116. 

Patsy). Conner, 

Air Force Federal Register Liaison Officer. 

|FR Doc. 85-23177 Piled 9-28-85; 8:45 am) 
siuino coot w lo-ci-a 


USAF Scientific Advisory Board; 
Meeting 

September 18.1985. 

The USAF Scientific Advisory Board 
Fall General Membership Meeting will 
be held at Fort McNair, Washington. DC 
on October 23 and 24.1965. The meeting 
will convene from 9:30 a.m. to 4:30 p.m. 
on October 23 and from 8:30 a.m. to 3:15 
p.m. on October 24. 

The purpose of the meeting will be to 
receive classified briefings on results of 
recent SAB studies, a briefing on the 
recently-completed Air Force Innovation 
Study, and a briefing on USAF Special 
Operations Forces In-Theater 
Operations. 

The meeting concerns matters listed 
in section 552b(c) of Title 5. United 
States Code, specifically subparagraph 
(1) thereof, and accordingly, will be 
closed to the public 
For further information, contact the 
Scientific Advisory Board Secretariat at 
202-897-8645. 

Palsy J. Connor. 

Air Force Federal Register Liaison Officer . 

|FR Doc 85-23178 Piled 9-26-85:8:45 am] 

BtUIMQ COOC Ml 


DEPARTMENT OF ENERGY 

Civilian Radioactive Waste 
Management Transportation 
Institutional Workshop 

agency: Office of Civilian Radioactive 
Waste Management, DOE. 
action: Notice of Transportation 

Institutional Workshop. 

The Office of Civilian Radioactive 
Waste Management (OCRWM), U.S. 
Department of Energy, is holding a 
Transportation Institutional Workshop 
in Atlanta. Georgia on November 19-21, 
1985. The OCRWM Draft Transportation 
Institutional Plan that wilt be released 
tor public comment by the end of 
September 1985, will be discussed, as 
will specific issues related to 
transportation procedures and policies 
under the provisions of the Nuclear 
Waste Policy Act of 1982. A working 
group format will be used at the meeting 
to promote maximum exchange of views 
and expertise. The objective is to foster 


broad-based participation in planning 
for NWPA transportation. 

Further details of the meeting can be 
obtained by writing or calling Mr. 

Robert Philpott, Office of Civilian 
Radioactive Waste Management, U.S. 
Department of Energy. RW-33. Forrestal 
Building, 1000 Independence Avenue, 
SW.. Washington. DC 20565 (202) 252- 
9620. 

Issued in Washington. DC September 24, 
1985. 

Robert H. Bauer, 

Associate Director for Resource Management, 
Office of Civilian Radioed/:? Waste 
Management 

IFR Doc. 85-23214 Filed 9-26-85; 8:45 am] 

•tuj»a COOC MS6-01-M 


Civilian Radioactive Waste 
Management Draft Transportation 
Institutional Plan 

agency: Office of Civilian Radioactive 
Waste Management. DOE. 
action: Notice of Availability for 
Comment on the Draft Transportation 
Institutional Plan. 

The Office of Civilian Radioactive 
Waste Management (OCRWM). U.S. 
Department of Energy, is developing a 
Transportation Institutional Plan related 
to responsibilities assigned by the 
Nuclear Waste Policy Act of 1982. The 
document will contain information on 
the plans and strategies for interaction 
with institutions affected by the 
transport of high-level waste under the 
provisions of the Act. 

For planning purposes, the institutions 
have been divided into three main 
categories: intergovernmental including 
other Federal agencies as well as State. 
Tribal, and local governments; the 
utilities and industry; and the public. 
Interaction with these groups will 
identify both opportunities for 
cooperative effort and transportation 
issues of concern. A primary purpose of 
the Draft Transportation Institutional 
Plan will be to establish a process for 
addressing and resolving these 
concerns. 

Copies of the Draft Transportation 
Institutional Plan may be obtained after 
September 27,1985. by telephoning (202) 
252-5575, by direct pickup from, or by 
request in writing to: 

Office of Public Affairs, U.S. Department 
of Energy, Room IE-218, Forrestal 
Building, 1000 Independence Avenue. 
SW., Washington. D.C 20585 
Copies of the document will also be 
available by writing: 

Technical Information Division. Office 
of Scientific and Technical 


Information. Technical Information 
Center. P.O. Box 62. Oak Ridge. TN 
37831 

All comments on the Draft 
Transportation Institutional Plan should 
be submitted in writing no later than 
December 31,1985, to Mr. Robert 
Philpott. Office of Civilian Radioactive 
Waste Management. U.S. Department of 
Energy, RW-33. Forrestal Budding, 1000 
Independence Avenue. SW.. 

Washington, DC 20585. The Department 
expects to prepare a Final 
Transportation Institutional Plan by the 
Spring of 1986. 

Issued in Washington. DC, September 24. 
1985. 

Robert H. Bauer, 

Associate Director far Resource Management, 
Office of Civilian Radioactive Waste 
Management 

(FR Doc. 85-23215 Filed 9-26-85: 645 am) 

BlUiMG COOC M60-0V4A 


Financial Assistance Award (Grant); 
Tufts University 

agency: Department of Energy. 

action: Notice of Restriction of 
Eligibility for Grant Award. 

summary: The proposed work will be 
conducted at Tufts University. Electro- 
Optics Technical Center, Hitligan Hall, 
Medford, MA 02155. The proposed 
period of performance is thirty six 
months (36) beginning September 30, 
1985 through September 30,1986 The 
proposed cost of the work is $529,520. 

Grant No. DE-FG03-85SF15927 

Scope of Project 

The major thrust of the resenrch is to 
address four principal areas: (a) 
Development of polycrystalline WOj 
films with decreased free electron 
scattering; (b) development of high 
integrity, high resistivity, thin ion 
conducting films: (c) development of 
optically passive, counterelectrode 
layers; and (d) developoment of 
prototype small-area window structures 
which meet desired performance 
criteria. 

The Council will survey related 
research to determine the extent of 
completed and ongoing research in this 
area. The final agenda will be developed 
with the use of an industry based review 
panel, include estimates of time and 
staff, and delineate the possible role of 
the Department of Energy. 

FOR FURTHER INFORMATION CONTACT! 

lane Hadly. Contract Specialist, 

, Contract Management Division. U.S. 
Deportment of Energy, San Francisco 
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Operations Office, 1333 Broadway, 
Oakland, CA 94612. 

Issued in San Francisco. California. 
September 30,1985. 

Vito A. Magltano, 

Acting Manager. 

[FR Doc. 85-23153 Filed 9-28-85; 8:45 am] 

BILLING COOC *450-01-* 


Office of Assistant Secretary for 
International Affairs and Energy 
Emergencies 

Atomic Energy Agreement; Proposed 
Subsequent Arrangements; Canada 

Pursuant to section 131 of the Atomic 
Energy Act of 1954. as amended (42 
U.S.C. 2160) notice is hereby given of 
proposed “subsequent arrangements" 
under the Agreement for Cooperation 
Between the Government of the United 
States of America and the Government 
of Canada concerning Civil Uses of 
Atomic Energy, as amended, the 
Additional Agreement for Cooperation 
Between the Government of the United 
States of America and the European 
Atomic Energy Community (EURATOM) 
concerning Peaceful U9es of Atomic 
Energy, as amended, and the Agreement 
for Cooperation Between the 
Government of the United States of 
America and the Government of Japan 
concerning Civil Uses of Atomic Energy, 
as amended. 

The subsequent arrangements to be 
carried out under the above-mentioned 
agreements involve approval of the 
following sales: Contract S-CA-379. to 
Eldorado Resources, Ltd., Port Hope, 
Ontario. Canada. 21.927 grams of 
uranium enriched to 2.38% in U-235, 
43.678 grams of uranium, enriched to 
1.35% in U-235, and 489.03 grams of 
natural uranium, for use as standard 
reference materials. Contract S-EU-858, 
to the Bureau of Analysed Samples. Ltd, 
England. 148.4 grams of natural uranium, 
for use as standard reference material. 
Contract S-JA-361, to Japan Nuclear 
Fuel Co., Ltd., Japan. 593.6 grams of 
natural uranium, for use as standard 
reference material. 

In accordance with section 131 of the 
Atomic Energy Act of 1954, as amended, 
it has been determined that these 
subsequent arrangements will not be 
inimical to the common defense and 
security. 

These subsequent arrangements will 
take effect no sooner than fifteen days 
after the date of publication of this 
notice. 

Dated: September 23,1985. 


For the Department of Energy. 

George J. Bradley, Jr.. 

Acting Assistant Secretary for International 
Affairs and Energy Emergencies , 

(FR Doc. 85-23152 Filed 9-28-85; 8:45 am) 

BILLING COOC W50-01-* 


Atomic Energy Agreements; Proposed 
Subsequent Arrangement; 

Government of Canada 

Pursuant to section 131 of the Atomic 
Energy Act of 1954. as amended (42 
U.S.C. 2160) notice is hereby given of a 
proposed “subsequent arrangement” 
under the Agreement for Cooperation 
between the Government of the United 
States of America and the Covemment 
of Canada concerning Civil Uses Atomic 
Energy, as amended. 

The subsequent arrangement to be 
carried out under the above-mentioned 
agreement involves approval of the 
following sale: Contract Number S-CA- 
376, to the National Research Council of 
Canada, Ottawa. Canada, one 
microcurie of plutonium-236, for use as a 
tracer in analyzing picocurie levels of 
other plutonium isotopes. 

In accordance with section 131 of the 
Atomic Energy Act of 1954. as amended, 
it has been determined that this 
subsequent arrangement will not be 
inimical to the common defense and 
security. 

This subsequent arrangement will 
take effect no sooner than fifteen days 
after the date of publication of this 
notice. 

For the Department of Energy. 

Dated: September 23,1985. 

George J. Bradley, Jr., 

Acting Assistant Secretary for International 
Affairs and Energy Emergencies. 

[FR Doc. 85-23091 Filed 9-28-85; 8:45 am) 

BILLING COOC *450-01-* 


Economic Regulatory Administration 
(Docket PP-39EA) 

Application for Authorization To 
Transmit Electric Energy to Canada 

agency: Economic Regulatory 
Administration, DOE. 
action: Notice of application by Boise 
Cascade. Corp. for authorization to 
export electric energy to a foreign 
country. 

summary: Boise Cascade has filed an 
application with the Economic 
Regulatory Administration (ERA) for 
authority to export electric energy to its 
Canadian subsidiary. Boise Cascade 
Canada. Ltd., located in Fort Francis, 
Ontario, Sale of this electric energy will 


commence on or before January 1.1986. 
and terminate on December 31.1990. 

FOR FURTHER INFORMATION CONTACT: 

Anthony J. Como, Economic Regulatory 
Administration (RG-22), Department 
of Energy. 1000 Independence Avenue. 
SW., Washington. D.C. 20585. (202) 
252-5935 

Lise Courtney M. Howe, Office of 
General Counsel (GC). Department of 
Energy, 1000 Independence Avenue, 
SW., Washington. D.C. 20585. (202) 
252-2900. 

SUPPLEMENTARY INFORMATION: On 

September 11.1985, Boise Cascade filed 
an application with ERA seeking 
authorization to export electric power 
and energy to its Canadian subsidiary. 
Boise Cascade Canada. LTD. 

The applicant is located in the City of 
International Falls, Minnesota and plans 
to transmit 21.5 megawatts of firm 
power and associated energy to its 
Canadian subsidiary located in Fort 
Frances, Ontario. This export is 
scheduled to start on or before January 
1.1986, and will terminate on December 
31,1990. Details of the agreement 
between the applicant and its Canadian 
subsidiary were made part of the 
application. 

The proposed export would be 
transmitted over an existing 6.6 kilovolt 
transmission line extending 
approximately 0.20 miles between Boise 
Cascade's U.S. and Canadian plants. 

The construction and operation of this 
international transmission line was 
authorized previously by the 
Presidential permit in ERA Docket PP-39 
(formerly Federal Power Commission 
Docket E-7286). 

Any person desiring to be heard or to 
protest said application should file a 
petition to intervene or protest with the 
Office of Coal & Electricity, Department 
of Energy, 1000 Independence Avenue, 
SW.. Washington. DC 20585, in 
accordance with §§ 385.211 or 385.214 of 
the Rules of Practice and Procedure (18 
CFR 385.215, 385.211, 385.214). 

Any such petitions and protests 
should be filed within 30 days of the 
publication of this notice. Protests will 
be considered by DOE in determining 
the appropriate action to be taken, but 
will not serve to make protestants 
parties to the proceeding. Any person 
wishing to become a party must file a 
petition to intervene. Copies of this 
application are on file with DOE and 
will, upon request, be made available 
for public inspection and copying at the 
DOE Freedom of Information Reading 
Room. Room IE-190.1000 Independence 
Avenue. SW. Washington. DC from 8:00 
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a.m. 1o 4:00 p.m., Monday through 

Friday. 

I&sued in Washington. DC on Septemer 16. 

1965. 

Marshall Staunton. 

Acting Administrator. Economic Regulatory 
Administration. 

|KK Doc. 85-23092 Filed 9-26-65; 8:45 *,m| 
81LUNG COOC C4S0-SI-* 


Federal Energy Regulatory 
Commission 

I Docket Nos. ER85-773-000, et at) 

Arkansas Power & Light Co. et a!.; 
Electric Rate and Corporate 
Regulation Filings 

Take notice that the following filings 
have been made with the Commission: 

t Arkansas Power & Light Company 

| Docket No. ER85-773-000) 

September 2a 1985. 

Take notice that Arkansas Power a 
Light Company (APM.) filed on 
September 17,1985, a proposed Peaking 
Power Agreement which is a supplement 
to the Power Coordination Interchange 
.md Transmission Agreement between 
City of west Memphis. Arkansas and 
Arkansas Power & Light Company dated 
[une 25,1982. The agreement provides 
for the sale to the City of 22 MW of 
Peaking capacity and 5,280 MWti of 
Peaking Energy during the months of 
May through September. 

The proposed Peaking Power 
Agreement will effect a savings of 
approximately $1,108,000 per year for 
ihe City of West Memphis based on the 
actual billings for the twelve month 
period ended July 31,1985. 

Comment date: October 2,1985, in 
accordance with Standard Paragraph E 
at the end of this notice. 

2 . Duke Power Company 

I Docket New. KR62-732 000 FR82-7J2-O01. 

KR63-123-000 and KR63-123-001) 

September 23,1985. 

Take notice that on September 3.1965, 
Duke Power Company Ithe Company) 
tendered for filing a compliance report 
of a mounts due under the fuel clause 
provisions of a settlement agreement 
between the Company and its wholesale 
customers. The Commission approved 
the agreement on June 20, 1983. The 
report reflects refunds being made to 
Sot: th Carolina municipal customers 
now being served under the Catawba 
iNuclear Station interconnection 
Agreement. The Company has 
previously advised the Commission that 
service under the Catawba 
Interconnection Agreement would begin 


in July 1985 for the South Carolina 
municipalities who are members of the 
Piedmont Municipal Power Agency 
(Docket No. 85-602-000, Letter Order 
dated August 2,1965). In a letter dated 
March 11,1983, the Company advised 
the Commission of refunds made to the 
North Carolina municipalities and North 
and South Carolina cooperative 
previously served under Rate Schedule 
No. 10 and Rate Schedule No. 11 In 
August 1983 end December 1983, 
respectively. 

Comment date: October 4,1965, in 
accordance with Standard Paragraph H 
at the end of this notice. 

3. Northern States Power Company 

(Docket No. FR85-759-000) 

September 23,1985. 

The notice that Northern States Power 
Company (NSP) on September 12,1985, 
tendered for filing Supplement No. 8 to 
the Integrated Transmission Agreement 
between Cooperative Power Association 
(CPA) and Northern States Power 
Company (Supplement). 

The Supplement, dated July 10,1985, 
revises four exhibits to the Integrated 
Transmission Agreement (ITA) dated 
August 25.1967. The ITA is on file with 
the Commission and is designated as 
Rate Schedule FERC No. 342. The four 
exhibits revised by this Supplement 
contain diagrams and descriptions of the 
interconnection facilities covered by the 
ITA. The changes are necessary in order 
to reflect the transmission and 
substation facility additions and the sale 
to CPA in 1984 of various properties 
which have occurred since the exhibits 
were last updated. 

Comment date: October 3.1985, In 
accordance with Standard Paragraph E 
at the end of this notice. 

4. Northern States Power Company 
(Docket No. ER85-760-000| 

September 23.1965. 

Take Notice that Northern States 
Power Company (NSP) on September 12, 
1985 tendered for filing the Diversity 
Exchange Agreement Between Northern 
States Power Company and United 
Power Association (Diversity Exchange 
Agreement). 

The Diversity Exchange Agreement is 
an initial rate schedule filing. The 
Diversity Exchange Agreement profides 
that NSP will supply United Power 
Association power and energy during 
the winter season beginning in 
November 1993 for a minimum period of 
fifteen years. The Agreement also 
provides that in consideration of the 
power and energy provided by NSP. 
United Power Association will make 
available to NSP power and energy 


during the summer season for the same 
period of time. 

NSP requests the Diversity Exchange 
Agreement become effective on May 1. 
1993; and therefore, requests waiver of 
the Commission's notice requirements. 

Comment date: October 3,1985, in 
accordance with Standard Paragraph E 
at the end of this notice. 

5. Northern States Power Company 
[Docket No. FR85-761-000) 

September 23.1985. 

Take Notice that Northern States 
Power Company (NSP) on SepL 12,1985, 
tendered for filing the Diversity 
Exchange Agreement Between Northern 
States Power Company and Minnkota 
Power Cooperative (Diversity Exchange 
Agreement). 

The Diversity Exchange Agreement is 
an initial rate schedule filing. The 
Diversity Exchange Agreement provides 
that NSP will supply Minnkota Power 
Cooperative power and energy during 
the winter season beginning in 
November 1991 for a minimum period of 
ten years. The Agreement also provides 
that in consideration of the power and 
energy provided by NSP, Minnkota 
Power Cooperative will make available 
to NSP power and energy during the 
summer season for the same period of 
time. 

NSP requests the Diversity Exchange 
Agreement become effective on May 1, 
1991, and therefore, requests wavier of 
the Commission's notice requirements. 

Comments date: October 3.1985, in 
accordance with Standard paragraph E 
at the end of this notice. 

6. Pacific Power & Light Company, an 
Assumed Business Name of PacifiCorp. 

[Docket No. ER35-757-000) 

September 23.1985. 

Take Notice that Pacific Power & Light 
Company (Pacific), an assumed business 
name of PacificCorp. on September 12, 
1985, tendered for filing, in accordance 
with $ 35.13a(d)[5) of the Commission's 
Regulations. Pacific's Revised Appendix 
1 for state of Washington. The Revised 
Appendix 1 calculates an average 
system cost for the state of Washington 
applicable to the exchange of power 
between Bonneville Power 
Administration (Bonneville) and Pacific. 

Pacific requests waiver of the 
Commission's notice requirements to 
permit this rate schedule to become 
effective October 1.1984. which it 
claims is the date of commencement of 
service. 

Copies of the filing were supplied to 
Bonneville, the Washington Utilities and 
Transportation Commission, and 
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Bonneville’s Direct Service Industries 
Customers. 

Comment date: Octobert 3.1985, in 
accordance with Standard Paragraph E 
at the end of this notice. 

7. Pacific Power & Light Company, an 
Assumed Business Name of PacifiCorp. 

|Docket No, ER85-758-000) 

September 23,1985. 

Take Notice that Pacific & Light 
Company (Pacific), an assumed business 
name of PacificCorp, on September 12. 
1985, tendered for filing, in accordance 
with i 35.13a(d)(5) of the Commission's 
Regulations. Pacific’s Revised Appendix 
1 for the state of Idaho. The Revised 
Appendix 1 calculates an average 
system cost for the state of Idaho 
applicable to the exchange of power 
between Bonneville Power 
Administration (Bonneville) and Pacific. 

Pacific requests waiver of the 
Commission’s notice requirements to 
permit this rate schedule to become 
effective October 1,1984, which it 
claims is the date of commencement of 
service. 

Copies of the filing were supplied to 
Bonneville, the Idaho Public Utilities 
Commission, and Bonneville’s Direct 
Service Industrial Customers. 

Comment date: October 3.1985. in 
accordance with Standard Paragraph E 
at the end of this notice. 

8 . Pacific Power & Light Company, an 
Assumed Business Name of PacificCorp. 

|Docket No. ER85~782-000| , 

September 23,1985. 

Take Notice that Pacific Power & Light 
Company (Pacific), an assumed business 
name of PacificCorp, on September 12, 
1985, tendered for filing, in accordance 
w ith 5 35.13a(d)(5) of the Commission’s 
Regulations, Pacific’s Revised Appendix 
1 for the state of Oregon. The Revised 
Appendix 1 calculates an average 
system cost for the state of Oregon 
applicable to the exchange of power 
between Bonneville Power 
Administration (Bonneville) and Pacific. 

Pacific requests waiver of the 
Commission's notice requirements to 
permit this rate schedule to become 
effective October 1.1984. which it 
claims is the date of commencement of 
service. 

Copies of the filing were supplied to 
Bonneville, the Public Utility 
Commissioner of Oregon, and 
Bonneville's Direct Service Industrial 
Customers. 

Comment date: October 3,1985, in 


accordance with Standard Paragraph E 
at the end of this notice. 

9. Puget Sound Power & Light Company 

(Docket No. ERB5-771-OOOJ 
September 20.1985. 

Take notice that on September 16, 

1985, Puget Sound Power and Light 
Company (Puget) tendered for filing 
Appendix 1 to the Residential Purchase 
and Sale Agreement, Contract No. DE- 
MS79-81BP90604. between Puget and the 
Bonneville Power Administration. In 
addition, Puget tendered for filing BPA 
report dated August 28,1985 pertaining 
to the above filing. 

Comment date: October 2.1985, in 
accordance with Standard Paragraph E 
at the end of this notice. 

10 . Puget Sound Power & Light 
Company 

(Docket No. ER85-774-000) 

September 23.1985. 

Take notice that on September 18, 

1985, Puget Sound Power and Light 
Company (Puget) tendered for filing 
Appendix 1 to the Residential Purchase 
and Sale Agreement, Contract No. DE- 
MS79-81BP90604. between Puget and the 
Bonneville Power Administration, 
including the ECAC ASC adjustment 
demonstrated on Schedule 4. In 
addition, Puget tendered for filing BPA 
report dated September 3.1985 
pertaining to the above filing. 

Comment date: October 3,1985. in 
accordance with Standard Paragraph E 
at the end of this notice. 

11 . South Carolina Generating Company 

[Docket No. ER85-GQ3-O02) 

September 23,1985. 

Take notice that on September 13, 

1985, South Carolina Generating 
Company (GENCO) tendered for filing in 
accordance with the Commission's order 
of August 15.1985 seven copies of 
further revised schedules 3 and 8. 
(Supplement Nos. 5 and 3 respectively, 
to GENCO’s Rate Schedule FERC No. 1). 
The remaining schedules that 
accompanied GENCO’s June 27,1985 
filing did not include Account No. 407 
end are not being refilled at this time in 
accordance with the Commission’s 
request that Account No. 407 be deleted. 

Comment date: October 1,1985. in 
accordance with Standard Paragraph H 
at the end of this notice. 

12. Northwestern Public Service 
Company 

(Docket No. EC85-22-000] 

September 23,1985. 

Take notice that Northwestern Public 


Service Company (NWPS) filed an 
application on September 16,1985 
pursuant to 18 CFR 33.1. et seq. 
requesting that authority be granted 
under Title 10, U.S.C. 824b.(a) allowing 
NWPS to purchase, acquire, hold and 
sell securities of other public utilities as 
part of a planned expansion of 
corporate investments. NWPS proposes 
to limit its holding or ownership of any 
given class of securities to an amount 
not to exceed one percent (1%) of the 
capital stock or funded debt 
outstanding. Additionally, NWPS is 
requesting n modification of the 
reporting requirement under Title 18, 
CFR 33.8 to allow an annual update and 
status report only. The application sets 
forth the limitations and requirements 
protecting the public interest. The 
application is on file with the 
Commission and open to public 
inspection. 

Comment date: October 7,1985, in 
accordance with Standard Paragraph E 
at the end of this notice. 

Standard Paragraphs 

E. Any person desiring to be heard or 
to protest said filing should file a motion 
to intervene or protest with the Federal 
Energy Regulatory Commission. 825 
North Capitol Street, NE.. Washington. 
DC 20426, in accordance with Rules 211 
and 214 of the Commission’s Rules of 
Practice and Procedure (18 CFR 385,211 
and 385.214). All such motions or 
protests should be filed on or before the 
comment date. Protests will be 
considered by the Commission in 
determining the appropriate action to be 
taken, but will not serve to make 
protestants parties to the proceeding. 
Any person wishing to become a party 
must file a motion to intervene. Copies 
of this filing are on file with the 
Commission and are available for public 
inspection. 

H. Any person desiring to be heard or 
to protest this filing should file 
comments with the Federal Energy 
Regulatory Commission, 825 North 
Capitol Street. NW.. Washington. D C. 
20426, on or before the comment date. 
Comments will be considered by the 
Commission in determining the 
appropriate action to be taken. Copies of 
this filing are on file with the 
Commission and are available for public 
inspection. 

Kenneth F. Plumb, 

Secretary \ 

|FR Doc. 85-23131 Filed 9-28-85: 8:45 am| 

BILLING COOC *717-01-41 
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(Docket Nos. ID-1972-002, et al l 

Interlocking directorate applications; 
John F. Opeka etal. 

September 23.1965. 

Take notice that the following filings 
have been made with the Commission: 

1. John F. Opeka 

[Docket No. ID-1972-002) 

Take notice that on September 10, 
1985. John F. Opeka, pursuant to section 
305(bj of the Federal Power Act. 
submitted for filing a supplemental 
application for authority to hold the 
following position: 

Assistant Treasurer. Connecticut 
Yankee Atomic Power Company. 
Public Utility 

Comment date: October 3,1985. in 
accordance with Standard Paragraph E 
at the end of this notice. 

2. C. Thayer Browne 

[Docket No. ID-1971-001) 

Take notice that on September 18, 
1985, C. Thayer Browne, pursuant to 
section 305(b) of the Federal Power Act. 
submitted for Filing a supplemental 
application for authority to hold the 
following position: 

Assistant Treasurer. Connecticut 
Yankee Atomic Power Company. 
Public Utility 

Comment date: October 3,1985, in 
accordance with Standard Paragraph E 
at the end of this notice. 

Standard Paragraphs 

E. Any person desiring to be heard or 
to protest said filing should file a motion 
to intervene or protest with the Federal 
Energy Regulatory Commission, 825 
North Capitol Strct, NE,, Washington, 
U.C. 20420, in accordance with Rules 211 
and 214 of the Commission’s Rules of 
Practice and Procedure (18 CFR 385.211 
and 385.214). All such motions or protest 
should be filed on or before the 
comment date. Protests will be 
considered by the Commission in 
determining the appropriate action to be 
taken, but will not serve to make 
Protestants parties to the proceeding. 
Any person wishing to become a party 
must file a motion to intervene. Copies 
of this filing are on file with the 
Commission and are available for public 
inspection. 

Kenneth F. Plumb. 

Secretary. 

I FR °° c * ®5-23125 Filed 9-26-85; 8:45 am) 
WU*NG COOf 9717-01-tfl 


(Docket No. RP84-53-003] 

Ozark Gas Transmission System; Filing 

September 23,1985. 

Take notice that Ozark Gas 
Transmission System (Ozark) on 
September 18.1985. tendered for filing a 
Request To Charge Rates Lower Than 
Those Currently In Effect Under Its 
FERC Gns Tariff. Ozark also Bled 
Second Revised Sheet No. 5 to its FERC 
Gas Tariff. Ozark proposes to place its 
reduced rate into effect retroactively as 
of March 1,1984, and to collect said 
reduced rate subject to refund pending 
issuance of a final Commission decision 
in this docket. 

Copies of the filing were served upon 
Ozark’s jurisdictional customers, parties 
to this proceeding and the appropriate 
state regulatory commissions. 

Any person desiring to be heard or to 
protest said filing should file a motion to 
intervene or a protest with the Federal 
Energy Regualtory Commission. 825 
North Capitol Street. NE.. Washington, 
D.C. 20426, in accordance with Rules 211 
and 214 of the Commission's Rules of 
Practice and Procedure (18 CFR 385.211, 
385.214). All such motions or protests 
should be Bled on or before September 
27,1985. Protests will be considered by 
the Commission in determining the 
appropriate action to be taken, but will 
not serve to make protestants parties to 
the proceeding. Any person wishing to 
become a party must Ble a motion to 
intervene. Copies of this filing are on file 
with the Commission and are available 
for public inspection. 

Kenneth F. Plumb, 

Secretary . 

|FR Doc, 85-23128 Filed 9-28-85; 8:45 am) 

BILLING coot S717-01-M 


(Docket No. SA85-51-000J 

Pacific Gas and Electric Petition for 
Exemption From Incremental Pricing 

September 24.1985. 

Take notice that on August 28,1985, 
Pacific Gas and Electric Company 
(Pacific) filed a petition with the 
Commission pursuant to section 206(d) 
of the Natural Gas Policy Act of 1978 
(NPGA). Pacific seeks an order from the 
Director of the Commission’s Office of 
Pipeline and Producer Regulation, 
exempting from incremental pricing for a 
15 year period, natural gas sales to be 
made by Pacific under Pacific’s Rate 
Schedules G-59, G-90 and other 
schedules to enhanced oil recovery 
customers. 

Pacific states that it is artificially 
constrained by incremental pricing 
regulations in attempting to sell gas to 


the enhanced oil recovery market and 
that in the absence of the relief 
requested. Pacific and its ratepayers will 
be disadvantaged relative to competing 
gas suppliers and alternative fuels not 
subject to incremental pricing 
regulations. Pacific asserts that an 
incremental pricing exemption is 
warranted to insure fair competition in 
the enhanced oil recovery market, and 
that failure to grant the requests may 
result in hardship, inequity, and unfair 
distribution of burdens. 

Pacific requests expedited 
consideration of its petition. Pacific 
maintains that expedition is necessary 
to give potential enhanced oil recovery 
customers sufficient lead time to obtain 
commitments for construction of 
necessary facilities. Pacific also 
maintains that expedited consideration 
is necessary to prevent a loss of 
enhanced oil recovery customers 
resulting from their procurement of 
alternative long term sources of supply. 

The procedures applicable to the 
conduct of this proceeding are set forth 
in Subpart K of the Commission’s Rules 
of Practice and Procedure. Any person 
desiring to participate in this proceeding 
must file with the Federal Energy 
Regulatory Commission. 825 North 
Capitol Street, NE.. Washington, D.C, 
20428, a motion to intervene must be 
filed within 15 days after publication of 
this notice in the Federal Register. 
Kenneth F. Plumb, 

Secretary . 

(FR Doc. 85-23129 Filed 9-28-85; 845 dm) 

BILUNG COOC 6717-Of-M 


(Docket No. GP84-46-0001 

Petitions to Reopen and Vacate Final 
Well Category Determinations and 
Request to Withdraw 

September 24,1985 
In the matter of Commonwealth of 
Pennsylvania. Department of environmental 
Resources, Section 102 Determinations. 
Victory Development Company. Koop. £1 
Well. FERC JD No. 83-30338, »1 Defense ft 
Emergency Well FERC JD No. 83-30335, *3 
Defense ft Emergency Well, FERC JD No. 83- 
30337. *1 Lions recreation Center Well FERC 
JD No. 83-3039. 

Take notice tha on June 20,1985, 
Victory Development Company filed 
with the Commission pursuant to 
i 275.205 of the Commission’s 
regulations a petition to reopen and 
vacate final well category 
determinations under section 102 of the 
Natural Gas Policy Act of 1978 (NGPA) 
for the wells listed in the caption of this 
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notice and to withdraw its applications 
for the determinations 

Victory states that the wells do not 
qualify under section 102 of the NGPA 
because they are located within 2.5 
miles of a marker well drilled by T.W. 
Phillips Gas & Oil Company in the 
1940 s. victory further states that no gas 
has been sold from any of the wells and 
therefore no refunds are required. 

Any person desiring to be heard or to 
protest Victory'a peition should filed a 
motion to Intervene (18 CFR 385.214) or 
protest (18 CFR 385.211) with the 
Federal Energy Regulatory Commission. 
825 North Capitol Street NW.. 
Washington. DC. 20426 within 30 days 
after this notice is published in the 
Federal Register. All protests filed will 
be considered by the Commission but 
will not make the protestant a party to 
the proceeding. Any person wishing to 
become a party must file a motion to 
intervene. 

Kenneth F. Plumb. 

Secretary. 

|FR Doc. 85-23127 Filed 9-26-65; &45 am) 
BILLING COOC *717-01-* 


I Docket No. C185-4-000) 

Shell Offshore, Inc. and Shell Western 
E & P, Inc.; Quarterly Status 
Conference 

September 24.1985. 

A quarterly status conference is to be 
held in the above-captioned docket 
pursuant to Commission order of 
September 28,1984. to evaluate whether 
the implementation of the special 
marketing program is achieving the 
Commission’s purposes. The conference 
will be held at the offices of the 
Commission at 825 North Capitol Street, 
NE., Washington. D.C. at 2:00 p.m. on 
October 1,1985. All interested persons 
and Staff are invited to attend. 

Kenneth F. Plumb. 

Secretary . 

|FR Doc. 65-23130 Filed 9-20-85; 8 45 am] 

BILLING COOC §717-01-4# 


Office of Energy Research 

Energy Research Advisory Board, 
Solar Panel; Open Meeting 

Notice is hereby given of the following 
meeting: 

Name: Solar Panel of the Energy Research 
Advisory Board (ERAB). 

Date and time: October 10.1965—8:30 ajn.- 
4:00 p.m. 

Place: Department of Energy. 1000 
Independence Avenue. SW. Room 4A-110. 
Washington. DC 20585. 


Contact: William L Woodard. Department 
of Energy. Office of Energy Research. 1000 
Independence Avenue. SW. Washington. DC 
20585. (202) 252-5787. 

Purpose of the Parent Board 

To advise the Department of Energy 
(DOE) on the overall research and 
development conducted In DOE and to 
provide long-range guidance in these 
areas to the Department. 

Purpose of the Panel 

The Solar Panel is a subgroup of 
ERAB and reports to the parent Board. 
The purpose of the Panel is to assess in 
more detail the appropriateness of 
consolidating the Department’s solar 
research activities into fewer field 
offices, national laboratories, and 
research centers, as was recommended 
in the Board s 1982 report. ’‘Solar Energy 
Research and Development: Federal and 
Private Sector Roles.” 

Tentative Agenda 

• Introduction and Discussion of 
Charge. 

• Program Briefings by Selected DOE 
Laboratories Involved In Solar Research. 

• Informal Discussion. 

• Consideration of Draft Letter 
Report. 

• Public Comment (10 minute rule). 

Public Participation 

The meeting is open to the public. 
Written statements may be filed with 
the Panel either before or after the 
meeting. Members of the public who 
wish to make oral statements pertaining 
to agenda items should contact William 
Woodard at the address or telephone 
number listed above. Requests must be 
received 5 days prior to the meeting and 
reasonable provisions will be made to 
include the presentation on the agenda. 
The Chairperson of the Panel is 
empowered to conduct the meeting in a 
fashion that will facilitate the orderly 
conduct of business. 

Transcripts 

Available for public review and 
copying at the Freedom of Information 
Public Reading Room. IE-190, Forrestal 
Building. 1000 Independence Avenue, 
SW. Washington, DC between 9:00 a.m. 
and 4:00 p.m., Monday through Friday, 
except Federal holidays. 

Issued at Washington. DC on September 
17.1985. 

Charles E. Cathey, 

Deputy Director. Science and Technology * 

A ffairs Staff. Office of Energy Research. 

[FR Doc. 85-23213 Filed 9-26-85:8.45 am] 
BILLING COOC S4S0-01-M 


ENVIRONMENTAL PROTECTION 
AGENCY 

(OPTS-59733; TSH-FRL 2904-51 

Certain Chemicals Premanufacture 
Notices 

agency: Environmental Protection 
Agency (EPA). 
action: Notice. 

summary: Section 5(a)(1) of the Toxic 
Substances Control Act (TSCA) requires 
any person who intends to manufacture 
or import a new chemical substance to 
submit a premanufacture notice (PMN) 
to EPA at least 90 days before 
manufacture or import commences. 
Statutory requirements for section 
5(a)(1) premanufacture notices are 
discussed in EPA statements of the final 
rule published in the Federal Register of 
May 13.1983 (48 FR 21722). In the 
Federal Register of November 11,1984. 

(49 FR 46066) (40 CFR 723.250), EPA 
published a rule which granted a limited 
exemption from certain PMN 
requirements for certain types of 
polymers. PMNa for such polymers are 
reviewed by EPA within 21 days of 
receipt. This notice announces receipt of 
ten such PMNs and provides a summary 
of each. 

OATES: Close of Review Period:. 

Y 85-157 and 85-158, October 3,1985 

Y 85-159, October 7,1965 

Y 85-160. 85-161, 85-162, and 85-163, 
October 8,1985 

Y 85-164. 85-165, and 85-166, October 9. 
1985. 

FOR FURTHER INFORMATION CONTACT: 

Wendy Cleland-Hamnett Chemical 
Control Division (TS-794). Office of 
Toxic Substances, Environmental 
Protection Agency. Rm. E-011,401 M St.. 
SW., Washington, DC 20460. (202-382- 
3725). 

SUPPLEMENTARY INFORMATION: The 

following notice contains information 
extracted from the non-confidential 
version of the submission by the 
manufacturer on the exemptions 
received by EPA. The complete non- 
confidential document is available in the 
Public Reading Room E-107 at the above 
address between 8:00 a.m. and 400 p.m., 
Monday through Friday, excluding legal 
holidays. » 

Y 85-157 

Manufacturer. Confidential. 

Chemical . (G) Polyester of 
carbomonocyciic acid and alkyler.c 
glycols. 

Use/Production. (S) Industrial 
extrusion into textile fiber for apparel 
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and home furnishing fabric. Prod, range. 
Confidential. 

Toxicity Data . No data on the PMN 
substance submitted. 

Exposure. No data submitted. 
Environmental Release/Disposal. No 
data submitted. 

Y85-158 

Manufacturer Confidential. 

Chemical. (G) Polyester of 
carbomonocyclic ester and alkylene 
glycols. 

Use/Production. (S) industrial 
extrusion into textile fiber for apparel 
and home furnishing fabric. Prod, range. 
Confidential. 

Toxicity Data. No data on the PMN 
substance submitted. 

Exposure. No data submitted. 
Environmental Release/Disposal. No 
data submitted 

Y85-159 

Manufacturer. Confidential. 

Chemical. (G) Dimer acids, 
dicarboxylic add, ethylenediamine, 
diamine polyamide resin. 

Use/Production. (S) Industrial hot 
melt adhesive and is Intended for use in 
bonding plastics in automobile 
applications. Prod, range. Confidential. 

Toxicity Data. No data on the PMN 
substance submitted. 

Exposure. Manufacture: dermal and 
inhalation, a total of 4 workers. 

Environmental Release/Disposal. 

Less than 0.1 kg/batch released to water 
and <2 kg/batch to land Disposal by 
sanitary landfill. 

Y 85-160 

Manufacturer. S.C. Johnson & Son. 

Inc. 

Chemical. (G) An ammonia/watcr 
soluble random copolymer of butyl 
acrylate and acrylic add. 

Use/Production. (G) Used as 
component in the manufacture of a 
water borne emulsion for water pressure 
sensitive adhesives to be used on tapes, 
labels and decals. Prod, range. 
Confidential. 

Toxicity Data. No data submitted. 
Exposure. Confidential. 

En vironmental Release/Disposal. 
Confidential. Disposal by POTW. 

Y 85-161 

Manufacturer. S.C. Johnson & Son, 

Inc. 

Chemical. (G) Styrene-acrylate 
random emulsion copolymer. 

Use/Production. (G) Open, non- 
dispersive use. Prod, range. 

Confidential. 

Toxicity Data. No data submitted. 
Exposure. Confidential. 

Environmental Release/Disposal. 
Confidential. Disposal by POTW. 


Y 83-162 

Manufacturer. S.C. Johnson A Son, 

Inc. 

Chemical. (G) Ammonium salt 
solution of a terpolymer of styrene, 
alpha methyl styrene and acrylic acid. 

Use/Production. (G) A resin solution 
in the form of ammonium salt for 
formulating aqueous gravure inks and 
overprint varnishes. Prod, range. 
Confidential. 

Toxicity Data. No data submitted. 
Exposure. Confidential. 

Environmental Release/Disposal. 
Confidential. Disposal by POTW. 

Y 85-163 

Manufacturer. S.C. Johnson & Son, 

Inc. 

Chemical. (G) A terpolymer of 2- 
ethylhexyl acrylate, butyl acrylate, and 
hydroxyethyl methacrylate. 

Use/Production. (G) The material is a 
high solids, hydroxyl functional polymer 
to be cross linked with isocyanate 
functional crosslinkers to be used in 
high solids, packaging and laminating 
adhesives. Prod, range. Confidential. 
Toxicity Data. No data submitted. 
Exposure. Confidential. 

Environmental Release/Disposal. 
Confidential. Disposal by POTW. 

Y 85-164 

Importer. Urethane Concepts Inc. 
Chemical. Further clarification needed 
before information can be released to 
the public files. 

Use/Production. (S) Industrial 
manufacturing of flexible and rigid 
polyurethane foam. Prod, range. 
Confidential. 

Toxicity Data. No data submitted. 
Exposure. Manufacture: dermal, a 
total of 10-50 workers, up to 8 hrs/da, up 
to 240 da/yr. 

Environmental Release/Disposal. No 
data submitted. 

Y 85-165 

Importer. Urethane Concepts Inc. 
Chemical. Further clarification is 
needed before information can be 
released to the public files. 

Use/Production. (S) Industrial 
manufacturing of flexible and rigid 
polyurethane foam. Prod, range. 
Confidential. 

Toxicity Data. No data submitted. 
Exposure. Manufacture: dermal, a 
total of 10-50 workers, up to 8 hrs/da, up 
to 240 d8/yr. 

Environmental Release/Disposal. No 
data submitted. 

Y 85-166 

Importer. Urethane Concepts Inc. 


Chemical. Further clarification is 
needed before information can be 
released to the public files. 

Use/Production. (S) Industrial polyol 
component in flexible polyurethane 
form. Prod, range. Confidential. 

Toxicity Data. No data submitted. 
Exposure. Manufacture: dermal, a 
total of 10-50 workers, up to 8 hrs/da, up 
to 240 da/yr. 

Environmental Release/Disposal. No 
data submitted. 

Dated: September 23,1985. 

Linda A Travers, 

Acting Director. Information Management 
Division. 

IFR Doc. 85-23113 Filed *-26-85; 8 45 am) 

SILLING COOT 15*0-SO-* 


I0PTS-51590; TSH-FRL 2904-7J 

Certain Chemicals Premanufacture 
Notices 

agency: Environmental Protection 
Agency (EPA). 
action: Notice. 

summary: Section 5(a)(1) of the Toxic 
Substances Control Act (TSCA) requires 
any person who intends to manufacture 
or import a new chemical substance to 
submit a permanufacture notice (PMN) 
to EPA at least 90 days before 
manufacture or import commences. 
Statutory requirements for section 
5(a)(1) premanufacture notices are 
discussed in EPA statements of the final 
rule published in the Federal Register of 
May 13,1983 (48 FR 21722). This notice 
announces receipt of fifty-one PMNs and 
provides a summary of each. 

DATES: Close of Review Period: 

P 85-1479, December 10.1985 
P 85-1439, 85-1440, 85-1441, 85-1442, 85- 
1443, 85-1444, 85-1445 and 85-1440, 
December 11,1985 

P 85-1447, 85-1448, 85-1449, 85-1450. 85- 
1451,85-1452, and 85-1453, December 
14.1985 

P 85-1454, 85-1455, 85-1456, 85-1457. 85- 
145a 85-1459, 85-1460, 85-1461, 85- 
1402, 85-1463. 85-1464, 85-1465, 85- 
148a and 85-1467, December 15,1985 
P 85-1488, 85-1469, 85-1470, 85-1471, 85- 
1472, 85-1473, 85-1474, 85-1475, 85- 
1476, 85-1477, 85-147a and 85-1480, 
December 16,1985 

P 85-1481, 85-1482, 85-1483, 85-1484, 85- 
1485, 85-1480, 85-1487, 85-1 48a and 
85-1489, December 17.1985 
Written comments by: 

P 85-1479, November 10,1985 
P 85-1439, 05-1440, 85-1441, 85-1442. 85- 
1443. 85-1444. 85-1445, and 85-1446, 
November 11,1985 
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P 85-1447, 85-1448, 85-1449. 85-1450. 85- 
1451, 85-1452. and 85-1453. November 
14,1985 

P 85-1454. 85-1455. 85-1456. 85-1457. 85- 
1458, 85-1459. 85-1460. 85-1461. 85- 
1462, 85-1463. 85-1464. 85-1465. 85- 
1466, and 85-1487. November 15.1985 
P 85-1468, 85-1469, 85-1470. 85-1471. 85- 
1472. 85-1473, 85-1474, 85-1475. 85- 
1478. 85-1477, 85-1478, and 85-1480, 
November 16,1985 

P 85-1481. 85-1482, 85-1483. 85-1484. 85- 
1485, 85-1486, 85-1487, 85-1488. and 
85-1489, November 17.1985 
address: Written comments, identified 
by the document control number 
M (OPTS-51590]” and the specific PMN 
number should be sent to: Document 
Control Officer (TS-793). Chemical 
Information Branch, Information 
Management Division. Office of Toxic 
Substance. Environmental Protection 
Agency, Rm. E-201, 401 M St.. SW. 
Washington. DC 20460. (202) 382-3532. 
FOR FURTHER INFORMATION CONTACT: 
Wendy Cleland-Hamnett, 
Premanufacture Notice Management 
Branch. Chemical Control Division (TS- 
794). Office of Toxic Substances. 
Environmental Protection Agency, Rm. 
E-611, 401 M St. SW., Washington. DC 
20460. (202) 382-3725. 

SUPPLEMENT ARY INFORMATION: The 
following notice contains information 
extracted from the non-confidential 
version of the submission provided by 
the manufacturer on the PMNs received 
by EPA. The complete non-confidenttal 
document is available in the Public 
Reading Room E-107 at the above 
address. 

P 85-1439 

Manufacturer . The Dow Chemical 
Company. 

Chemical. Further clarification needed 
before information can be released to 
the public files. 

Use/Production. (G) Solvent Prod, 
range. Confidential. 

Toxicity Data. Acute oral: >4,000 mg/ 
kg: Acute oral: >2.000 mg/kg: Irritation: 
Skin—Moderate to severe; Eye— 
Moderate to severe. 

Exposure. Manufacture: dermal. 
Environmental Release/Disposal. 
Release to air and water Disposal by 
incineration. on-site industrial waste 
treatment plant and navigable 
waterway after treatment. 

P 85-1440 

Manufacturer . Lilly Industrial 
Coatings, Inc. 

Chemical. Further clarification needed 
before information can be released to 
the public files. 

Use/Praduclion . (C) Industrial liquid 
paints. Prod, range. 36,000-63.000 kg/yr. 


Toxicity Data. No data submitted. 

Exposure. Manufacture and 
processing: a total of 28 workers, up to 
12 hrs/da. up to 24 da/yr. 

Environmental Release/Disposal. 

Less than 1 to 15 kg/batch released to 
air. Disposal by publicly owned 
treatment works (POTW) and 
incineration. 

P85-1441 

Importer. Marubeni America 
Corporation. 

Chemical. (S) Pyridinium.l.l'- 
(sulfonylbis[3.1-phenyleneimino[6-(l3- 
|[3-cartaxv-4.5-dihydro-5-oxo-l-(4- 
sulfophenyl)-lH-pyrazol-4*ylJazo)-4* 
8ulfphenyllamino]-1.3.5-triazine-4,2- 
diyl|)|bis (3-carboxy-, dihydroxide, 
tetrasodium salt. 

Usc/lmport (S) Dye for cellulosic 
fibers. Import range. 10.000 kg/yr. 

Toxicity Data. Acute oral: >5.000 mg/ 
kg: Inhalation: Ames test: Negative; TLm 
48 hours (Orange medaka): >1,000 parts 
per million (ppm). 

Exposure. Processing: dermal. 

Environmental Release/Disposal. No 
data submitted. 

P 85-1442 

Importer. Marubeni America 
Corporation. 

Chemical (S) Bonzoic acid. 2,5-bis([4- 
(l4-[(4,8-disulfo-2*naphthalenyl) azo)-3 
methylphenyl]amino]-6-(4-morpholinyi)- 
1.3,5triazin-2-yl]amino]*. penlasodium 
salt. 

Use/Import. (S) Dye for cellulosic 
fibers. Import range. 10.000 kg/yr. 

Toxicity Data: Acute oral: >5.000 mg/ 
kg; Ames test: Negative; TLm 48 hours 
(Orange medaka): >1.000 ppm. 

Exposure: Processing: dermal. 

EnvironmentalRelease/Disposal No 
data submitted. 

P 85-1443 

Importer. Marubeni America 
Corporation. 

Chemical. (S) Chromate (7-) bis[l-(4- 
[(3-[ocetylammol-4-((4,8-di3ulfo-2- 
naphthafenyl)azo]phenyl]amino]-6-[(6- 
((2-carboxyphenyl)azo]-5-hydroxy-7- 
sulfo-2-naphtha!enyl]amino]-l,3.5- 
triazin-2-yl]-3-carboxypyridiniumato(6- 
))-. heptasodium, dihydrate. 

Use/lmport. (S) Dye for cellulosic 
fibers. Import range. 10,000 kg/yr. 

Toxicity Data: Acute oral: >5,000 mg/ 
kg: Ames test: Negative: TLm 48 hours 
(Orange medaka): >1,000 ppm. 

Exposure: Processing: dermal. 

Environmental Release/Disposal No 
data submitted. 

P 85-1444 

Importer. Marubeni America 
Corporation. 


Chemical (S) 2.7- 

Naphthalenedisulfonic acid, 5-[[4-chloro- 
6- ((2-sulfoethy l)amino)-l .3,5-triazin-2- 
yljamino]-4-hydroxy-3-{(2- 
sulfophenyljazoj-. tetrasodium salt. 

Use/Import (S) Dye for cellulosic 
fibers. Import range. 10,000 kg/yr. 

Toxicity Data: Acute oral: >5.000 mg/ 
kg: Ames test: Negative; TLm 48 hours 
(Orange medaka): >1.000 ppm. 

Exposure: Processing: dermal. 

Environmental Release/Disposal. No 
data submitted. 

P 85-1445 

Manufacturer. Confidential. 

Chemical (G) Urethane-modified 
polyester-acrylic copolymer. 

Use/Production. (S) Site-limited and 
industrial resin used in automotive 
paint Prod, range. 70.000-210,000 kg/yr. 

Toxicity Data: No data submitted. 

Exposure: Manufacture and 
processing: dermal and inhalation, a 
total of 6 workers, up to 0.5 hrs/da. up to 
250 da/yr. 

Environmental Release/Disposal. 0.2 
to 160 kg/batch of resin and 0.2 to 1 kg/ 
batch of paint released. Disposal bv 
landfill. 

P 85-1446 

Manufacturer. Miranol Chemical 
Company, Inc. 

Chemical Further clarification needed 
before information can be released to 
public files. 

Use/Production. (S) Heavy-duty 
concentrated alkaline cleaners, 
vibratory barrel cleaning, polishing and 
solvent emulsion cleaners for industrial, 
commercial and consumer use. Prod, 
range. 30.000-100.000 kg/yr. 

Toxicity Data: No data submitted. 

Exposure: Manufacture: a total of 5 
workers, up to 2 hrs/da, up to 7 da/yr. 

Environmental Release/Disposal 4 
kg/batch released to water. Disposal by 
POTW. 

P 85-1447 

Manufacturer Confidential 

Chemical (S) Polymer of methyl 
methacrylate, ethyl acrylate and 2- 
hydroxy ethyl scrylate. 

Use/Production. (G) Used in un open 
system. Prod, range. 20,000-32.000 kg/yr. 

Toxicity Data: No data submitted. 

Exposure: Manufacture dermal, a total 
of 6 workers, up to 1 hr/da. up to 20 da/ 

Environmental Release/Disposal. 
Minimal release to air. Disposal by 
licensed landfill. 

P 85-1448 

Manufacturer Ashland Chemical 
Company. 
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Chemical . Further clarification needed 
before information can be released to 
public files. 

Use/Production, (G) Adhesive 
component/open, nondispersive use. 
Prod, range. Confidential. 

Toxicity Data, No data submitted 
Exposure . Manufacture and 
processing: dermal, a total of 6 workers, 
up to 2 hrs/da, up to 50 da/yr. 

Environmental Release/Disposal 
Release to land. Disposal by 
incineration or secure landfill. 

P 85-1449 

Manufacturer . Confidential. 

Chemical (G) Polymer of 
bisanhydride of Bispheno!-A, aliphatic 
diamine and an aromatic diamine. 

Use/Production. (S) Electronics/ 
appliances and transportation for 
industrial, commercial and consumer 
use. Prod, range. 200.000-900.000 kg/yr. 
Toxicity Data, No data submitted. 
Exposure . Manufacture: dermal, a 
total of 24 workers, up to 8 hrs/da. up to 
100 da/yr. 

Bn vironmen tal Release/Disposal. 
Trace to 5 kg/batch released to land 
Disposal by POTW and navigable 

waterway. 

PS5-1450 

Manufacturer. Confidential 
Chemical (S) Ethylene glycol 
benzoate trialky la cetate with carbon 
numbers Cit-Cit. 

Use/Production. (G) Plasticizer for 
polyvinyl chloride. Prod range. 
Confidential. 

Toxicity Data. No data on the PMN 
substance submitted. 

Exposure . Manufacture: dermal. 
Environmental Release/Disposal 
Release to air. water and land. Disposal 
by secondary biological treatment. 

P 85-1451 

Manufacturer. Quality Chemicals. Inc. 
Chemical. (S) 2.2', 4-tris{2- 
dilorophenyl)-5-(3,4-dimethoxvph<;nvl)- 

4 • 5-diphenyI-l.i' bi-W-imidazole. ' 

Use,/Production. (S) Site-limited 

photographic chemical. Prod, ranee. 
5(XXM.OOO kg/yr. 

Toxicity Data. No data submitted. 
Exposure. Manufacture: dermal, a 
'otal of 8 workers, up to 8 hrs/da. up to 8 
da/yr. 

Environmental Release/Disposal. 1 to 

5 kg/batch incinerated and 3 to 5 kg/ 
oatchrelea*ed to sewer. Disposal by 

P85-1452 

Manufacturer. Confidential. 

Chemical. Further clarification needed 
oefore information can be released to 

the public files. 


Use/Production. (G) Cross linker in 
resinous systems. Prod, range. 
Confidential. 

Toxicity Data. No data submitted. 
Exposure. Confidential 
Environmental Releose/Disposal. 
Confidential 

P85-1453 

Manufacturer. Confidential 
Chemical Further clarification needed 
before information can be released to 
the public files. 

Use/Production. (G) Cross linker in 
resinous systems. Ptod. range. 
Confidential 

Toxicity Data. No data submitted 
Exposure. Confidential 
Environmental Release/Disposal. 
Confidential 

P 85-1454 

Manufacturer. Confidential 
Chemical. (G) Polyurea polyurethane 
polymer. 

Use/Production. (G) Paint additive. 
Prod, range. Confidential 
Toxicity Data. No data submitted 
Exposure. Confidential 
Environmental Relecse/Disposal. 
Confidential 

P 85-1455 

Manufacturer. Confidential. 

Chemical. (G) Fatty polyol 
Use/Import (G) Chemical 
intermediate for coatings* elastomers, 
adhesives and foams. Import range. 
Confidential. 

Toxicity Data. Acute oral: 5-0 g/kg; 
Acute dermal: 2.0 g/kg; Irritation: Skin— 
Non-irritant; Eye—Non-irritant 
Exposure. Use: dermal 
Environmental Release /Disposal 
Disposal by landfill. 

P 85-1456 

Importer. Confidential 
Chemical. Further clarification needed 
before information can be released to 
the public files. 

Use/lmport (SJ Dye. Import range. 
Confidential 

Toxicity Data. No data on the PMN 
substance submitted 
Exposure. Use: dermal, up to 2-3 hrs/ 
da. up to 2 da/wk. 

Environmental Release/Disposal. No 
data submitted. 

P 85-1457 

Manufacturer. E. I. du Pont de 
Nemours A Company, Inc. 

Chemical (G) Aliphatic ammonium 
salt of substituted aromatic acid. 

Use/Production. (G) Contained use. 
Prod, range. Confidential 
Toxicity Data. No data submitted. 


Exposure. Manufacture and 
processing: dermal a total of 12 
workers. 

Environmental Release/Disposal. 
Confidential Disposal by Incineration. 

P 85-1458 

Manufacturer. E. 1. du Pont de 
Nemours & Company, Inc. 

Chemical (G) Acrylic polymer 
containing aromatic carboxyesters. 

Use/Production. (G) Open, non¬ 
dispersive use. Prod, range. 

Confidential 

Toxicity Data. No data submitted 

Exposure. Manufacture and 
processing: dermal a total of 8 workers. 

Environmental Releose/Disposol 
Release to land. Disposal by 
incineration. 

P 85-1459 

Manufacturer. E. I. du Pont de 
Nemours A Company. Inc. 

Chemical (G) Acrylic polymer 
containing aromatic carboxyesters. 

Use/Production. (G) Open, non¬ 
dispersive use. Prod range. 

Confidential 

Toxicity Data. No data submitted 

Exposure. Manufacture and 
processing: dermal a total of 9 workers. 

Environmental Releose/Disposal 
Release to land Disposal by 
incineration and landfill 

P 85-1460 

Manufacturer. Confidential 

Chemical (S) Polymer of bis-(4- 
phenoxypbenyl) methanone and 1.4- 
benzenedicarbonyl dichloride. 

Use/Production. (S) Thermoplastic 
engineering resin for extrusion of fiber, 
film, wire and cable insulation, tubing 
and other profiles, molding of 
connectors, valves seats, seals, crimp 
devices, and other molded shapes for 
industrial, commercial and consumer 
use. Prod, range. Confidential 

Toxicity Data. No data submitted. 

Exposure. Confidential 

Environmental Release/Disposal 
Confidential Disposal by POTW. 

P 85-1461 

Manufacturer, Confidential 

Chemical (S) Bis(4-phenoxyphenyI) 
methanone. 

Use/Production. (S) Site-limited and 
industrial monomer for the production of 
aromatic polyketones. Prod, range. 
Confidential 

Toxicity Data. No data on the PMN 
substance submitted. 

Exposure. Confidential. 

Environmental Releose/Disposal No 
release. 
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P 85-1462 

Importer. Confidential. 

Chemical Further clarification needed 
before information can be released to 
the pubtic files. 

Use/Import. (S) Industrial production 
of urethane-elastomer articles. Import 
range. Confidential. 

Toxicity Data. No data submitted. 

Exposure. No data submitted. 

Environmental Re/ease/Disposal No 
data submitted. 

P 85-1463 

Importer. Confidential. 

Chemical Further clarification needed 
before information can be released to 
the public files. 

Use/Import. (S) Industrial production 
or urethane-elastomer articles. Import 
range. 2,000-5,000 kg/yr. 

Toxicity Data. No data submitted. 

Exposure . No data submitted. 

Environmental Release/Disposal No 
data submitted. 

P 85-1464 

Importer. Ciba-Geigy Corporation. 

Chemical (G) Substituted pyrazol azo 
benzene sulfonic acid. 

Use/Import. (G) Textile dye. Import 
range. 4,700 kg/yr. 

Toxicity Data. Acute oral: 2.404 mg/ 
kg; Irritation: Skin—Moderate; Eye— 
Slight; BOD 8 :130 mg/gO t; Waste 
treatment plant bacteria: >3.000 mg/1; 
Inhalation: TL to (Trout): 175 mg/L; 

Ames test: Negative; COD: 1.064 mg/ 
gO*. 

Exposure . Processing: inhalation, a 
total of 2 workers, up to 0.5 hr/da, up to 
2 da/yr. 

Environmental Release/Disposal. 0.3 
Kg/batch released to water. Disposal by 
navigable waterway, 

P 85-1465 

Manufacturer. Confidential. 

Chemical (G) (Dialkylamino, 
alkyl)aryl and N-(alkysulfonyl amino 
and halo)phenyl substituted 
oxopentanamide. 

Use/Production. (G) Contained use in 
an article. Prod, range. 3,000 kg/yr. 

Toxicity Data. No data submitted. 

Exposure. Manufacture and 
processing: a total of 92 workers, up to 
1.2 hrs/da, up to 7 da/yr. 

Environmental Release/Disposal 
Less than 0.07 ppm/batch released to 
water. Less than 6 to >20 kg/batch 
incinerated with disposal by navigable 
waterway. 

P 85-1466 

Manufacturer. Confidential. 

Chemical (G) (Dialkyl)phenoxy, (N- 
dialkylamino and alkyl)aryl and 


(cyanophenylureido)aryl substituted 
hexanamide. 

Use/Production. (G) Contained use in 
article. Prod, range. 600 kg/yr. 

Toxicity Data. No data on the PMN 
substance submitted. 

Exposure . Manufacture and 
processing: dermal and inhalation, a 
total of 88 workers, up to 1.5 hrs/da. up 
to 5 da/yr. 

Environmental Release/Disposal 
Less than 0.02 ppm/batch released to 
water. Less than 2 to >6 kg/batch 
incinerated with disposal by navigable 
waterway. 

P 85-1467 

Manufacturer. Product Research & 
Chemical Corporation. 

Chemical. (S) Polymer of Spenkel P49- 
A6--O0 and diethyl toluene diamine. 

Use/Production. (S) Industrial 
polyurethane elastomer curing agent. 
Prod, range. 14,000-25.000 kg/yr. 

Toxicity Data. No data on the PMN 
substance submitted. 

Exposure. Manufacture: dermal, a 
total of 20 workers, up to 3.0 hrs/da. up 
to 70 da/yr. 

Environmental Release/Disposal. 2 
kg/batch released to land. Disposal by 
approved landfill. 

P 85-1468 

Manufacturer. The Dow Chemical 
Company. 

Chemical Further clarification needed 
before information can be released to 
the public Tiles. 

Use/Production. (S) Commercial 
coatings. Prod, range. Confidential. 

Toxicity Data. Acute oral: >2,000 g/ 
kg; Acute dermal: >2,000 mg/kg; 
Irritation: Skin—Non-irritant; Eye—Non¬ 
irritant; 

Exposure. Manufacture: dermal. 

Environmental Release/Disposal 
Less than 1 to >5 kg/batch released to 
air and land. Disposal by incineration 
and landfill. 

P 85-1469 

Manufacturer. The Dow Chemical 
Company. 

Chemical Further clarification needed 
before information can be released to 
the public files, 

Use/Production. (S) Commercial 
coatings. Prod, range. Confidential. 

Toxicity Data. Acute oral: >2,000 g/ 
kg; Acute dermal: >2,000 mg/kg; 
Irritation: Skin—Non-irritant; Eye—Non¬ 
irritant. 

Exposure. Manufacture: dermal. 

Environmental Release/Disposal 
Less than 1 to >5 kg/batch released to 
air and land. Disposal by incineration 
and landfill. 


P 85-1470 

Manufacturer. The Dow Chemical 
Company. 

Chemical (G) Methylene diphenylene 
diisocyanate polyol prepolymer. 

Use/Production. (S) Polyurethane 
elastomers for industrial components. 
Prod, range. Confidential. 

Toxicity Data. No data submitted. 
Exposure, dermal and inhalation. 
Environmental Release/Disposal 
Less than 1 kg/batch released to air. 
Disposal by incineration. 

P 85-1471 

Manufacturer. The Dow Chemical 
Company. 

Chemical (G) Methylene diphenylene 
diisocyanate polyol prepolymer. 

Use/Production. (S) Polyurethane 
elastomers for industrial components. 
Prod, range. ConfidentiaL 
Toxicity Data. No data submitted. 
Exposure . Manufacturer: dermal and 
inhalation. 

Environmental Release/Disposal 
Less than 1 kb/batch released to air. 
Disposal by incineration. 

P 85-1472 

Manufacturer. The Dow' Chemical 
Company. 

Chemical (G) Methylene diphenylene 
diisocyanate polyol prepolymer. 

Use/Production. (S) Polyurethane 
elastomers for industrial components. 
Prod, range. Confidential. 

Toxicity Data. No data submitted. 
Exposure. Manufacturer dermal and 
inhalation. 

Environmental Release/Disposal 
Less than 1 kb/batch released to air. 
Disposal by incineration. 

P 85-1473 

Manufacturer. The Dow Chemical 
Company. 

Chemical. (G) Methylene diphenylene 
diisocyanate polyol prepolymer. 

Use/Production. (S) Polyurethane 
elastomers for industrial components. 
Prod, range. ConfidentiaL 

Toxicity Data. No data submitted. 
Exposure . Manufacturer, dermal and 
inhalation. 

Environmental Release /Disposal 
Less than 1 kb/batch released to air. 
Disposal by incineration. 

P 85-1474 

Manufacturer. The Dow Chemical 
Company. 

Chemical (G) Polyumeric 
diisocyanate polyol prepolymer. 

Use/Production. (S) Polyurethane 
elastomers for industrial components 
Prod, range. Confidential. 

Toxicity Data. No data submitted 
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Exposure. Manufacturer, dermal and 

inhalation* 

Environmental Release/Disposal 
Less than 1 kb/batch released to air. 
Disposal by incineration. 

P 85-1475 

Manufacturer The Dow Chemical 

Company* 

Chemical (G) Methylene diphenylene 
diisocyanate polyol prcpolymer. 

Use/Production. (S) Polyurethane 
elastomers for industrial components. 
Prod, range. Confidential 
Toxicity Data. No data submitted. 
Exposure. Manufacturer dermal and 
inhalation. 

En vironmental Release/Disposal 
Less than 1 kb/batch released to air. 
Disposal by incineration. 

P85-1478 

Manufacturer , The Dow Chemical 
Company. 

Chemical (G) Methylene diphenylene 
di isocyanate polyol prepolymer. 

Use/Production. (S) Polyurethane 
elastomers for industrial components. 
!>rod. range. Confidential. 

Toxicity Data. No data submitted. 
Exposure. Manufacturer dermal and 
inhalation. 

Environmental Release/Disposal. 

Ltfss than 1 kb/batch released to air. 

Disposal by incineration. 

P85-1477 

Manufacturer. The Dow Chemical 

Company. 

Chemical (G) Methylene diphenylene 
di isocyanate polyol prepolymer. 

Use/Production. (S) Polyurethane 
elastomers for industrial components. 
Prod, range. Confidential. 

Toxicity Data. No data submitted. 
Exposure. Manufacture; dermal and 
inhalation. 

Environmental Release/Disposal 
Less than 1 kg/batch released to air. 
Disposal by incineration. 

P85-1478 

Manufacturer The Dow Chemical 
Company. 

Chemical. (G) Acyclic polymaine. 

L'sfi/Production (S) Industrial 
chemical intermediate. Prod, range. 

Confidential. 

Toxicity Data. Acute oral: Between 
500-1,000 mg/kg; Irritation: Skin— 

Irritant. 

I vposure. Manufacture: dermal. 
Environmental Release/ Disposal 
Release to air. water and land. Disposal 
by incineration, landfill and navigable 
Waterway after treatment. 

P85-1479 

Manufacturer. Confidential. 


Chemical (G) Mixed alkyl phosphate 
ester. 

Use/Production. (G) An additive used 
in the energy production industry. Prod, 
range. Confidential 
Toxicity Data. No data submitted 
Exposure. Manufacturer, dermal a 
total of 1 worker, up to 5-4 hrs/da. 

Environmental Release/DisposaL 25 
kg/da released. 

P 85-1480 

Manufacturer CondidcntiaL 
Chemical (G) Substituted 
bis(phenyI)isobenzofuranone. 

Use/Production. (G) Captive 
intermediate used in manufacturing a 
minor component for paper coatings. 
Prod, range. Confidential. 

Toxicity Data. No data submitted. 
Ex[>osure. Confidential. 

Environmental Release/Disposal 
Confidential Disposal by POTW 

P 85-1481 

Importer. Urethane Concepts, Inc. 
Chemical (G) Polyether triol 
Use/lmport (S) Industrial polyol 
component In rigid polyurethane foam. 
Import range. Confidential. 

Toxicity Data. No data submitted. 
Exposure. Processing: dermal a total 
of 10-50 workers, up to 8 hrs/da, up to 
240 da/yr. 

Environmental Rcleose/Dhposol No 
data submitted 

P 85-1482 

Importer. Urethane Concepts. Inc. 
Chemical Further clarification needed 
before information can be released to 
the public files. 

Use/lmport (S) Industrial viscosity 
aid in polyurethane foam and polyol in 
polyurethane elastomer production. 
Import range. Confidential. 

Toxicity Data. No data submitted. 
Exposure. Processing: dermal, a total 
of 10-50 workers, up to 8 hrs/da. up to 
240 da/yr. 

Environmental Release/Disposal No 
data submitted. 

P 85-1483 

Importer. Urethane Concepts, Inc. 
Chemical Further clarification needed 
before information can be released to 
the public files. 

Use/lmport (S) Manufacturing of 
flexible and rigid polyurethane foam. 
Import range. Confidential. 

Toxicity Data. No data submitted. 
Exposure. Processing: dermal a total 
of 10-50 workers, up to 8 brs/da, up to 
240 da/yr. 

Environmental Release/Disposal No 
data submitted. 

P 85-1484 

Importer. Urethane Concepts, Inc. 
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Chemical Further clarification needed 
before information can be released to 
the public files. 

Use/lmport (S) Industrial viscosity 
cutter In spray foam formultion. Import 
range. Confidential 

Toxicity Data, a\o data submitted. 

Exposure . Processing: dermal a total 
of 10-50 workers, up to 8 hrs/da, up to 
240 da/yr. 

Environmental Release/Disposal No 
data submitted. 

P-1485 

Importer . Urethane Concepts, Inc. 

Chemical Further clarification needed 
before information can be released to 
public files. 

Use/lmport. (S) industrial additive for 
flame laminable flexible polyetber foam. 
Import range. Confidential. 

Toxicity Data. No data submitted. 

Exposure. Processing: dermal a total 
of 10-50 workers, up to 8 hrs/da. up to 
240 da/yr. 

Environmental Release/Disposal No 
data submitted 

P 85-1486 

Importer. Urethane Concepts, Inc. 

Chemical. Further clarification needed 
before information can be released to 
the public files. 

Use/lmport (S) Industrial flame 
retardant additive in rigid foam 
manufacture. Import range. Confidential. 

Toxicity Data. No data submitted. 

Exposure . Processing: dermal, a total 
of 10-50 workers, up to 8 hrs/da, up to 
240 da/yr. 

Environmental Release/Disposal. No 
data submitted. 

P 85-1407 

Importer. Urethane Concepts, Inc. 

Chemical Further clarification needed 
before information can be released to 
the public files. 

Use/lmport (S] Industrial polyol 
component in rigid polyurethane foam. 
Import range. Confidential. 

Toxicity Data. No data submitted. 

Exposure. Processing: dermal, a total 
of 10-50 workers, up to 8 hrs/da, up to 
240 da/yr. 

EnvironmentalReJease/Disposal No 
data submitted. 

85-1488 

Importer. Urethane Concepts, Inc. 

Chemical. Further clarification needed 
before information can be released to 
the public files. 

Use/lmport (S) Industrial polyol 
component in rigid polyurethane foam. 
Import range. Confidential. 

Toxicity Data. No data submitted. 
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Exposure . Processing: dermal, a total 
of 10-50 workers, up to 8 hrs/da, up to 
240da/yr. 

Environmental Release/Disposal. No 
data submitted 

P 85-1489 

Importer Urethane Concepts. Inc. 
Chemical (G) Polyether triol. 
Use/lmport. (S) Industrial polyol 
component in rigid polyurethane foam. 
Import range. Confidential. 

Toxicity Data. No data submitted. 
Exposure . Processing: dermal, a total 
of 10-50 workers, up to 8 hrs/da. up to 
240da/yr. 

Environmental Release/Disposal. No 
data submitted. 

Dated: September 23.1985. 

Linda A. Travert, 

Acting Director information Management 
Division. 

(FR Doc. 85-23115 Filed 0-28-85: 8:45] 

StUlNG ewo-50-N 


(OPP-30081B; PH-FRL 2904-41 

Cypermethrin; Extension of 
Conditional Registration 

agency: Environmental Protection 
Agency (EPA). 

action: Notice._ 

summary: This notice amends the 
conditional registrations, pursuant to 
section 3(c)(7)(C) of the Federal 
Insecticide. Fungicide, and Rodentlcide 
Act (FIFRA), for products containing the 
synthetic pyrethroid cypermethrin for 
use on cotton to control various cotton 
insects. The Agency has determined that 
the benefits of use will outweight the 
risks during the period of the extension 
of the conditional registration and that 
the extension is in the public interest. 
EFFECTIVE date: September 27.1985. 
address: Written comments may be 
submitted to the: Hearing Clerk (A-110), 
Environmental Protection Agency, Room 
3708, 401 M Street SW.. Washington. 

D C. 20460. 

FOR FURTHER INFORMATION CONTACT: 

George T. LaRocca. Product Manager 
(PM) 15. Registration Division. 
Environmental Protection Agency. 401 
M Street SW.. Washington. D.C. 20460 
Office location and telephone number 
Rm. 207, CM #2,1921 Jefferson Davis 
Highway. Arlington. VA 22202 (703- 
557-2690). 

SUPPLEMENTARY INFORMATION: In the 
Federal Register on January 9.1985 (50 
FR 1112). EPA announced its decision to 
extend 1CI Americas. Inc. (ICI), and 
FMC Corp. (FMC) conditional 
registrations of products containing the 
synthetic pyrethroid active ingredient 


(±) o/pAo-cyano(3- 

ph'enoxyphenyl)methyl( ± )-c/s. trans- 3- 
(2,2-dichioroethenyl)-2,2- 
dimethylcyclopropanecarboxylate 
(cypermethrin) for use on cotton to 
control various cotton insects, for a 
period which extended to December 31. 
1986, to allow time for the submission 
and evaluation of a full field study (due 
in April 1986). That document set forth 
EPA'8 evaluation of the data that had 
been submitted, the product's regulatory 
history, and other facts about 
cypermethrin. 

' In order to obtain the necessary data. 
ICI and FMC had conducted a 1-year 
baseline study on a proposed test site in 
1984 in the State of Maryland. On May 
10.1985, ICI was issued an experimental 
use permit (EUP) to allow for further 
testing in the State of Maryland. The 
State of Maryland Department of 
Agriculture denied ICI’s request for 
further testing of cypermethrin in 
Maryland until the safe use of 
cypermethrin can be demonstrated to 
the satisfaction of the State Secretary of 
Agriculture. The action by the State of 
Mary land precipitates the need for 
initiating a new study (including 
baseline data), making it impossible to 
meet the previous deadline of April 
1986. On June 12,1985 and June 14,1985. 
ICI and FMC, respectively, submitted a 
letter to the Agency requesting an 
extension of time to December 31.1988, 
for submittal of the field-monitoring 
study. 

To further support the request for an 
extension of time, on July 1,1985, ICI 
submitted a letter to EPA with 
justification for the time periods 
requested and a letter from the State of 
Alabama giving ICI permission to 
conduct the full field study in the State 
of Alabama. 

Based on the information submitted 
by ICI and FMC and all available data, 
the Agency has determined that the 
requested extensions are proper for 
consideration under FIFRA section 
3(c)(7)(C). Therefore. EPA concluded 
that the expiration date for the 
registrations should be extended to 
December 1.1988, to allow time for the 
submission and evaluation of the full 
field study and an EPA decision whether 
the products may be registered under 
FIFRA section 3(c)(5). 

EPA concluded that use of 
cypermethrin will not cause 
unreasonable adverse effects to the 
environment during the period of 
conditional registration, and the Agency 
finds that to extend the conditional 
registration of cypermethrin is in the 
public interest. 

In accordance with section 3(c)(2) of 
FIFRA, a copy of the approval label and 


the list of data references used to 
support the continued conditional 
registration are available for public 
inspection in the office of the Product 
Manager listed above. The data and 
other scientific information used to 
support registration, except for the 
material specifically protected by 
section 10 of FIFRA. are available for 
public inspection in the Program 
Management and Support Division (TS- 
769C), Office of Pesticide Programs. 
Environmental Protection Agency, Rm 
238. CMS2. Arlington. VA 22202. 

Request for data must be made in 
accordance with the provisions of the 
Freedom of Information Act and must be 
addressed to the Freedom of 
Information Office (A-101). 401 M Street 
SW.. Washington. D.C. 20460. Such 
requests should identify the product 
names and registration numbers) and 
specify the data or information desired. 

Dated: September 17.1985. 

Steven Schatzow. 

Director Office of Pesticide Programs. 

|FR Doc. 85-23114 Filed 9-25-85: 8:45 Hm| 

BILLING cooe eStt-SO-M 


l ER-FRL-2903-5 ] 

Environmental Impact Statements; 
Availability 

Responsible agency: Office of Federal 
Activities. General Information (202) 
382-5073 or (202) 382-5075. Availability 
of Environmental Impact Statements 
filed September 18,1985 through 
September 20.1985 pursuant to 40 CFR 
1506.9. 

F.IS No. 850395. Final, BLM. ID, NV, 
Jarbidge Resource Area, Resource 
Management Plan and Wilderness 
Designation. Due: October 28.1985. 
Contact; Ted Milesnick (208) 334-1582. 

E1S No. 850396. Final. FHW. Ml. M- 
44/East Beltline Avenue Reconstruction. 
1-96 to Plainfield Avenue, Kent County. 
Due: October 28.1985. Contact: Ken 
Barkema (517) 377-1852. 

EJS No. 850397, Final, COE. TX. 
Wright Patman Lake and Dam (Formerly 
Texarkana Lake). Operation and 
Maintenance. Sulphur River. Bowie. 
Cass, Morris. Titus and Red River 
Counties, Due: October 20.1985. 
Contact: Joe Paxton (817) 334-2095. 

EIS No. 850398, Final, 1BR. SD. Lake 
Andes-Wagner Unit, W f ater Resource 
Project, Pick-Sloan Missouri Basin 
Program, Approval, Lake Francis Case, 
Missouri River. Charles Mix Co. Due: 
October 28,1985. Contact: John Lawson 
(400) 657-6164. 

EIS No. 850399. Final. FHW. TX, US 
183 Upgrading. TX-71 to Ranch to 
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Market Road 620, Travis and 
Williamson Counties, Due: October 28, 
1985, Contact: Gamaliel E. Olvera (512) 
482-5966. 

F.1S No. 850400. Final. FHW. NC, 
Benjamin Parkway Extension. Benjamin 
Parkway to Airport Parkway. Guilford 
County, Due: October 28.1985, Contact: 
Kenneth Bellamy (919) 755-4346. 

E1S No. 850401, Final. SCS, MO. Big 
Creek-Hurricane Creek Watershed 
Protection and Flood Prevention Plan. 
Carroll and Livingston Cos., Due: 

October 28,1985, Contact: Paul Larson 
(314)875-5214. 

FJS No. 850402. Draft. BLM. WY. MT. 
ND. SD. Bairoil/Dakota Carbon Dioxide 
Projects, Approval. R-O-W Grants and 
Issuance of Permits, November 12,1985, 
Contact: Janis VanWyhe (303) 236-1060. 

E1S No. 850403, Draft, COE. OR. West 
Hayden Island Marine Industrial Park 
Development, Section 10 and 404 
Permits, Multnomah County, Due: 
November 12,1985, Contact: David 
Kurkoski (503) 221-6094. 

EIS No. 850404, Final. AFS, MS, 
Mississippi National Forests. Land and 
Resource Management Plan, Due: 
October 28,1985, Contact: John Alcock 
(404)881-4177. 

EIS No. 850405. Final, UMT. IL, 

Chicago Southwest Corridor Transit 
Improvements, Cook County. Due: 
October 28.1985. Contact: fames Ryan 
(202) 426-9271. 

EIS No. 850406, Final, EPA, MD, 
Parkway Wastewater Treatment 
Facilities Upgrading, Grant, Prince 
George’s County, Due: October 28,1985, 
Contact: Tom Sienkamp (215) 597-9169. 

EIS No. 850407, DSuppL AFS. IN. 
Hoosier Natl. Forest, l^and and Resource 
Mgmt. Plan, Off-Road Vehicle Policy, 
Due: December 27,1985, Contact: Harold 
Codlevske (812) 275-5987. 

EIS No. 850408, Final, AFS. IN. 

Hoosier Natl. Forest, Land and Resource 
Management Plan. Due: October 28. 

1985, Contact: Harold Codlevske (812) 
275-5987. 

FJS No. 850409, Final. BLM, OR. Two 
Rivers Planning Area, Resource Mgmt. 
Plan. John Day and Deschutes Rivers, 
Due: November 15.1985. Contact: Brian 
Cunninghame (503) 447-4115. 

FJS No. 850410, FSuppl, FERC, AK, 
Bradley Lake Hydroelectric Project, 
Construction and Operation, License, 
Kenai Peninsula. Due: October 28.1985. 
Contact: Peter Foo’te (202) 376-9053. 

EIS No. 850411, Final. OSM, NM. La 
Plata Mine Mining and Transportation 
Corridor Plan, Approval and Permit. San 
Juan County. Due: October 28,1985. 
Contact: Allen Klein (303) 844-5656. 

EIS No. 850412. Draft, BLM, AZ, 
Eastern Arizona Crazing Management 


Program, Due: December 8,1985, 
Contact: Jerrold Coolidge (602) 428-4040. 

Dated: September 24.1985. 

Allan Hirsch, 

Director, Office of Federal Activities, 

|FR Doc. 85-23197 Filed 9-26-65. 8:45 am) 

BILLING CODE fMO-SO-M 


(ER-FRL-2903-61 

Environmental Impact Statements and 
Regulations; Availability of EPA 
Comments 

Availability of EPA comments 
prepared September 9,1985 through 
September 13.1985 pursuant to the 
Environmental Review Process (ERP) 
under section 309 of the Clean Air Act 
and section 102(2)(c) of the National 
Environmental Policy Act as amended. 
Requests for copies of EPA comments 
can be directed to the Office of Federal 
Activities at (202) 382-5075/78. An 
explanation of the ratings assigned to 
draft environmental impact statements 
(EISs) was published in FR dated 
October 19.1984 (49 FR 41108). 

Draft EKSs 

ERP No. D-CDB-C89023-NY. Rating 
LO, Rochester Science Park 
Development. Expansion and 
Replacement, CDBG, NY. Summary: 

EPA stated that it has no objections to 
the project as proposed. EPA did 
recommend that Alter. B be selected as 
the preferred alternative, although EPA 
believes that either alternative would 
not create significant adverse 
environmental impacts. Mitigation 
measures, as proposed, would provide 
adequate safeguards for the protection 
of the environment. 

ERP No. D-COE-G36030-LA, Rating 
ECl, Aloha—Rigolette Area Agriculture 
Flood Control Plan, expressed 
environmental concerns with the 
proposed action as described. EPA is 
not opposed to the implementation of 
the flood damage reduction features of 
the preferred action: however, EPA 
believes the inclusion of the no 
development easements in the plan 
would significantly reduce the potential 
for increased flooding loss to life and 
human resources, substantially increase 
the overall environmental benefits, and 
clearly establish a reliable mechanism 
to protect and preserve the remaining 
bottomland hardwoods in the project 
area. EPA, therefore, supports Plan 19C 
and recommends that it be selected as 
the preferred action. 

ERP No. D-FIIW-D40209-PA, Rating 
EC2.1-95 Completion, Between 
Benjamin Franklin and Walt Whitman 
Bridges. Right-of-Way Improvements, 


PA. Summary: EPA’s review of the DEIS 
identified a number of environmental 
concerns and found an incomplete 
discussion of the alternatives and their 
benefit/cost ratios. EPA suggested a 
supplement to the DEIS with a more 
detailed discussion of the alternatives. 

ERP No. D-FHW-L40148-OR. Rating 
EC2,185th Ave. Improvements, Rock 
Creek Blvd. to Tualatin Valley Hwy., 404 
Permit. OR. Summary: EPA’s review 
indicated that the project could have 
significant traffic noise impacts and 
requested that additional noise levels 
estimates and mitigation measures be 
included in the FE1S. Growth induced 
nonpoint source water pollution impacts 
were also requested to be evaluation. 
Park. Old Wickford. Naval Gardens, and 
Could Island, Disposal of Surplus Gov't 
Property, RI. Summary: EPA requested 
that the Supplemental Final EIS identify 
the toxic and hazardous waste sites on 
Gould Island, address a schedule for 
clean up, and a commitment to conduct 
the approved remedial action. EPA also 
recommended that the negotiated sale 
for the Hoskins Park Housing Area 
include conditions such as conservation 
easements to protect surrounding 
wetlands; cite the federal, state and 
local laws, and ordinances in place to 
protect the wetlands; and, require that 
the Hoskins Park pumping facility be 
operational before occupany of the 
development. 

ERP No. RD-NHT-A52159-00. Rating 
LO, 1986 Model Year Passenger Cars, 
Corporate Average Fuel Economy Stds. 
Summary: While agreeing with the 
conclusion that the proposed action 
should have little impact on air quality. 
EPA suggested that additional data that 
supports the conclusion be included in 
the Final EIS. 

Final EISs 

ERP No. F-AFS-E65028-SC, Sumter 
Nat’l Forest, Land and Resource Mgmt. 
Plan. SC. Summary: EPA's concerns 
expressed in its comments on the DEIS 
have been adequately addressed in the 
Final EIS. 

ERP No. F-FHW-D40195-DC, 
Whitehurst Freeway/US 29 Corridor 
Modifications. Improvement or 
Replacement, Washington, DC. 
Summary: EPA's review found the FE1S 
to eliminate all previous concerns and 
there are now no objections to the 
project implementation. Construction. 
Cairo Bridge to Reel foot Lake, 404 
Permit. KY. Summary: EPA requested 
that additional information be presented 
concerning possible water quality/ 
wetland impacts before the Federal 
Highway Adminsitration completes the 
Record of Decision. 
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ERP No. F-FHW-F40216-IL Lake 
Front Hwy./FAP 437 Construction, IL 
Tri-State Tollwoy/I-94 to Grand Ave./ 
IL-132, 404 Permit, IL Summary: EPA’s 
review of the FE1S did not identify any 
significant environmental impacts 
requiring changes to the proposed 
project. 

ERP No. F-FHW-K40104-CA, CA-55/ 
Newport Blvd Improvement. CA-1/ 
Pacific Coast Hwy. to US 73/Corona Del 
Mar Freeway. 404 Permit. CA. Summary: 
The FEIS adequately responded to 
EPA*s comments made on the DEIS. 

ERP No. F-Fl IW-K40124-CA, 1-5/ 
Santa Ana Freeway and CA-55/ 
Newport-Costa Mesa Freeway 
Improvements. 1-5 and 1-55 Interchange 
Reconstruction, CA-22 to 1-405, CA. 
Summary: The DEIS adequately 
responded to EPA comments on the 
DEIS. 

ERP No. F-Fl IW-I40133-OR. Murray 
Blvd Widening. Sunset Hwy./US 20 to 
fenkins Rd., Improvements. Right-of- 
Way Acquisition. OR. Summary: EPA 
made no formal comments. EPA 
reviewed the FEIS and found the project 
to be satisfactory. 

ERP No. F-SPW-IJM028-AK. Alaska 
Peninsular Nat'l Wildlife Refuge Mgmt.. 
Comprehensive Conservation Plan and 
Wilderness Designation. AK. Summary: 
EPA made no formal comments. EPA 
reviewed the FEIS and fond the project 
to be satisfactory. 

Dated: Septemer 24.1985. 

Allan Hirst h. 

Director\ Office of Federal Activities. 

|FR Doc. 85-23198 Filed 9-28-8S 8:45 am) 

BttuMO cooc tsao-so-n 


FEDERAL HOME LOAN BANK BOARD 

Glen EUyn Savings A Loan 
Association, Glen Ellyn, IL; 
Appointment of Receiver 

Notice is hereby given that pursuant 
to the authority contained in section 
406(c)(1)(B) of the National Housing Act, 
as amended, 12 U.S.C 1729(c)(1)(B) 
(1982), the Federal Home Loan Bank 
Board appointed the Federal Savings 
and Loan Insurance Corporation as sole 
receiver for Glen Ellyn Savings and 
Loan Association, Glen Ellyn. Illinois, on 
September 20,1985. 

Dated September 23.1985. 

Nadine Y. Penn. 

Acting Secretary*. 

[FR Doc. 85-23100 Filed 9-28-85: 8:45 «un| 
BttUNO COOS «720-01-M 


FEDERAL RESERVE SYSTEM 

Bank of Boston Corporation et al.; 
Applications To Engage de Novo In 
Permissible Nonbanking Activities 

The companies listed in this notice 
have filed an application under 
5 225.23(a)(1) of the Board’s Regulation 

Y (12 CFR 225.23(a)(1)) for the Board’s 
approval under section 4(c)(8) of the 
Bank Holding Company Act (12 U.S.C 
1843(c)(8)) and 9 225 21(a) of Regulation 

Y (12 CFR 225.21(a)) to commence or to 
engage de novo . either directly or 
through a subsidiary, in a nonbanking 
activity thAt is listed in 9 225.25 of 
Regulation Y as closely related to 
banking and permissible for bank 
holding companies. Unless otherwise 
noted, such activities will be conducted 
throughout the United States. 

Each application is available for 
immediate inspection at the Federal 
Reserve Bank indicated. Once the 
application hss been accepted for 
processing, it will also be available for 
inspection at the offices of the Board of 
Governors. Interested persons may 
express their views in writing on the 
question whether consummation of the 
proposal can "reasonably be expected 
to produce benefits to the public, such 
as greater convenience, increased 
competition, or gains in efficiency, that 
outweigh possible adverse effects, such 
as undue concentration of resources, 
decreased or unfair competition, 
conflicts of interests, or unsound 
banking practices." Any request for a 
hearing on this question must be 
accompanied by a statement of the 
reasons a written presentation would 
not suffice in lieu of a hearing, 
identifying specifically any questions of 
fact that are in dispute, summarizing the 
evidence that would be presented at a 
hearing, and indicating how the party 
commenting would be aggrieved by 
approval of the proposal. 

Unless otherwise noted, comments 
regarding the applications must be 
received at the Reserve Bank indicated 
or the offices of the Board of Governors 
not later than October 17,1985. 

A. Federal Reserve Bank of Boston 
(Richard E. Randall, Vice President) 600 
Atlantic Avenue. Boston. Massachusetts 
02108: 

1. Bank of Boston Corporation, 

Boston. Massachusetts; to engage de 
now through its subsidiary, BancBoston 
FBC Inc., Boston. Massachusetts, in data 
processing services and management 
consulting services to depository 
institutions pursuant to 9 225.25(b) (7) 
and (11). respectively, of Regulation Y. 

B. Federal Reserve Bank of New York 
(William L Rutledge. Vice President) 33 


Liberty Street, New York, New York 
10045: 

1. Irving Bank Corporation , New York. 
New York; to engage de novo through its 
subsidiary. Irving Trust Company 
Florida. Miami. Florida, in performing or 
carrying on any one or more of the 
functions or activities that may be 
performed or carried on by a trust 
company, including activities of a 
fiduciary, investment advisory, agency 
or custodial nature, in the manner 
authorized by Florida law. 

C. Federal Reserve Bank of Kansas 
City (Thomas M. Hoenig. Vice President) 
925 Grand Avenue, Kansas City. 
Missouri 64198: 

1, JJL Montgomery Bancorporation 
Lawton, Oklahoma; to engage de now 
through its subsidiary. ]RMB Insurance 
Company. Lawton, Oklahoma, in acting 
as agent with respect to insurance 
limited to assuring repayment of the 
outstanding balance due on a specific . 
extension of credit by a bank holding 
company or its subsidiary in the event of 
the death of the debtor, pursuant to 
section 4(c)(8)(A) of the Act. 

Board of Governors of the Federal Reserve 
System. September 23.1985. 

(ames McAfee. 

Associate Secretary of the Board. 

(FR Doc. 85-23179 Filed 9-28-85; 8:45 am) 

eiLUHQ COOC S21S-01-M 


Pennbancorp et al.; Formations of; 
Acquisitions by; and Mergers of Bank 
Holding Companies 

The companies listed in this notice 
have applied for the Board’s approval 
under section 3 of the Bank Holding 
Company Act (12 U.S.C. 1842) and 
9 225.14 of the Board's Regulation Y (12 
CFR 225.14) to become a bank holding 
company or to acquire a bank or bank 
holding company. The factors that are 
considered in acting on the applications 
are set forth in section 3(c) of the Act (12 
U.S.C. 1842(c)). 

Each application is available for 
immediate inspection at the Federal 
Reserve Bank indicated. Once the 
application has been accepted for 
processing, it will also be available for 
inspection at the offices of the Board of 
Governors. Interested persons may 
express their views in writing to the 
Reserve Bank or to the offices of the 
Board of Governors. Any comment on 
an application that requests a hearing 
must include a statement of why a 
written presentation would not suffice in 
lieu of a hearing, identifying specifically 
any questions of fact that are in dispute 
and summarizing the evidence that 
would be presented at a hearing. 
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Unless otherwise noted, comments 
regarding each of these applications 
must be received not later than October 
18.1985. 

A. Federal Reserve Bank of Cleveland 

(Lee S. Adams, Vice President) 1455 East 
Sixth Street, Cleveland. Ohio 44101: 

1. Pennbancorp, Titusville, 
Pennsylvania; to merge with GNB 
Corporation, Uniontown. Pennsylvania. 
Comments on this application must be 
received not later than October 21.1985. 
Comments on this application must be 
received not later than October 21.1985. 

B. Federal Reserve Bank of Chicago 
(Franklin D. Dreyer. Vice President) 230 
South LaSalle Street, Chicago. Illinois 
60690: 

1. Rosendale Bancshores, Inc., 
Rosendale, Wisconsin; to become a 
bank holding company by acquiring at 
least 89.72 percent of the voting shares 
of Rosendale State Bank. Rosendate, 
Wisconsin. 

C. Federal Reserve Bank of Dallas 

(Anthony J. Montelaro, Vice President) 
400 South Akard Street. Dallas, Texas 

75222: 

1. Lamar Financial Corporation, Paris, 
Texas; to become a bank holding 
company by acquiring 00 percent of the 
voting shares of Lamar National Bank, 
Paris, Texas. 

2. Rockdale Bancshores, Inc„ 

Rockdale. Texas: to become a bank 
holding company by acquiring 100 
percent of the voting shares of 
Community Bank and Trust, Rockdale, 
Texas. 

D. Federal Reserve Bank of San 
Francisco (Harry W. Green. Vice 
President) 101 Market Street. San 
Francisco. California 94105: 

1. United American Bancorp, Shelton. 
Washington; to become a bank holding 
company by acquiring 100 percent of the 
voting shares of Hood Canal State Bank. 
Shelton. Washington. Comments on this 
application must be received not later 
than October 21,1985. 

Board of Governors of the Federal Reserv e 
Sy stem. September 23.1905. 

Limes McAfee. 

Associate Secretary of the Board. 

1KR Doc. 85-23180 Filed 9-28-85; 8:45 am| 
siumo coot 


Post-Och Kreditbanken, Pkabankcn; 
Application To Engage de Novo In 
Permissible Nonbanking Activities 

The company listed in this notice has 
filed an application under $ 225.23(a)(1) 
of the Board s Regulation Y (12 CFR 
225.23(a)(1)) for the Board's approval 
under section 4(c)(8) of the Bank 
Holding Company Act (12 U.S.C. 
1843(c)(8)) and g 225.21(a) of Regulation 


Y (12 CFR 225.21(a)) to commence or to 
engage de novo, either directly or 
through a subsidiary, in a nonbanking 
activity that is listed in g 225.25 of 
Regulation Y as closely related to 
banking and permissable for bank 
holding companies. Unless otherwise 
noted, such activities will be conducted 
throughout the United States. 

The application is available for 
immediate inspection at the Federal 
Reserve Bank indicated. Once the 
application has been accepted for 
processing, it will slso be available for 
inspection at the offices of the Board of 
Governors. Interested persons may 
express their views in writing on the 
question whether consummation of the 
proposal can "reasonably be expected 
to produce benefits to the public, such 
as greater convenience, increased 
competition, or gains in efficiency, that 
outweigh possible adverse effects, such 
as undue concentration of resources, 
decreased or unfair competition, 
conflicts of interests, or unsound 
banking practices." Any request for a 
hearing on this question must be 
accompanied by a statement of the 
reasons a written presentation would 
not suffice in lieu of a hearing, 
identifying specifically any questions of 
fact that are in dispute, summarizing the 
evidence that would be presented at a 
hearing, and indicating how the party 
commenting would be aggrieved by 
approval of the proposal. 

Unless otherwise noted, comments 
regarding the application must be’ 
received at the Reserve Bank indicated 
or the offices of the Board of Governors 
not later than October 16,1985. 

A. Federal Reserve Bank of New York 
(William L Rutledge, Vice President) 33 
Liberty Street, New York, New York 
10045; 

1. Post-Och Kreditbanken , Pkbanken, 
Stockholm. Sweden; to engage de novo 
through its subsidiary. Pkfmans 
International Corporation. Greenwich, 
Connecticut, in making, or acquiring, for 
its own account or for the account of 
others, commercial loans and other 
extensions of credit as are made by a 
commercial finance, equipment, finance 
or factoring company, including inter 
alia equipment, inventory and accounts 
receivable financing; making leases of 
real and personal property that are the 
functional equivalent of extensions of 
credit; acting as agent, broker or adviser 
with respect to such financing and 
leasing activities; and servicing loans 
and other extensions of credit. 


Board of Governors of the Federal Reserve 
System, September 23.1985. 

lames McAfee. 

Associate Secretary of the Board. 

[FR Doc. 85-23181 Filed 9-28-85, 8:45 ami 

BILLING COOC I2KMM-N 


DEPARTMENT OF HEALTH AND 
HUMAN SERVICES 

Office of the Secretary 

Agency Forms Submitted to the Office 
of Management and Budget for 
Clearance 

Each Friday the Department of Health 
and Human Services (HHS) publishes a 
list of information collection packages it 
has submitted to the Office of 
Management and Budget (OMB) for 
clearance in compliance with the 
Paperwork Reduction Act (44 U.S.C. 
Chapter 35). The following are those 
packages submitted to OMB since the 
last list was published on September 20. 
1985. 

Health Care Financing Administration 

Subject: Information Collection 
Requirements in 42 CFR Parts 
405.1202,1221,1223.1228 and 1229- 
Conditions of Participation for Home 
Health Agencies—HCFA-R-39— 
Extension (0938-0385). 

Respondents: Businesses or other for- 
profit institutions, small businesses or 
organizations. 

Subject: Medicare Contractor 
Administrative Budget and Cost 
Reporting System—HCFA-1523/ 
1524—Revision (0938-0350/0351). 
Respondents: Non-profit institutions. 
Subject: Home Health Agency Cost 
Report—HCFA-1728— Revision (0936- 
0022 ). 

Respondents: Businesses or other for- 
profit institutions. 

OMB Desk Officer: Fay S. ludicetlo. 

Public Health Service 

Food and Drug Administration 

Subject: Infant Feeding Practice Study— 
New. 

Respondents: Individuals or households. 
OMB Desk Officer Bruce Artim. 

Health Resources and Services 
Administration 

Subject: Health Resources and Services 
Administration Competing Training 
Grant Application and Supplements— 
Revision (0915-0060). 

Respondents: Non-profit institutions. 
Subject: Health Resources and Services 
Administration Noncompeting 
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Training Grant Application and 
Supplements—Revision (0915-0001). 
Respondents: Non-profit institutions. 
OMB Desk Officer Fay S. ludiceUo. 

Office of the Secretary 

Subject: Requirements Contained in 
Community Services Block Grant 
Legislation—Reinstatement. 
Respondents: States and Indian tribes. 
OMB Desk Officer Judy A. McIntosh. 

Copies of the above information 
collection clearance packages can be 
obtained by calling the HHS Reports 
Clearance Officer on 202-245-6511 
Written comments and 
recommendations for the proposed 
information collections should be sent 
directly to the appropriate OMB Desk 
Officer designated above at the 
following address: OMB Reports 
Management Branch. New Executive 
Office Building. Room 3208. Washington. 
D C. 20503. Attn; (name of OMB Desk 
Officer). 

Agency Forms Withdrawn from the 
Office of Management and Budget 
Clearance Process. 

The Department of Health and Human 
Services has withdrawn the following 
information collection package 
previously submitted to OMB for 
approval under the Paperwork 
Reduction Act. 

Public Health Service 

Subject Malaria Survey Among U.S. 

Travelers—Reinstatement (0920-0154). 
Reference: Federal Register/Volume 5ft 
No. 178/Page 37437/Friday. 

September 13.1965. 

Dated: September 23.1985 
K. Jacqueline Hols. 

Deputy Assistant Secretary for Management 
Analysis and Systems. 

(FR Doc 86-23106 Filed 9-26-85; 8:45 am) 

BILLING COOC 41 VO-04-M 


Food and Drug Administration 

Advisory Committees; Meetings 

agency: Food and Drug Administration. 
action: Notice. 

summary: This notice announces 
forthcoming meetings of public advisory 
committees of the Food and Drug 
Administration (FDA). This notice also 
summarizes the procedures for the 
meetings and methods by which 
interested persons may participate in 
open public hearings before FDA's 
advisory committees. 
meetings: The following advisory 
committee meetings are announced: 


Ophthalmic Devices Panel 

Date , time , and place. October 17 and 
18. 9 a m.. Auditorium. 200 Independence 
Ave. SW., Washington. DC. 

Type of meeting and contact person. 
Open public hearing. October 17.9 a.m 
to 10 a.m.; open committee discussion. 

10 a.m. to 1 p.m.; closed committee 
deliberations. 2 p.m. to 5 p.m.; open 
public hearing. October 18. 9 a.m. to 10 
a.m.; open committee discussion. 10 am. 
to 1 p.m.: closed committee 
deliberations. 2 p.m. to 3 p.nu open 
committee discussion. 3 p.m. to 5 p.m; 
Mary Elizabeth Jucobs, Center for 
Devices and Radiological Health (HFZ- 
460), Food and Drug Administration, 

8757 Georgia Ave., Silver Spring, MD 
20910, 301-427-7940. 

General function of committee. The 
committee reviews and evaluates 
available data on the safety and 
effectiveness of devices currently in use 
and makes recommendations for their 
regulation. The committee also reviews 
data on new devices and makes 
recommendations regarding their safety 
and effectiveness and their suitability 
for marketing. 

Agenda—Open public hearing . 
Interested persons may present data, 
information, or views, orally or in 
writing, on issues pending before the 
committee. Those desiring to make 
formal presentations should notify the 
contact person before October 1. and 
submit a brief statement of the general 
nature of the evidence or arguments 
they wish to present, the names and 
addresses of proposed participants, and 
an indication of the approximate time 
required to make their comments. 

Open committee discussion. On 
October 17. the committee will discuss 
general issues relating to approvals of 
premarket approval applications 
(PMA's) for intraocular lenses (lOL's) 
and neodymiumryttrium-aluminum- 
garnet (Nd:YAG) lasers, and may 
discuss specific PMA's for these 
devices. If discussion of all pertinent 
IOL or Nd:YAG laser issues is not 
completed, discussion will be continued 
the following day. On October 1ft the 
committee will discuss PMA's for 
contact lenses and other ophthalmic 
devices and requirements for PMA 
approval 

Closed committee deliberations. On 
October 17, the committee will discuss 
trade secret or confidential commercial 
information relevant to PMA's for IOL's 
and Nd:YAG lasers. On October 18, the 
committee may discuss trade secret or 
confidential commercial information 
relevant to PMA’s for contact lenses or 
other ophthalmic devices. These 
portions of the meeting will be closed to 


permit discussion of this information (5 
U.S.C. 552b(c)(4)). 

Immunology Devices Panel 

Date , time . and place. October 24 and 
25.9 a.m.. Rm. 703-727A. 200 
Independence Ave. SW.. Washington. 
DC. 

Type of meeting and contact person. 
Open public hearing. October 24.9 a.m. 
to 10 a.m.; open committee discussion, 
10 a.m. to 2 p.m.; closed presentation of 
data. 2 p.m. to 5 p.m.; open committee 
discussion, October 2S. 9 a.m. to 5 p.m.: 
Strikrishna Vadlnmudi, Center for 
Devices and Radiological Health (HFZ- 
440), Food And Drug Administration. 
8757 Georgia Ave., Silver Spring, MD 
2091ft 301-427-7550. 

General function of the committee. 
The committee reviews and evaluates 
available data on the safety and 
effectiveness of devices and make9 
recommendation for their regulation. 

Agenda—Open public hearing. 
Interested persons may present data, 
information, or views, orally or in 
writing, on issues pending before the 
committee. Those desiring to make 
formal presentations should notify the 
contact person before October 1ft and 
submit a brief statement of the general 
nature of the evidence or arguments 
they wish to present, the names and 
addresses of proposed participants, and 
an indication of the approximate time 
required to make their comments. 

Open committee discussion . The 
committee will discuss premarket 
approval applications for tumor marker 
in vitro diagnostic assays. 

Closed committee deliberations. The 
committee will review and discuss trade 
secret or confidential commercial 
information regarding premarket 
approval applications for tumor marker 
in vitro diagnostic assays. This portion 
of the meeting will be closed to permit 
discussion of their information (5 U.S.C. 
552b(c)(4)). 

Each public advisory committee listed 
above may have as many as four 
separable portions: (1) An open public 
hearing. (2) an open committee 
discussion. (3) a dosed presentation of 
data, and (4) a closed committee 
deliberation. Every advisory committee 
meeting shall have an open public 
hearing portion. Whether or not it also 
includes any of the other three portions 
will depend upon the spedfic meeting 
involved The dates and times reserved 
for the separate portions of each 
committee meeting are listed above. 

The open public hearing portion of 
each meeting shall be at least 1 hour 
long unless public participation does not 
last that long. It is emphasized, however. 
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that the 1 hour time limit for an open 
public hearing represents a minimum 
rather than a maximum time tor public 
participation, and an open public 
hearing may last for whatever longer 
period the committee chairman 
determines will facilitate the 
committee's work. 

Public hearings are subject to FDA’s 
guideline (Subpart C of 21 CFR Part 10) 
concerning the policy and procedures to 
expedite electronic media coverage of 
FDA's public administrative 
proceedings, including hearings before 
public advisory committees under 21 
CFR Part 14. Under 21 CFR 10.205. 
representatives of the electronic media 
may be permitted, subject to certain 
limitations, to videotape, film, or 
otherwise record FDA's public 
administrative proceedings, including 
presentations by participants. 

Meetings of advisory committees shall 
be conducted, insofar as is practical, in 
accordance with the agenda published 
in this Federal Register notice. Changes 
in the agenda will be announced at the 
beginning of the open portion of a 
meeting. 

Any interested person who wishes to 
be assured of the right to make an oral 
presentation at the open public hearing 
portion of a meeting shall inform the 
contact person listed above, either 
orally or in writing, prior to the meeting. 
Any person attending the hearing who 
does not in advance of the meeting 
request an opportunity to speak will be 
allowed to make an oral presentation at 
the hearing's conclusion, if time permits, 
at the chairman's discretion. 

Persons interested in specific agenda 
items to be discussed in open session 
rnay ascertain from the contact person 
the approximate time of discussion. 

A list of committee members and 
nummary minutes of meetings may be 
requested from the Dockets 
Management Branch (HFA-305). Rm. 4- 
62. Food and Drug Administration. 5600 
Fishers Lane. Rockville. MD 20857, 
between 9 a.m. and 4 p.m., Monday 
through Friday. 

The Commissioner, with the 
concurrence of the Chief Counsel, has 
'ietermined for the reasons stated that 
those portions of the advisory 
c ommittee meetings so designated in 
this notice shall be closed. The Federal 
Advisory Committee Act (FACA). as 
amended by the Government in the 
Sunshine Act (Pub. L. 94-400). permits 
such closed advisory committee 
meetings in certain circumstances. 

1 hose portions of a meeting designated 
as closed, however, shall be closed for 
the shortest possible time, consistent 
with the intent of the cited statutes. 


The FACA. as amended, provides that 
a portion of a meeting may be dosed 
where the matter for discussion involves 
a trade secret: commercial or financial 
information that is privileged or 
confidential information of a personal 
nature, disclosure of which would be a 
clearly unwarranted invasion of 
personal privacy; investigatory file* 
compiled for law enforcement purposes; 
information the premature disclosure of 
which would be likely to significantly 
frustrate implementation of a proposed 
agency action; and information in 
certain other instances not generally 
relevant to FDA matters. 

Examples of portions of FDA advisory 
committee meetings that ordinarily may 
be closed where necessary and in 
accordance with FACA criteria, include 
the review, discussion, and evaluation 
of drafts of regulations or guidelines or 
similar preexisting internal agency 
documents, but only if their premature 
disclosure is likely to significantly 
frustrate implementation of proposed 
agency action: review of trade secrets 
and confidential commercial or financial 
information submitted to the agency; 
consideration of matters involving 
investigatory files compiled for law 
enforcement purposes; and review of 
matters, such as personnel records or 
individual patient records, where 
disclosure would constitute a clearly 
unwarranted invasion of personal 
privacy. 

Examples of portions of FDA advisory 
committee meetings that ordinarily shall 
not be closed include the review, 
discussion, and evaluation of general 
preclinical and clinical test protocols 
and procedures for a class of drugs or 
devices; consideration of labeling 
requirements for a class of marketed 
drugs or devices; review* of data and 
information on specific investigational 
or marketed drugs and devices that have 
previously been made public 
presentation of any other data or 
information that is not exempt from 
public disclosure pursuant to the FACA. 
as amended; and, notably deliberative 
sessions to formulate advice and 
recommendations to the agency on 
matters that do not independently 
justify closing. 

This notice is issued under section 
10(a)(1) and (2) of the Federal Advisory 
Committee Act (Pub. L. 92-463, 86 Stat. 
770-776 (5 U.S.C. App. I)). and FDA's 
regulations (21 CFR Part 14) on advisory 
committees. 


Dated: September 23.1965. 

Frank E. Young. 

Commissioner of Food and Drags. 

(FR Doc. 65-23072 Filed 9-26-85:645 am| 

01 tit HO COOC 


(Docket No. 65P-0235) 

Petition Requesting Exclusivity for 
Ibuprofen 

agency: Food and Drug Administration. 
action: Notice. 

summary: The Food and Drug 
Administration (FDA) is announcing the 
filing of a petition requesting a period of 
marketing exclusivity for ibuprofen. 

FDA is giving notice of the filing of this 
petition to all interested persons 
because, if FDA decides to grant the 
petition, this decision may affect the 
date when abbreviated new drug 
applications (ANDA’s) for ibuprofen 
may be made effective. 
date: Comments by October 28.1985. 
ADDRESS; Requests for a copy of the 
petition and written comments regarding 
the petition to the Dockets Management 
Branch (HFA-305). Food and Drug 
Administration. Rm. 4-62, 5600 Fishers 
Lane, Rockville. MD 20857. 

FOR FURTHER INFORMATION CONTACT: 

Ed Farha, Center for Drugs and Biologies 
(HFN-364). Food and Drug 
Administration. 5600 Fishers Lane. 
Rockville. MD 20857. 301-443-6490. 
SUPPLEMENTARY INFORMATION: On 
September 24.1964. the President signed 
into law the Drug Price Competition and 
Patent Term Restoration Act of 1984. 
This act amends the Federal Food. Drug, 
and Cosmetic Act (the act) authorizing, 
among other things, the agency to accept 
ANDA's for most previously approved 
new drug products. This legislation also 
provides for extending the term of a 
patent which claims a product, use. or 
method of manufacture that was subject 
to a regulatory review period in 
accordance with the act. Further, this 
new legislation also provides for periods 
of exclusive marketing of certain new 
drug products submitted in an 
application (or a supplement to an 
application) under section 505(b) of the 
act (21 U.S.C. 355(b)). An ANDA or 
paper new drug application (NDA) for 
such a drug may not be submitted 
(under some provisions) or made 
effective (under other provisions) until 
the period of "exclusive" marketing 
ends. 

The new drug products that have been 
granted "exclusivity" under one of the 
several exclusivity provisions of this 
new legislation are set forth in the 
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volume entitled “Approved Prescription 
Drug Products with Therapeutic 
Equivalence Evaluations" (the list) and 
its monthly supplements. In addition, the 
period of “exclusivity" is shown. 

Further, the list also shows those 
products that are covered by a patent 
and when the patent expires. 

The agency believes that all patent 
and exclusivity information appearing in 
the list is correct, and expects that such 
information appearing in any future 
supplements to the list will also be 
correct. However, interested persons 
may disagree with the agency's findings 
and believe that FDA has excluded 
patent or exclusivity information that 
should have been included, or included 
patent or exclusivity information that 
should have been excluded. 

Accordingly. FDA has established a 
policy that, when an interested person 
submits a citizen petition requesting 
such inclusion or exclusion, the agency 
will publish a notice in the Federal 
Register of the availability of the 
petition. This publication is constructive 
notice to all interested persons that they 
may be affected by the petition and 
gives them an opportunity to submit 
their comments on the petition to the 
agency. Persons potentially affected 
include holders of approved ANDA's or 
approved paper NDA's the effective 
dates of which might be changed by a 
decision to grant the petition, persons 
who have pending ANDA's or paper 
NDA's or who contemplate submitting 
such applications that, when approved, 
would have effective dates that will be 
determined by the decision on the 
petition or. in some cases, persons 
whose right to submit such applications 
may be affected. Where a petition seeks 
a change in a decision to grant 
exclusivity, the applicant granted 
exclusivity has an obvious interest in 
the issue. 

In accordance with this policy. FDA is 
announcing the filing of a petition 
submitted by Boots Pharmaceuticals. 

Inc. (Boots), requesting exclusivity for 
ibuprofen. Specifically. Boots requests 
that the agency: 

1. Recognize and effectuate 2-year 
nonpatent exclusivity under section 
505(j)(4)(D)(v) and (c)(3)(D)(v) of the act 
for 600 milligram. 400 milligram, and 300 
milligram forms of ibuprofen by 
including notice in the list and by 
refusing to make effective ANDA's and 
paper NDA's for these dosage forms of 
ibuprofen until September 24.1986; and 

2. Refrain from making effective any 
ANDA or paper NDA for any 300 
milligram. 400 milligram, or 600 
milligram ibuprofen until the issues 
raised by this petition are resolved. 


FDA is reviewing the merits of this 
petition and. by this notice, is giving 
anyone who may be affected by this 
petition an opportunity to submit 
comments within 30 days. 

Interested persons may. on or before 
October 26,1985, submit to the Dockets 
Management Branch (address above) 
written comments on the petition. These 
comments will be considered in 
preparing an agency response to the 
petition. Two copies of any comments 
are to be submitted, except that 
Individuals may submit one copy. 
Comments are to be identified with the 
docket number found in brackets in the 
heading of this document. The petition 
and received comments may be seen in 
the Dockets Management Branch 
between 9 a.m. and 4 p.m.. Monday 
through Friday. Requests for a single 
copy of the petition should be sent to the 
Dockets Management Branch. 

Dated: September 20,1985. 

Metvin H. Shumate, 

Acting Associate Commissioner for 
Regulatory Affairs. 

[FR Doc 85-23073 Filed 9-28-85; 8:45 am) 

BILL)KG COOC 41*0-01-41 


National Institutes of Health 

Consensus Development Conference 
on Health Implications of Smokeless 
Tobacco Use; Meeting 

Notice is hereby given of the NIH 
Consensus Development Conference on 
“Health Implications of Smokeless 
Tobacco Use." sponsored by the 
National Cancer Institute, the National 
Institute of Dental Research and the 
Office of Medical Applications of 
Research. The conference will be held 
January 13-15.1988, in the Masur 
Auditorium of the Warren Grant 
Magnuson Clinical Center (Building 10) 
at the National Institutes of Health. 900 
Rockville Pike, Bethesda, Maryland 
20692. 

Serious questions have been raised 
regarding health and behavioral effects 
from the use of smokeless tobacco 
products. This meeting has been 
scheduled to examine these issues. 

Following two days of presentations 
by scientific and medical experts and 
discussion by the audience, a Consensus 
Panel will consider the scientific 
evidence presented. 

The panel members, including medical 
experts and the lay public, will 
formulate a draft statement responding 
to the following key questions: 

What are the current trends in use of 
smokeless tobacco in the United States? 


Does the use of smokeless tobacco 
increase the risk of oral or other 
cancers? 

Does the use of smokeless tobacco 
increase the risk of periodontal disease 
or other oral and health problems? 

What are the behavioral 
consequences of smokeless tobacco use? 

What issues regarding the health 
consequences of smokeless tobacco use 
require further research? 

On the third and final day of the 
conference, Consensus Panel Chairman 
Dr. Brian MacMahon, Professor and 
Chairman of the Department of 
Epidemiology at Harvard School of 
Public Health, will read the draft 
consensus statement before the 
conference audience and invite 
comments and questions. Information on 
the program may be obtained ffom Ms. 
Barbara McChesney, Prospect 
Associates, 2115 East Jefferson Street. 
Suite 401, Rockville, Maryland 20852. 
(301) 468-6555. 

Dated: September 19.1985. 

Botty J. Beveridge. 

Committee Management Officer . NIH. 

|FR Doc. 85-23090 Filed 9-26-85; 8 45 am] 

BILLING COOC 4140-01-H 


Dental Research Programs Advisory 
Committee; Meeting 

Pursuant to Pub. L 92-463 notice is 
hereby given of the meeting of the 
Dental Research Programs Advisory 
Committee from 9:00 a.m. to recess on 
October 24 and from 9:00 a.m. to 
adjourhment on October 25.1985, 

Wilson Hall. Shannon Building, National 
Institutes of Health, Bethesda. 

Maryland. 

The entire meeting will be open to the 
public to discuss research progress and 
ongoing plans and programs. 

Attendance by the public will be limited 
to space available. 

Dr. Anthony Rizzo. Deputy Associate 
Director for Extramural Programs. NIDR, 
NIH, Westwood Building, Room 504, 
Bethesda. MD 20892 (telephone: 301/ 
496-7748) will provide a summary of the 
meeting, roster of committee members 
and substantive program information 
upon request. 

(Catalog of Federal Domestic Assistance 
Program Nos. 13.121—Diseases of the Teeth 
and Supporting Tissues: Caries and 
Restorative Materials: Periodontal and Soft 
Tissue Diseases; 13 . 122 —Disorders of 
Structure. Function, and Behavior, 
Craniofacial Anomalies, Pain Control, and 
Behavioral Studies; 13-845-Dentul Research 
Institutes. National Institutes of Health) 
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Dutud: September 10.1065. 

Deity | Beveridge, 

AY// Committee Management Officer 
|FR Doc. 85-23088, Filed 9-20-85: 8:45 am| 
BfUJMO COOC 4140-91-41 


National Heart, Lung, and Blood 
Institute; Pulmonary Diseases 
Advisory Committee; Meeting 

Pursuant to Pub. L 92-463. notice Is 
hereby given of the meeting of the 
Pulmonary Diseases Advisory 
Committee, National Heart Lung, and 
Blood Institute on November 7-6.1985 at 
the National Institutes of Health, 9000 
Rockville Pike, Building 31. Conference 
Room 4. Bethesda. Maryland 20892. 

The entire meeting, from 8:30 a.m. on 
November 7 to adjournment on 
November 8. will be open to the public. 
The Committee will discuss the current 
status of the Division of Lung Diseases' 
programs and Committee plans for fiscal 
year 1987. Attendance by the public will 
be limited to the space available. 

Ms. Terry Bellicha, Chief. Public 
Inquiry Reports Branch, National Heart. 
Lung, and Blood Institute. Building 31. 
Room 4A-21, National Institutes of 
Health. Bethesda. Maryland 20892. 
phone (301) 496-4236, will provide a 
summary of the meeting and a roster of 
the Committee members. 

Dr. Suzanne S. Hurd, Executive 
Secretary of the Committee. Westwood 
Building, Room 6A18, National Institutes 
of Health, Bethesda, Mary land 20092. 
phone (301) 496-7208, will furnish 
substantive program information. 

(Catalog of Federal Domestic Assistance 
Program No. 13.638. Lung Diseases Research. 
National Institutes of Health) 

Dated: September 19,1085. 

Betty |. Beveridge. 

Committee Management Officer. 

|FR Doc 85-23089 Filed 9-26-85: 8:45 am| 
billing coot 4i4o-oi-M 


DEPARTMENT OF THE INTERIOR 

Fish and Wildlife Service 

issuance of Permit for Marine 
Mammals 

On August 9,1985, a notice was 
published in the Federal Register (Vol. 
50. No. 154) thot an application had been 
filed with the Fish and Wildlife Service 
by Miyajima Public Aquarium (PPT- 
096262) for a permit to take 4 Alaskan 
sea otters ( Enhydna lutris lutris) for 
public display. 

Notice is hereby given that on 
^ptember 13,1985. as authorized by the 
provisions of the Marine Mammal 


Protection Act of 1972 (16 USC1361- 
1407), the Fish and Wildlife Service 
issued the requested permit subject to 
certain conditions set forth therein. 

The permit is available for public 
inspection during normal business hours 
at the Fish and Wildlife Service’s Permit 
Office in Room 605,1000 North Glebe 
Road. Arlington, Virginia 22201. 

Dated: September 20.1965. 

R.K. Robinson. 

Chief. Branch of Permits, FedcraJ Wildlife 
Permit Office. 

(FR Doc. 85-23155 Filed 9-28-85; 845 ami 

BILLING COOf 4310-55-41 


Issuance of Permit for Marine 
Mammals 

On August 9.1985. a notice was 
published in the Federal Register (Vol. 
50. No. 154) that an application had been 
Bled with the Fish and Wildlife Service 
by Otaru Public Aquarium (PRT-685320) 
for a permit to take 4 Alaskan sea otters 
(Enhydra lutris lutris) for the purpose of 
public display. 

Notice is hereby given that on 
September 11,1965. as authorized by the 
provisions of the Marine Mammal 
Protection Act of 1972 (16 USC 1381- 
1407). the Fish and Wildlife Service 
issued the requested permit subject to 
certain conditions set forth therein. 

The permit is available for public 
inspection during normal business hours 
at the Fish and Wildlife Service's Permit 
Office in Room 605,1000 North Glebe 
Road, Arlington. Virginia 22201. 

Dated: September 20.1985, 

R.K. Robinson, 

Chief Branch of Permits. Federal Wildlife 
Permit Office 

(FR Doc- 05-23158 Filed 9-20-85; 8:45 am) 

S LUNG COOC 4310-55-41 


Bureau of Land Management 

Garnet Resource Management Plan/ 
Environmental Impact Statement; 
Butte District, MT 

agency: Bureau of Land Management, 
Interior. 

action: Notice of Availability of 
Proposed Final Resource Management 
Plan/Environmental Impact Statement. 

summary: Pursuant to section 202(f) of 
the Federal Land Policy and 
Management Act of 1976 and section 
102(2)(c) of the National Environmental 
Policy Act of 1969, a proposed final 
Resource Management Plan/ 
Environmental Impact Statement (RMP/ 
EIS) has been prepared for the Garnet 
Resource Area. The RMP/EIS addresses 


future management options for 
approximately 145,660 surface acres and 
213,385 acres of federal mineral estate 
administered by the Bureau of Land 
Management in west-central Montana. 
The affected counties are Missoula, 
Granite, and Powell. 

Public Participation . The draft RMP/ 
EIS was available for public review 
from December 14.1984, to March 13. 
1985. Letters and/or oral statements 
received from 48 agencies, organizations 
and individuals were considered during 
preparation of the proposed final FMP/ 
EIS. 

Copies of the proposed final RMP/EIS 
are available at the Butte District Office, 
106 North Parkmont. P.O. Box 3388. 

Butte, MT 59702. phone (406) 494-5059. 
and at the Garnet Resource Area Office. 
3255 Fort Missoula Road. Missoula. MT 
59801. phone (406) 329-3914. Public 
reading copies are available for review 
at the following locations: 

Office of Public Affairs, Interior 

Building, 18th and C Streets. NW.. 

Washington. DC 20240 
BLM, Montana State Office, Public 

Affairs Office, 222 North 32nd Street, 

Billings, Montana 59107 
BLM. Butte District Office, 106 North 

Parkmont. Butte. Montana 59702 
BLM, Garnet Resource Area Office, 3255 

Fort Missoula Road. Missoula. 

Montana 59801 

With the exception of wilderness 
recommendations for the Wales Creek. 
Hoodoo Mountain, and Quigg West 
Wilderness Study Areas (WSAs), all 
parts of this proposed plan may be 
protested. A final legislative EIS dealing 
with wilderness recommendations for 
these WSAs will be available in 1986. 
Protests should be sent to the Director 
(202), Bureau of Land Management, 1800 
C Street NW., Washington. DC 20240, 
prior to October 27,1985— the end of the 
30-day protest period—and should 
include the following information: 

1. The name, mailing address, 
telephone number, and interest of the 
person filing the protest. 

Z A statement of the issue or issues 
being protested. 

3. A statement of the part or parts of 
the plan being protested. 

4. A copy of all documents addressing 
the issue or issues that were submitted 
during the planning process by the 
protesting party, or an indication of the 
date the issue or issues were discussed 
for the record. 

5. A concise statement explaining why 
the State Director's decision is believed 
to be wrong. 

At the end of the 30-day protest 
period, the proposed plan, excluding any 
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portion under protest, will become final 
Approval will be withheld on any 
portion of the plan under protest until 
final action has been completed 
Any significant change to the 
proposed plan made as a result of a 
protest will be made available for public 
review and comment prior to final 
approval and implementation. 
SUPPLEMENTARY INFORMATION: The 

proposed RMP/EIS was developed 
following analysis of five alternatives, 
with one representing a continuation of 
present management direction (no 
action). The others emphasize 
environmental protection, partial 
wilderness, resource production, and an 
intermediate or balanced approach (the 
proposed RMP). 

One Area of Critical Environmental 
Concern (ACEC) is being proposed in 
the final RMP/EIS. This area is referred 
to as Limestone Cliffs and consists of 20 
acres located in T. 11 N., R. 13 W., 
M.P.M.. Section 4. SEViSEttSEy* and 
Section 9. NEViNE^NEtt. The site 
encompasses a unique geologic 
(limestone) feature which has been 
intensively studied and mapped by high 
schools and universities throughout the 
Northwest. This area would be closed to 
motorized vehicle use except along 
Rattler Gulch Road. Also, there would 
be no timber harvested and a 
withdrawal from mineral entry would be 
pursued. 

The plan focuses on resolving five 
resource management issue groups: 
renewable resources; nonrenewable 
resources; special attention resources; 
land ownership and administration; and 
recreation, cultural and esthetic 
resources. 

FOR FURTHER INFORMATION CONTACT: 

Project Manager. Garnet RMP. Garnet 
Resource Area, 3255 Fort Missoula 
Road, Missoula. MT 59801, Telephone 
(408) 329-3914. 

Marvin LeNoue, 

Acting State Director 

September 3,1965. 

|FR Doc. 85-21963 Filed 9-28-65; 8:45 am] 

BILLING COO€ 4310-ON-M 


Sale of Public Lands in Hot Springs 
and Washakie Counties, WY; 
Termination of Realty Action 

agency: Bureau of Land Management, 
Interior. 

action: Termination of realty action— 
sale of public lands in Hot Springs and 
Washakie Counties, Wyoming. 

summary: The Notice of Realty 
Action—Rescheduling of sale of public 
lands in Hot Springs and Washakie 


Counties, published in the Federal 
Register, Volume 50, No. 59 on March 27. 
1985, at page 12088 is hereby terminated 
for the reason that no bids were 
received on two of five sale parcels. 

The public sale parcels were offered 
on April 18,1985 and the two unsold 
parcels were offered in May and June, 
with the last offering on July 24,1985. 
The lack of interest in the sale parcels 
does not warrant continuing the public 
sale. 

Dated: September 17. IMS. 

Chester E. Conard. 

District Manager, Woriand, 1 Wyoming. 

|FR Doc. 85-23188 Filed 9-28-65 8:45 am) 

SILLING COOC 4310-2*-* 


New Mexico; Availability of Proposed 
Rio Puerco Resource Management 
Plan and Final Environmental Impact 
Statement 

agency: Bureau of Land Management, 
Interior. 

action: Notice of Availability. 

summary: The Bureau of Land 
Management announces the availability 
of the Rio Puerco Proposed Resource 
Management Plan (RMP) and Final 
Environmental Impact Statement (E1S). 
This document identifies and analyzes 
the future options for managing 896,490 
acres of public land and 1,962,753 acres 
of Federal mineral estate in central and 
north-central New Mexico. The Plan 
also contains recommendations that the 
Areas of Critical Environmental 
Concern (ACEC) be designated. 

The Draft Rio Puerco RMP/EIS was 
made available for public review and 
comment in April of 1985. Comments 
received on the Draft were considered in 
preparing the Proposed RMP/Final EIS. 
Any person who participated in the 
planning process and has an interest 
that is or may be affected by approval of 
the Proposed RMP may fUe a protest. 
date: Protests must be filed by October 
31.1985. 

address: Comments should be sent to: 
Director, Bureau of Land Management, 
Department of the Interior, 18th and C 
Streets NW., Washington, D.C. 20240. 
FOR FURTHER INFORMATION CONTACT: 
Herrick E. Hanks, Area Manager, Rio 
Puerco Resource Area, Bureau of Land 
Management, P.O. Box 6770, 
Albuquerque, New Mexico 87197-6770. 
Telephone (505) 766-3114. 
SUPPLEMENTARY INFORMATION: The 
Proposed RMP provides a 
comprehensive framework for managing 
and allocating public land and resources 
within the Rio Puerco Resource Area 
during the next ten to twenty years. The 


document is primarily focused on 
resolving seven key resource 
management issues that were identified 
with public involvement early in the 
planning process. These issues are: (1) 
Special Management Areas: (2) Off- 
Road Vehicle Designations; (3) 
Vegetative Uses; (4) Land Ownership 
Adjustments: (5) Fuelwood Supply; (6) 
Rights-of-way Corridors; and (7) Coal 
Leasing Suitability Assessment. The 
“Continuing Management Guidance** 
section of the Proposed RMP describes 
those aspects of current management 
which are not at issue and will continue 
after the RMP is approved. The 
continuing managmeent guidance was 
developed primarily from laws, 
regulations, and manuals, as well as 
from previous land use plans and 
grazing ElS’s. 

The Proposed Plan is a slightly 
modified version of the Preferred 
Alternative (Alternative D) presented in 
the Draft RMP/EIS. Slight changes were 
made to the ORV Designations and 
Special Management Areas issue 
resolutions of the Preferred Alternative 
as a result of comments received on the 
Draft RMP/EIS. The Proposed Plan will 
protect important environmental values 
and sensitive resources while at the 
same time allowing development of 
resources which provide commercial 
goods and service. 

Areas of Critical Environmental 
Concern: Nine ACECs were 
recommended for designation in the 
Draft RMP/EIS and were described in 
the Federal Register on April 2,1985. As 
a result of the comments received on the 
Draft RMP/EIS, the Proposed Plan 
recommends the designation of one 
additional ACEC which is discussed 
briefly below. Comments on this 
proposed ACEC must be submitted by 
November 30.1985 to the Rio Puerco 
Area Manager at the previously 
identified Address. Approval of the RMP 
will constitite designation of the ten 
proposed ACEC’s. 

The Pronoun Cave Complex (1,194 
acres) contains nine known vertical 
caves which contain valued late glacial 
paleontological fauna. These caves also 
provide important habitat for several 
species of bats. A management 
agreement would be developed with the 
New Mexico Museum of Natural History 
and motorized vehicle use would be 
limited to exisitng roads and trails. 

Dated: September 16,1983. 

Monte G. Jordan. 

Associate State Director 

|FR Doc. 85-23188 Filed 9-26-65; 8:45 am] 

BtUJNG COOC 4310-fB-U 
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Availability of the Proposed Two 
Rivers Resource Management Plan 
and Final Environmental Impact 
Statement; Proposed Area of Critical 
Environmental Concern (ACEC) 
Designations; Prineville District, OR 

agency: Bureau of Land Management. 
Department of the Interior. 
action: Notice. 

summary: Pursuant to section 102(2)(C) 
of the National Environmental Policy 
Act of 1909. section 202(a) of the Federal 
Land Policy and Management Act of 
1970, and 43 CKR Part 1000, the Bureau 
of Land Management has prepared a 
proposed Resource Management Plan, 
known as the Two Rivers RMP. and a 
final Environmental Impact Statement 
covering 324.705 acres in 7 counties 
north of Central Oregon. Included in the 
proposed Two Rivers RMP are 5 areas 
recommended for Area of Critical 
Environmental Concern (ACEC) 
designation. 

The draft Two Rivers RMP/EIS was 
made available to members of the public 
in April 1985. Comments on the draft 
were considered in preparing the final 
EIS. Any person who participated in the 
planning process and has an interest 
which is or may be adversely affected 
by approval of the Two Rivers RMP may 
protest. A protest may raise only those 
issues which were submitted for the 
record during the planning process. 
OATES AND ADDRESSES: Comments for 
the District Manager's consideration in 
the development of the decisions should 
be submitted to the District Manager by 
November 15.1985. Copies of the 
Proposed Plan and Final EIS are 
available at the following locations: 
Prineville District Office BLM, 185 East 
Fourth Street. Prineville, Oregon 97754 
(503) 447-4115. Public Affairs BLM. 
Oregon State Office. 825 N.E. 

Multnomah. Portland. Oregon 97208, 

(503) 231-0277; Public Affairs BLM. 
Interior Building, 18th and C Streets. 
Washington. DC 20240, (202) 343-9435. 
Protests must be filed on or before 
November 15.1985. To be timely, 
protests should be filed with the 
Director (202). Bureau of Land 
Management. U.S. Department of the 
Interior, Washington, DC 20240. The 
procedures for filing a protest are listed 
tn the Proposed Plan and in 43 CFR 
1010.5-2. 

supplementary information: The final 
MS discusses five alternative plans for 
managing natural resources in the Two 
Rivers Planning Area over the next 10 to 
15 years. One alternative has been 
identified as the proposed Resource 
Management Plan for the Two Rivers 
Planning Area. 


The alternative plans included in the 
EIS are designed to resolve the planning 
issues identified earlier through public 
involvement. The general topics covered 
are livestock grazing management, 
riparian management, wildlife habitat 
management, land tenure and access, 
forestry, minerals management, 
recreation and the management of 
special areas. 

The objectives of the proposed plan 
for each of these resource programs are 
as follows; 

1. Maintain forage production and 
livestock use at 17,778 AUMa. Maintain 
current livestock grazing levels and 
meet riparian and upland vegetation 
management objectives. 

2. Manage riparian areas along the 
Deschutes and John Day rivers and their 
major tributaries to full potential, with a 
minimum of 60 percent of the vegetative 
potential to be achieved within 20 years. 

3. Provide forage to meet management 
objective numbers of the Oregon 
Department of Fish and Wildlife for deer 
and elk. Manage upland vegetation to 
achieve maximum wildlife habitat 
diversity. Manage all streams with 
fisheries or fisheries potential to achieve 
a good to excellent aquatic habitat 
condition. 

4. Place emphasis on retaining and 
expanding, by exchange of public land, 
holdings in: (1) Areas of national 
significance. (2) areas where 
management is cost effective, and (3) 
where land is most appropriately 
managed in public ownership due to 
significant multiple resource values. 
Public lands having no reasonable 
opportunity for exchange would be 
offered for sale if they are: (1) Difficult 
and uneconomical to manage and are 
not needed by another agency; (2) no 
longer needed for the specific purpose 
for which they were acquired or for any 
other Federal purpose: (3) provide 
greater benefits to the public in private 
ownership. The transfer of public lands 
to other public land management 
agencies would occur if more efficient 
management of the land would result. 

Authorize agricultural use of public 
lands if proposals are consistent with 
the management and protection of other 
values. Pursue attempts to acquire 
limited public access through exchange 
or negotiated easement, consistent with 
management objectives. 

5. Intensively manage commercial 
forestlands suitable for timber 
production but recognize harvest 
restrictions or exclusions to protect 
riparian vegetation, wildlife, visual and 
other resource values. 

6. Keep public lands open for 
exploration and development of mineral 
resources and related rights of way. 


Retain restrictive stipulations for oil and 
gas exploration and development on 
132.000 acres of public land. 

7. Designate public lands as open to 
off road vehicles except in areas where 
that use would not be appropriate or 
where significant damage to soils, 
vegetation, wildlife or other natural 
values is resulting from that use. 

Areas which have high or moderate 
quality collectible mineral resources, 
including plant and invertebrate fossils, 
would be available for rockhound 
purposes and would be recognized in 
land use decisions. Public use areas 
would be reviewed on a case by case 
basis to insure that no significant 
conflict exists with the protection of 
other natural values. 

8. Designate areas with identified 
outstanding natural or cultural values as 
areas of critical environmental concern. 
Maintain or improve other unique 
wildlife or ecological values. 

The following areas would be 
designated as areas of critical 
environmental concern under the 
proposed RMP: 

Designate and manage The Island in 
The Cove Palisades State Park, (250 
acres of public land) ns an Area of 
Critical Environmental Concern; 
Research Natural Area. This includes 80 
acres of USFS land and will necessitate 
a cooperative management agreement. 

The designation and management of 
this area will be designed to protect and 
preserve what is considered to be the 
best remaining example of the western 
juniper/big sagebrush/bluebunch 
wheatgrass ecotype plant association in 
the region. It is also a raptor, deer, and 
waterfowl use area and contains 
outstanding scenic vistas of Lake Billy 
Chinook and the Cascades. 

The Horn Butte Curlew Area which 
totals 6,000 acres will be designated as 
an Area of Critical Environmental 
Concern. The designation and 
management of this area will be 
designed to protect and preserve the 
important nesting habitat for the long 
billed curlew which exists as a result of 
a blucbunch wheatgrass. Sandburg 
bluegrass, needlegrass, snakewood and 
gray rabbitbrush habitat type. 

Twelve and one-half acres of public 
land within the Governor Tom McCall 
Preserve at Rowena would be 
designated as an Area of Critical 
Environmental Concern; Outstanding 
Natural Area. The important botanicall 
and scenic qualities of 76 additional 
acres (in two parcels) outside this 
preserve, but within the Columbia 
Gorge, will also be preserved with a 
designation as an Area of Critical 
Environmental Concern; Outstanding 
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Natural Area. The designation and 
management of these areas will be 
designed to protect and preserve the 
Idaho fescue/hawkweed and Columbia 
Gorge forest complex ecotypes or plant 
associations which exist in the areas. 
Four rare plants are also within this 
preserve. High visual qualities ore also 
present and can be seen from both 
Oregon and Washington highways 
within the gorge. 

The 335 acre Spanish Gulch Mining 
District will be designated as an Area of 
Critical Environmental Concern to 
protect and maintain significant 
historical values. 

This mining district is an important 
historic gold mining area dating back to 
the mid 1800‘s. Remnants of early 
mining activities include an old stamp 
mill, mineshafts and several old cabins. 

As the respective management plans 
for these areas are developed, 
additional protective measures may be 
proposed. 

For further information contact: Brian 
Cunninghame. Project Manager. Bureau 
of Land Management. 185 East 4th 
Street. Prineville, Oregon 97754; 
telephone (503) 447-4115, 

Dated September 20.1665. 

Gerald E. Magnuson. 

District Manager. 

IFR Doc. 85-23189 Piled 9-28-65: 8:45 am| 

BILLING COOC 010-S3-If 


(DES 85-441 

National Park Service 

Availability of Draft Environmental 
Impact Statement and Notice of Public 
Hearings; George Washington 
Memorial Parkway. VA; Spout Run 
Parkway to Theodore Roosevelt 
Memorial Bridge Section 

Summary: The National Park Service 
has prepared a draft environmental 
impact statement (E1S) for alternatives 
to make structural roadway changes to 
improve traffic flow and safety in a 
section of the George Washington 
Memorial Parkway between Theodore 
Roosevelt Bridge (1-66) and Spout Run 
Parkway, including Spout Run Parkway 
to its western terminus before Lee 
Highway (29-211). 

Public hearings will be held to solicit 
public opinion concerning the 
alternatives and impacts presented in 
the draft E1S. Meeting times and places 
are as follows: October 8.1985, at 7:00 
p.m. in the cafeteria of Cooper 
Intermediate School, 977 Balls Hill Road, 
McLean, Virginia: October 9, 1085, at 
7:00 p.m. in the Professional Center 
Conference Room. 3rd floor of George 


Mason University Metro Campus. 3401 
North Fairfax Drive. Arlington. Virginia: 
and October 10,1985 at 7:00 p.m. in the 
10th floor meeting room. National 
Capital Planning Commission. 1325 G 
Street. NW. Washington, DC. 

Public reading copies of the 
unabridged draft E1S will be available 
for review at the following locations: 
Arlington Central Library. Virginiana 
Section. 1015 N. Quincy Street; 
Cherrydale Branch Library, 2190 N. 
Military Road, Arlington: Fairfax City 
Regional Library, 4000 Chain Bridge 
Road, Fairfax; Reston Regional Library. 
2355-A Hunters Woods Plaza, Reston; 
Dolley Madison Library. 1244 Oak Ridge 
Avenue, Vienna; Potomac Library, 1000 
Falls Road. Potomac, Mary land; and 
Martin Luther King Library, 
Washingtoniana Division. 901 C Street, 
NW. Washington. DC. 

Written comments on the draft E1S are 
invited and will be accepted until 
November 28,1985. Send comments to 
Superintendent. George Washington 
Memorial Parkway, Turkey Run 
Headquarters, McLean, Virginia 22101. 

Copies of the summary and full E1S . 
are available by writing to the above 
address. 

Supplementary Information: 
Alternative A of the draft E1S is 
essentially a continuation of existing 
management where current road base 
reconstruction and resurfacing activities 
would be completed. Safety 
improvements, such as reflective 
markings, guardrails, signing, and skid- 
resistant surfacing, would be installed, 
and Rosslyn Circle would be improved. 
These actions would apply also to 
alternatives B-D. 

Major actions associated with the 
preferred alternative. Alternative B. for 
inbound lanes include reconstructing the 
Lorcom Lane/Spout Run Parkway 
intersection: lengthening the meige lane 
from Spout Run to the George 
Washington Memorial Parkway; 
lengthening the deceleration lanes for 
the off-ramps to Key and Roosevelt 
Bridges; and reconstructing the off-ramp 
to Key Bridge thereby adding direct 
access to Lee Highway. Rosslyn Circle 
would be improved by removal of old 
bus turnarounds, rehabilitation of the 
roadway, and landscaping. In addition, 
the left turn lane from North Lynn Street 
to the on-ramp for outbound George 
Washington Memorial Parkway would 
bo widened and realigned. Actions 
affecting outbound lanes include 
lengthening the acceleration lane from 
Roosevelt Bridge on-ramp to George 
Washington Memorial Parkway; 
improving access to Theodore Roosevelt 
Island parking lot; adding a third 


continuous lane from Key Bridge ramp 
to Spout Run exit. 

Alternative B was selected as the 
preferred alternative because it 
improves traffic movement and safety 
and enhances the parkway's scenic and 
recreational values with less adverse 
environmental impact than alternatives 
Cor D. 

Actions associated with Alternative C 
for inbound lanes include installing a 
traffic signal at the Lorcom Lane/Spout 
Run intersection; adding a third lane 
from Spout Run to the Key Bridge off¬ 
ramp; reconstructing and reopening the 
Key Bridge off-ramp for morning rush 
hours; replacing the ofT-ramp to 
Roosevelt Bridge with a new stacking 
lane giving direct access to Ui>. 50 into 
Rosslyn. Alternative C actions for 
outbound George Washington Memorial 
Parkway include those mentioned in B 
plus addition of new third and fourth 
lanes from Key Bridge ramp to Spout 
Run and a new merge lane north of 
Spout Run exit Also, the outbound turn 
from Spout Run Parkway to Lorcom 
Lane would be redesigned. 

Alternative D inbound actions which 
differ from C include adding a third lane 
from Spout Run to the Roosevelt Bridge 
ramp, and adding a new off-ramp to 
Rosslyn Circle. Alternative D differs 
only in that the new third lane would 
extend from the Roosevelt Bridge to 
Spout Run, while the fourth would begin 
at Key Bridge. 

Dated: September 24.1985. 

Manus J Fish, Jr.. 

Regional Director: Notional Capitol Region. 
(FR Doc. 05-23196 Piled 9-26-85:8:45 ami 
BILLING COOC 431S-70-M 


Cape Cod National Seashore Advisory 
Commission; Meeting 

Notice is hereby given in accordance 
with the Federal Advisory Committee 
Act (Pub. L. 92-483, 88 Stat. 770 (5 U.S.C. 
App. 1 section 10). that a meeting of the 
Cape Cod National Seashore Advisory 
Commission will be held Friday, 
October 18,1985. 

The Commission was established 
pursuant to Pub. L 91-383 to meet and 
consult with the Secretary of the Interior 
on general policies and specific matters 
relating to the development of Cape Cod 
National Seashore. 

The meeting will convene at Park 
Headquarters at 1:30 pan. to discuss: 

1. Alteration and Expansion of 
Commercial Use—Surfsidc Colony. 
Wellfleet. 

2. Ponds Management Planning. 

The meeting is open to the public. It Is 
expected that 15 persons will be able to 
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attend the session in addition to the 
Commission members. 

Interested persons may moke oral/ 
written presentations to the Commission 
or file written statements. Such requests 
should be made to the official listed 
below at least seven days prior to the 
meeting. 

Further information concerning this 
meeting may be obtained from Herbert 
Olsen. Superintendent, Cupe Cod 
National Seashore. So. Wellfleet. MA 
02663. Telephone: (617) 349-3785. 
Minutes of the meeting will be available 
for public information and copying two 
weeks after the meeting at the office of 
the Superintendent. Cape Cod National 
Seashore. So. Wellfleet. Massachusetts. 
Herbert Olsen. 

Superintendent, Capo Cod National Seashore. 
September 2a 1985, 

|FK Doc. 85-23194 Filed 9-26-65; 8:45 om| 
S4U.IMG coot 010-70-41 


Martin Luther King, Jr.. National 
Historic Site and Preservation District 
Advisory Commission; Meeting 

Notice is hereby given in accordance 
with the Federal Advisory Commission 
Act that a meeting of the Martin Luther 
King. |r., National Historic Site Advisory 
Commission has been rescheduled from 
Monday. October 7.1985. at 10;30 a.m., 
to Wednesday, October 18.1985 at 7:00 
p m., at the Martin Luther King. |r„ 
Center for Non-Violent Social Change. 
Inc.. Freedom Hall. Room 261.449 
Auburn Avenue. NE, Atlanta, Georgia 
30312. 

The purpose of the Martin Luther 
King. Jr., National Historic Site Advisory 
Commission is to consult with the 
Secretary of the Interior on matters of 
planning, development and 
administration of the Murtin Luther 
King. Jr., National Historic Site. The 
purpose of this meeting will be to update 
the Commission on park planning and 
operations. A presentation of the final 
recommendations for the Development 
Program/Advisory Commission Study 
will be made. 

The members of the Commission are 
as follows: 

Mr. William Allison. Chairman 
Mr. John H. Calhoun 
Dr. Elizabeth A. Lyon 
Mr. C. Randy Humphrey 
Mrs. Christine King Farris 
Mr. Hundy Johnson. Jr. 

Mr. James Patterson 

Mrs. Freddye Scarborough Henderson 

Mrs. Miilicent Dobbs Jordan 

Mr. John W. Cox 

Reverend Joseph L Roberts. Jr. 


Mrs. Coretta Scott King. Ex-Officio 
Member, Director, National Park 
Sendee, Ex-Officio Member 
The meeting will be open to the 
public; however, facilities and space for 
accommodating members of the public 
are limited. Any member of the public 
may file with the Commission a written 
statement concerning the matters to be 
discussed. 

Persons washing further information 
concerning the meeting or who wish to 
submit written statements may contact 
Randolph Scott, Superintendent. Martin 
Luther King. Jr., National Historic Site, 
522 Auburn Avenue, NE, Atlanta, 
Georgia 30312; Telephone 404/221-5190. 
Minutes of the meeting will be available 
approximately 4 weeks after the 
meeting. 

Dated September 18.1965. 

Frank Catroppa. 

Regional Director, Southeast Region. 

(FR Doc. 65-23193 Filed 9-26-65; 8:45 am) 
BILLING coot 43t0-70-M 


National Capital Region. Public Affairs; 
Public Meeting 

The National Park Service is seeking 
public comments and suggestions on the 
planning of the 1985 Christmas Pageant 
of Peace, w hich opens December 12 on 
the Ellipse, south of the White House. 

A public meeting will be held at the 
National Capital Region Building, 1100 
Ohio Drive, SW. Room 234, at 10 a.m. on 
November 1,1985. 

Interested persons who would like to 
comment at the meeting should notify 
the National Park Service by October 25, 
by calling the Office of Public Affairs 
between 9 a.m. and 4 p.m., weekdays at 
426-6700. Persons who cannot attend the 
meeting can send written comments to 
Regional Director, National Capital 
Region. 1100 Ohio Drive. SW, 
Washington, DC. 20242. Written 
comments will be accepted until 
October 17.1965. 

Dated: September 19.1985. 

Manus J. Fish. Jr., 

Regional Director. National Capita! Region . 
(FR Doc. 85-23195 Filed 9-26-85: 8:45 am] 
billing code 43io-to-«i 


INTERSTATE COMMERCE 
COMMISSION 

[Ex Parte No. 290 (Sub-2)] 

Railroad Cost Recovery Procedures 

agency: Interstate Commerce 
Commission. 


action: Notice of approval of rail cost 
adjustment factor and decision. 

summary: The Commission has decided 
to approve the cost index filed by the 
Association of American Railroads 
(AAR) under the procedures of Ex Parte 
No. 290 (Sub-No. 2). Railroad Cost 
Recovery Procedures. The application of 
the index provides for a fourth quarter 
1985 Rail Cost Adjustment Factor 
(RCAF) of 1.012. This RCAF shows a 
decrease of .028 in railroad input prices 
from the third quarter level of 1.040. 
Since the fourth quarter 1985 RCAF. 
remains below the level of a prior RCAF 
no rate actions are ordered. 

effective date: October 1.1965. 

FOR FURTHER INFORMATION CONTACT: 

Robert C. Hasek, (202) 275-0938; 

Douglas Galloway. (202) 275-7278. 

SUPPLEMENTARY INFORMATION: By 

decision served January 2,1985. (50 FR 
87, ]onuary 2,1985) we outlined the 
procedures for the calculation of the all 
inclusive index of railroad input costs 
and the methodology for the 
computation of the RCAF. These 
procedures replaced an interim 
methodology which was formerly used. 
AAR is required to calculate the 
forecasted index on a quarterly basis 
and submit it on the fifth day of the last 
month of each calendar quarter. 

W f e have reviewed AAR's 
calculations of the index for the fourth 
quarter of 1965 and find that, with one 
exception.These calculations comply 
with the rules contained in our decision 
served January 2,1985. These rules call 
for the lease rental portion of the 
equipment rents component of the index 
to be calculated using actual data. AAR 
states that it has been unable to develop 
a meaningful lease rentals index using 
actual data and anticipates seeking 
modification of our rule concerning this 
component. We will consider that 
submission when it is received. At this 
time we w ill continue to accept use of 
the Producer Price Index for Industrial 
Commodities, less Fuel, Power and 
Related Products as a surrogate for the 
lease rental portion of the equipment 
rents component of the Index. We have 
previously observed that the lease rental 
portion of the index is only 2.4 percent 
of the total and is not likely lo have a 
major effect on the RCAF. 

We find the RCAF for the fourth 
quarter of 1985 is 1.012. This is a 
decrease of .028 from the third quarter of 
1985. No rale actions are ordered. 

The indices and RCAF derived from 
AAR's fourth quarter calculations are 
shown in Table A (sec appendix). Table 
B (see appendix) shows the second 
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quarter 1985 index calculated on both an 
actual basis and a forecasted basis for 
comparative purposes. 

This decision will not significantly 
affect the quality of the human 
environment or the conservation of 
energy resources. This proceeding will 
not have a significant adverse impact on 
a substantial number of small entities 
because these procedures simplify a 
formerly complex and burdensome rote 
increase procedure. 

Authority: 49 U.S.G 10321,10707a, 5 U.S.C 
553] 

Dated: September 13,1985. 

By the Commission. Chairman Taylor. Vice 
Chairman Cradison. Commissioners Sterrett 
Andre. Simmons. Lamboley and Strenio. 
Commissioner Sterrett did not participate in 
the disposition of this proceeding, 
fames H. Bayne, 

Secretary. 
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1965 Interim Index Calculated on Both 
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|FR Doc. 85-23132 Filed 9-28-85; 8:45 am) 

6ILUNO CODE 7035-dt-N 


DEPARTMENT OF LABOR 

President's Committee on the 
International Labor Organization; 
Meeting 

In accordance with section 10(a) of 
the Federal Advisory Committee Act 
(Pub. L 92-463). announcement is 
hereby given of a meeting of the 
President's Committee on the ILO: 

Name: President's Committee on the 
International Labor Organization. 

Date: October 17.1985. 

Time: 2.00 p.m. 

Place: Department of Labor, Third A 
Constitution Avenue NW.. Room S-2508, 
Washington. DC 20210. 

This meeting will be closed to the 
public under the authority of section 
10(d) of the Federal Advisory Committee 
Act. During its closed session, the 
Committee will discuss national security 
matters. 

All communications regarding this 
Committee should be addressed to: Mr. 
Robert W. Searby, Counselor to the 
Committee. Department of Labor, Third 
A Constitution Ave., NW., Room S-2235. 
Washington. DC 20210, telephone (202) 
523-8043. 


Signed at Washington. DC this 20th day of 
September, 1985. 

William E. Brock. 

Secretary of Labor. 

|FR Doc 85-23158 Filed 9-28-85; 845 am) 

SILLING COO« 4510-26-JI 


Office of the Secretary 

Agency Recordkeeping/Reporting 
Requirements Under Review by the 
Office of Management and Budget 
(OMB) 

Background: The Department of 
Labor, in carrying out its responsibilities 
under the Paperwork Reduction Act (44 
U.S.C. Chapter 35), considers comments 
on the reporting and recordkeeping 
requirements that will affect the public. 

List of Recordkeeping/Reporting 
Requirements Under Review: On each 
Tuesday and/or Friday, as necessary, 
the Department of Labor will publish a 
list of the Agency recordkeeping/ 
reporting requirements under review by 
the Office of Management and Budget 
(OMB) since the last list was published. 
The list will have all entries grouped 
into new collections, revisions, 
extensions, or reinstatements. The 
Department Clearance Officer will upon 
request, be able to advise members of 
the public of the nature of the particular 
submission they are interested in. 

Each entry may contain the following 
information: 

The Agency of the Department issuing 
this recordkeeping/reporting 
requirement. 

The title of the recordkeeping/ 
reporting requirement. 

The OBM and Agency identification 
numbers, if applicable. 

How often the recordkeeping/ 
reporting requirement is needed. 

Who will be required to or asked to 
report or keep records. 

Whether small businesses or 
organizations are affected. 

An estimate of the total number of 
hours needed to comply with the 
recordkeeping/reporting requirmenls. 

The number of forms In the request for 
approval, if applicable. 

An abstract describing the need for 
and use of the information collection. 

Comments and Questions: Copies of 
the recordkeeping/reoorting 
requirements may be obtained by calling 
the Department Clearance Officer. Pawl 
E. Larson, Telephone 202 523-8331* 
Comments and questions about the 
items on this list should be directed to 
Mr. Larson. Office of Information 
Management. U.S. Department of Labor. 
200 Constitution Avenue, NW. Room N- 
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1301. Washington. DC 20210. Comments 
should also be sent to the OMD 
reviewer. Nancy Wentzler. Telephone 
202 395-6880. Office of Information and 
Regulatory Affairs. Office of 
Management and Budget. Room 3208. 
Washington. DC 20503. 

Any member of the public who wants 
to comment on a recordkeeping/ 
reporting requirement which has been 
submitted to OMB should advise Mr. 
Larson of this intent at the earliest 
possible date. 

Extension 

Employment Standards Administration 
Requests for Medical Reports 
1215-0106: LS-158, LS-415.1 £-525 
On occasion 

Businesses or other for-profit; Small 
businesses or organizations 
2,520 responses; 1.280 hours; 3 forms. 

These medical reports are used by the 
Longshore and Harbor Workers’ 
Compensation Act program to support 
injured worker's claims for 
Compensation benefits under section 7 
of the Longshore and Harbor Workers’ 
compensation Act (33 U.S.C. 901 et seq) 
as amended and extended. 

Mine Safety and Health Administration 
Mine Operator Dust Data Card 
121 wxm 
Bimonthly 

Businesses and other for profit; small 
businesses or organizations 
">.000 respondents; 114.808 burden hours. 

Coal Mine Operators are required to 
collect and submit respirable dust 
samples to MSHA for analysis. Pertinent 
information associated with identifying 
and analyzing these samples is 
submitted on the dust data cards that 
accompanies the samples. 

Signed at Washington. DC this 24th day of 
September. 1985. 

Paul E. Larson. 

Dt'portnwnt Clearance Officer. 

[FR Doc. 85-23169 Filed 9-26-85; 8:45 amj 
•’U.INQ coot 4510-27-41 


Employment and Training 
Administration 

ITA-W-16.1911 

Aeolian Corp.. Memphis. TN; 
Termination of Investigation 

Pursuant to section 221 of the Trade 
Act of 1974. an investigation was 
initiated on July 29.1985 in response to a 
worker petition filed by the United 
Furniture Workers of America. Local 
282 . on behalf of workers at Aeolian 
Corporation, Piano Manufacturing Plant. 
Memphis. Tennessee. 


A certification applicable to the 
petitioning group of workers was issued 
on July 24.1985 (TA-W-15.810A). 
Consequently, further investigation in 
this case would serve no purpose: and 
the investigation has been terminated. 

Signed at Washington. D.C., this 18th doy 
of September 1985, 

Marvin M. Fooks. 

Director. Office of Trade Adjustment 
Assistance* 

[FR Doc. 85-23159 Filed 6-26-85: 8:45 Mm) 

BH.UNG COOC 4510-30*41 


ITA-W-16,200) 

Ely Group, Inc., Rockford Textile Mills, 
McMinnville, TN; Termination of 
Investigation 

Pursuant to Section 221 of the Trade 
Act of 1974. on investigation was 
initiated on July 29.1965 in response to a 
worker petition received on July 22.1985 
which was filed on behalf of workers at 
the Ely Group. Incorporated. Rockford 
Textile Mills. McMinnville. Tennessee. 

The petitioning group of w orkers are 
subject to an ongoing investigation for 
which a determination has not yet been 
issued (TA-W-16,013). Consequently 
further investigation in this case would 
serve no purpose and the investigation 
has been terminated. 

Signed at Washington. D.C this 18th day of 
September 1985. 

Marv in M. Fooks. 

Director. Office of Trade Adjustment 
Assistance . 

[FR Doc. 85-23160 Filed 9-26-65: 8:45 am| 

Billing COOC 4510-30-41 

ITA-W-16.369J 

Prestige Sportswear. Inc., Boston. MA; 
Termination of Investigation 


Pursuant to section 221 of the Trade 
Act of 1974. an investigation was 
initiated on August 30.1985 in response 
to a worker petition which was filed by 
the International Ladies Garment 
Workers’ Union on behalf of workers at 
Prestige Sportswear. Incorporated, 
Boston, Massachusetts. 

A certification applicable to the 
petitioning group of workers was issued 
on April 25.1985 (TA-W-15,737). 
Consequently, further investigation in 
this case would serve no purpose: and 
the investigation has been terminated. 


Signed at Washington. DC. this 19th day of 
September 1985. 

Marvin M. Fooks, 

Director. Office of Trade Adjustment 
Assistance* 

[FR Doc. 85-23161 Filed 9-26-85. 8:45 am| 

BILLING COOC 45IS-30-M 


ITA-W-15.772J 

United Technologies Corp. Diesel 
Systems, Springfield, MA; Affirmative 
Determination Regarding Application 
for Reconsideration 

By an application dated August 21. 
1985, the International Union of 
Electrical Workers requested 
administrative reconsideration of the 
Department of Labor's Notice of 
Determination Regarding Eligibility to 
Apply for Worker Adjustment 
Assistance on behalf of workers and 
former workers producing diesel 
systems at United Technologies 
Corporation. Springfield. Massachusetts. 
The notice of determinations was 
published in the Federal Register on 
August 13.1985 (50 FR 32654). 

The application claims, among other 
things, that United Technologies’ market 
share in the diesel pump business for 
trucks and farm vehicles has declined 
and that their leading competitors are 
foreign. The union lists seven foreign 
competitors of United Technologies 
Corporation. 

Conclusion 

After careful review of the 
application, I conclude that the claim is 
of sufficient weight to justify 
reconsideration of the Department of 
Labor's prior decision. The application 
is therefore, granted. 

Signed at Washington. DC. this 18th day of 
September 1985. 

Stephen A. Wandner. 

Deputy Director. Office of Legislation and 
Actuarial Services. U1S . 

[FR Doc. 85-23162 Filed 9-26-85; 8:45 am) 
Billing coot 4510 -so-m 


ITA-W-16.135] 

West Orange Manufacturing Co M West 
Orange, NJ; Termination of 
Investigation 

Pursuant to section 221 of the Trade 
Act of 1974. an investigation was 
initiated on June 28,1985 in response to 
a worker petition received on June 7. 
1985 which was filed by the 
International Ladies' Garment Workers 
Union on behalf of workers at West 
Orange Manufacturing Company/Lady 
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Gilda. Incorporated. West Orange. New 
jersey. The petitioner ha9 requested that 
the petition be withdrawn. 
Consequently, further investigation in 
this case would serve no purpose, and 
the investigation has been terminated. 

Signed at Washington. DC. this 19th day of 
September 1985. 

Marvin M. Fooks, 

Director ; Office of Trade Adjustment 
Assistance, 

|FR Doc. 65-23163 Filed 9-25-65; 8:45 am| 

BILLING COOC 4510-30-II 


Mine Safety and Health Administration 
(Docket No. M-85-18-MJ 

Hydrocarbon Resources Co.; Petition 
for Modification of Application of 
Mandatory Safety Standard 

Hydrocarbon Resources Company. 
Star Route 2. Box 192, Randlett, Utah 
84063 has filed a petition to modify the 
application of 30 CFR 57.19102 (shafts) 
to its Wild Horse Mine (I.D. No. 4201744) 
located in Uintah County, Utah. The 
petition is filed under section 101(c) of 
the Federal Mine Safety and Health Act 
of 1977. 

A summary of the petitioner's 
statements follows: 

1. The petition concerns the 
requirement that a means be provided to 
guide the movement of a shaft 
conveyance. 

2. As an alternate method, petitioner 
proposes to use glancing boards on the 
shafts ends and the walls of the shaft for 
the sides. 

3. Due to the narrowness of the vein, 
the shaft walls can be cut to 
accommodate the conveyance. The 
interface between the Gilsonite and the 
rock walls is smooth, which allows the 
conveyance to move freely in the shaft. 

4. Because the vein is narrow, 
petitioner states that a guide rail would 
restrict the ingress and egress from the 
conveyance, creating a potential hazard. 

5. For these reasons, petitioner 
requests a modification of the standard. 

Request for Comments 

Persons interested in this petition may 
furnish written comments. These 
comments must be filed with the Office 
of Standards, Regulations and 
Variances, Mine Safety and Health 
Administration, Room 627. 4015 Wilson 
Boulevard, Arlington, Virginia 22203. All 
comments must be postmarked or 
received in that office on or before 
October 28,1985. Copies of the petition 
are available for inspection at that 
address. 


Dated: September 23,1984. 

Patricia W. Silvey, 

Director, Office of Standards, Regulations 
and Variances . 

[FR Doc. 85-23170 Filed 9-26-65; 8;45 am] 

BILUNG COOC 451B-4S-M 


(Docket No. M-85-111-C) 

Kanawha Coal Co.; Petition for 
Modification of Application of 
Mandatory Safety Standard 

Kanawha Coal Company. Route 1, 

Box 420, Ashford, West Virginia 25009 
has filed a petition to modify the 
application of 30 CFR 75.1710 (cabs and 
canopies) to its Madison No. 2 Mine (l.D. 
No. 46-02844) located in Boone County, 
West Virginia. The petition is filed 
under section 101(c) of the Federal Mine 
Safety and Health Act of 1977. 

A summary of the petitioner's 
statements follows: 

1. The petition concerns the 
requirement that cabs or canopies be 
installed on the mine's electric face 
equipment 

2. Petitioner states that the use of 
canopies would result in a diminution of 
safety for the miners affected because 
the canopies could rub the roof and 
damage roof bolts. The canopy legs are 
being knocked loose to the extent that 
the canopy ha9 hit the equipment 
operator. In addition, the canopies 
decrease the equipment operator's 
visibility, increasing the chances of an 
accident. 

3. For these reasons, petitioner 
requests a modification of the standard 
for mining machines in mining heights 
lower than 48 inches. 

Request for Comments 

Persons interested in this petition may 
furnish written comments. These 
comments must be filed with the Office 
of Standards, Regulations and 
Variances, Mine Safety and Health 
Administration. Room 627, 4015 Wilson 
Boulevard. Arlington, Virginia 22203. All 
comments must be postmarked or 
received in that office on or before 
October 28.1985. Copies of the petition 
are available for inspection at that 
address. 

Dated: September 23.1985. 

Patricia W. SUvey, 

Director, Office of Standards, Regulations 
and Variances, 

|FR Doc. 65-23171 Filed 9-28-85; 8:45 am) 

BILLING COOC 4510-4*-* 


l Docket No. M-65-112-CJ 

Magnum Quality Coal Co., Inc.; Petition 
for Modification of Application of 
Mandatory Safety Standard 

Magnum Quality Coal Company. Inc.. 
HCR 85. Box 1166, Whitesburg, 

Kentucky 41858 has filed a petition to 
modify the application of 30 CFR 75.1710 
(cabs and canopies) to its No. 6 Mine 
(I.D. No. 15-07154) located in Letcher 
County. Kentucky. The petition is filed 
under section 101(c) of die Federal Mine 
Safety and Health Act of 1977. 

A summary of the petitioner's 
statements follows: 

1. The petition concerns the 
requirement that cabs or canopies be 
installed on the mine's electric face 
equipment. 

2. Petitioner states that the use of a 
canopy on the mine's equipment would 
result in a diminution of safety for the 
miners affected because it could strike 
and dislodge roof support due to uneven 
roof and soft and uneven bottom. In 
addition the canopy would limit the 
equipment operator’s visibility, 
increasing the chances of an accident. 

3. For these reasons, petitioner 
requests a modification of the standard. 

Request for Comments 

Persons interested in this petition may 
furnish written comments. These 
comments must be filed with the Office 
of Standards, Regulations and 
Variances, Mine Safety and Health 
Administration, Room 627, 4615 Wilson 
Boulevard, Arlington, Virginia 22203. All 
comments must be postmarked or 
received in that office on or before 
October 28,1985. Copies of the petition 
are available for inspection at that 
address. 

Dated: September 23,1985. 

Patricia W. Silvey, 

Director, Office of Standards, Regulations 
and Variances. 

[FR Doc. 85-23172 Filed 9-28-85; 8:45 am| 

BILLING COOC 4510-4*-* 


I Docket No. M-85-105-C) 

Mettiki Coal Corp.; Petition for 
Modification of Application of 
Mandatory Safety Standard 

Mettiki Coal Corporation, Route 3. 

Box 124A, Deer Park, Maryland 21550 
has filed petition to modify the 
application of 30 CFR 75.1400 (hoisting 
equipment; general) to its C Mine (I D. 
No. 18-00655) located in Garrett County. 
Maryland. The petition is filed under 
section 101(c) of the Federal Mine Safety 
and Health Act of 1977. 
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A summary of the petitioner's 
statements follows: 

1« The petition concerns the 
requirement that a qualified hoisting 
engineer be on duty while any person is 
underground. 

2. As an alternate method, petitioner 
proposes to allow a fireboss and pumper 
to travel into and out of the mine on a 
diesel powered 955 Eimco Mine Tender 
utility vehicle on weekends and 
holidays without having a hoisting 
engineer on duty. The mine has a 
roadway continuous from all sections to 
the surface which is maintained in a 
safe condition and is always available 
for travel. The mine phones provide the 
fireboss and pumper with continual 
contact with surface guards who could 
summon additional help immediately, if 
necessary. 

3. For these reasons, petitioner 
requests a modification of the standard. 

Request for Comments 

Persons interested in this petition may 
furnish written comments. These 
comments must be Tiled with the Office 
of Standards, Regulations and 
Variances, Mine Safety and Health 
Administration. Room 627.4015 Wilson 
Boulevard. Arlington. Virginia 22203. All 
comments must be postmarked or 
received in that office on or before 
October 28.1985. Copies of the petition 
ure available for inspection at that 
uddress, 

Baled: September 23. 1985, 

Putrid* W. fiilvty. 

Director. Office of Standards. Regulations 
and Variances. 

|KR Doc 85-23173 Filed 9-28-85: 8:45 am| 
SfUJ#G COO€ 4S10-4S-* 


i Docket No. M-8S-1Q3-C) 

Windsor Power House Coal Co.; 
Petition for Modification of Application 
of Mandatory Safety Standard 

W indsor Power House Coal Company, 
Windsor Heights. West Virginia 28075 
has filed a petition to modify the 
application of 30 CFR 75.503 
(permissible electric face equipment: 
maintenance) to its Beech Bottom Mine 
(I D. No. 46-01286) located in Brooke 
Country. West Virginia. The petition is 
filed tinder section 101(c) of the Federal 
Mine Safety and Health Act of 1977. 

A summary of the petitioner's 
statements follows: 

M he petition concerns the use of a 
located padlock to secure battery plugs 
to machine-mounted battery receptacles 
on permissible, mobile, battery-powered 
machines. 


2. As an alternate method, petitioner 
proposes to use metal locking devices, 
each consisting of a fabricated metal 
bracket in lieu of padlocks to secure 
battery plugs to machine mounted 
battery receptacles on permissible, 
mobile, battery-powered machines. The 
metal tocking device will be designed, 
installed and used to prevent the 
threaded rings securing the battery plugs 
to the battery receptacles from 
unintentionally loosening. The metal 
locking devices will be securely 
attached to the battery receptacles to 
prevent accidental loss of the devices. 

3. Petitioner states that the locking 
device will be easier to maintian than 
padlocks because there are no keys to 
be lost and dirt can't interfere with the 
working as with a padlock. 

4. Operators of permissible, mobile, 
battery-powered machines affected by 
this modification will be trained in the 
proper use of the locking device, trained 
in the hazards of breaking battery-plug 
connnections under load, and trained in 
the hazards of breaking battery-plug 
connections in areas of the mine where 
electric equipment is required to be 
permissible. 

5 For these reasons, petitioner 
requests a modification of the standard. 

Request for Comments 

Persons interested in this petition may 
furnish written comments. These 
comments must be Bled with the Office 
of Standards. Regulations and 
Variances, Mine Safety and Health 
Administration, Room 627,4015 Wilson 
Boulevard. Arlington. Virginia 22203. All 
comments must be postmarked or 
received in that office on or before 
October 8,1985. Copies of the petition 
are available for inspection at that 
address. 

Dated: September 23.1985. 

Patricia W. Silvey, 

Director. Office of Standards. Regulations 
and Variances. 

[FR Doc 85-23174 File 9-28-85; 8:45 am] 

BILL 'NO COOE 4510-4}-* 


NATIONAL AERONAUTICS AND 
SPACE ADMINISTRATION 

INottct 85-611 

NASA Advisory Council, Space 
Systems and Technology Advisory 
Committee (SSTAC); Meeting 

agency: National Aeronautics and 
Space Administration. 

action: Notice of meeting. 


summary: In accordance with the 
Federal Advisory Committee Act. Pub. 

L 92-463. as amended, the National 
Aeronautics and Space Administration 
announces a forthcoming meeting of the 
NASA Advisory Council. Space Systems 
and Technology Advisory Committee, 
Informal Exectutive Subcommittee. 

OATES ANO TIMES: October 17,1985. 8:30 
a m. to 5:30 p.m.; October 18.1985, 8:30 
a.m. to 1 p.m. 

address: National Aeronautics and 
Space Administration. 600 
Independence Avenue. SW, Room 625, 
Washington. DC. 

FOR FURTHER INFORMATION CONTACT. 

Mr. John Clark, Office of Aeronautics & 
Space Technology; Telephone: Area 
Code 202/453-2703 

SUPPLEMENTARY INFORMATION: The 

Space Systems and Technology 
Advisory Committee was established to 
provide overall guidance and direction 
to the space research and technology 
activities in the Office of Aeronautics 
and Space Technology (OAST). The 
Committee, chaired by Mr. Norman 
Augustine, is comprised of 8 members. 
The meeting will be open to the public 
up to the seating capacity of the room 
(approximately 50 persons including the 
Subcommittee members and other 
participants). 

Type of Meeting: Open. 

Agenda: 

October 17.1965 

8:30a.m.—Chairpersons Remarks. 

9 a.m.—Review of Space Systems Technology 

Committee (SSTAC) Charter. Review of 
SSTAC and Aerospace Research A 
Technology Subcommittee (ARTS) 
Membership. 

9c30 sju .—Review of FY 88 Study Topics. 

10 a m.—Review of Automation and Robotics 

Program. 

1 p.m.—Review of OAST Mission Drivers. 
5:30 p.m.—Adjourn. 

October IS. 1985 

8:30 a.m.—OAST Mission Drivers: summary 
of recommendations. 

10-.30 a.m.—OAST* Role as Catalyst to Build 
a National Constituency for In-Space 
Technolgy Experiments. 

12:30 p.m.—Chairperson’s Closing Comments. 
1 p.m.—Adjourn. 

Richard L Daniels, 

Deputy Director. Logistics Management and 
Information Programs Division. Office of 
Management. 

September 20.1985. 

[FR Doc. 85-23093 Filed 9-26-85: 8:45 am| 

BILLING COOf 7S-10-01-* 
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(Notice 85-62] 

NASA Advisory Council (NAC). Space 
and Earth Science Advisory 
Committee (SESAC); Meeting 

agency: National Aeronautics and 
Space Administration. 
action: Notice of meeting. 

summary: In accordance with the 
Federal Advisory Committee Act. Pub. 

L 92-463. as amended, the National 
Aeronautics and Space Administration 
announces a forthcoming meeting of the 
NASA Advisory Council, Space and 
Earth Science Advisory Committee. 
DATE AND time: October 21.1985. 9:30 
a.m. to 5:30 p.m.: October 22.1985. 8:30 
a.m. to 5:30 p.m.; October 23.1985. 8:30 
a.m. to 12:30 p.m. 

ADDRESS: National Aeronautics and 
Space Administration. FOB 10-B, Room 
228-A. 6G0 Independence Avenue. S.W., 
Washington. DC 20548. 

FOR FURTHER INFORMATION CONTACT: 

Dr. Jeffrey D. Rosendhal. Code E. 
National Aeronautics and Space 
Administration. Washington. DC 20546 
(202/453-1410). 

SUPPLEMENTARY INFORMATION: The 

NAC Space and Earth Science Advisory 
Committee consults with and advises 
the Council as a whole and NASA on 
plans for. work in progress on. and 
accomplishments of NASA's Space and 
Earth Science programs. The Committee 
is chaired by Louis Lanzerotti and is 
composed of 30 members. 

Type of Meeting: Open. 

Agenda: Full Committee—Room 
228-A 

October 21. 1965 

930 a.m.—Introduction of New Members, 
Announcements. Review of Agenda. 

9:45 a.m.—Status of FY 1986 Budget in 
Congress and Office of Space Science 
and Applications (OSSA) Major Projects. 
10:15 a.m.—Shuttle/Spacelab Payloads: A 
Status Report. 

11:15 a.m.—Task Force on the Scientific 
Utilization of the Space Station 
Activities. 

1:30 pjn.—SESAC Study Planning/Review of 
Progress to Date and Report on Planning 
Group Activities. 

2:30 p.m.—Organization of Study Activities; 

Splinter Meetings as Appropriate. 

4:30 p.m.—Plenary Session to Discuss Study 
Planning. 

5:30 p.m.—Adjourn. 

October 22. 1985 

8:30 a.m.—European Space Agency (ESA) 
Program Planning. 

9:30 a.m.—An Overview of the Microgravity 
Science and Applications Program. 

11:00 a.m.—Continuation of SESAC Study 
Planning: Splinter Meetings as 
Appropriate 


1:30 p m.—Continuation of SESAC Study 
Planning. 

4:00 p.m.—Plenary Session to Review Study 
Activities. 

5:30 p.m.—Adjourn. 

October 22. 1965 

8:30 a.m.—The Physics Survey Report. 

9:30 a.m.—Earth System Science Committee 
(ESSC)/A Status Report. 

10:45 a.m.—Progress of the National 

Commission on Space, Role of Various 
Federal Agencies in the Earth Sciences, 
and Other Office of Science Technology 
Policy (OSTP) Activities. 

11:45 a.m.—Meeting Summary, Future Plans. 

12:30 p.m.—Adjourn. 

Richard L. Daniels, 

Deputy Director, Logistics Management and 

Information Programs Division, Office of 

Management. 

|FR Doc. 85-23094 Filed 9-28-85; 8.45 am) 

BILLING cooe 7S10-01-M 


(Notice 85-63) 

National Commission on Space; 
Meeting 

aoency: National Aeronautics and 
Space Administration. 
action: Notice of meeting. 

summary: In accordance with the 
Federal Advisory Committee Act. Pub. 

L. 92-483, as amended, the National 
Aeronautics and Space Administration 
announces a forthcoming meeting of the 
National Commission on Space (NCS). 
DATE AND time: October 22,1985. 8:30 
a.m. to 5 p.m.; October 23,1985, 8:45 a.m. 
to 4 p.m. 

ADDRESS: Massachusetts Institute of 
Technology, Building 34. Room 401 
(Greer Room), Cambridge, MA 02139. 
FOR FURTHER INFORMATION CONTACT: 
Mrs. Mechthild E. "Mitzi" Peterson. 
National Commission on Space. Suite 
3212, 490 L’Enfant Plaza East, SW. 
Washington, DC 20024 (202/453-8685). 
SUPPLEMENTARY INFORMATION: The 
National Commission on Space was 
established to study existing and 
proposed U.S. space activities; formulate 
an agenda for the U.S. civilian space 
program; and identify long-range goals, 
opportunities, and policy options for 
civilian space activity for the next 20 
years. The Commission, chaired by Dr. 
Thomas O. Paine, consists of 15 voting 
members. The meeting will be open to 
the public up to the seating capacity of 
the room (approximately 75 persons 
including Commission members and 
other participants). 

Type of Meeting: Open. 

Agenda 

October 22. 1985 

8:30 am.—Opening remarks 


Space Sciences 

8:45 a.m.—Evolution of the Universe 
9:30 a.m.—Space-Bused Observatories 
10:30 a.m.—Solar and Space Plasma Physics 
11:15 a.m.-^-Pundamenlal Physics and 
Chemistry 

1 p.m.—Life Sciences 

2 p.m.—Discussion 
5 p.m.—Adjourn 

October23, 1985 

8:45 a m.—Opening Remarks 

Space Technology 

9 ajn.—Space Research and Technology 

10 a.m.—Technology for Manned Space Flight 

11 a.m.—Technology for Space Science 

1 p.m.—Technology for Space Transportation 

2 p.m.—Discussion 
4 p.m.—Adjourn 
Richard L Daniels, 

Deputy Director. Logistics Management ami 
Information Programs Division, Office of 
Management 


NATIONAL SCIENCE FOUNDATION 

Privacy Act of 1974; Alteration to 
System of Records 

Notice is hereby given of a proposed 
amendment to the NSF System of 
Records No. 29 entitled ’‘Principal 
Investigator/Project Director 
Subsystem/* as published in the Federal 
Register, "Privacy Act Issuances. 198*1 
Compilation/* Volume V. Page 209. The. 
purpose of this amendment is to provide 
a better description of the categories of 
records covered by the "system.** 

NSF-29 

SYSTEM NAME: 

Principal Investigator/Project Director 
Subsystem. 

system location: 

National Science Foundation. Office 
of Information Systems, 1800 G. Street, 
NW. Washington. D C. 20550. 

CATEGORIES Of INOIVIOUAL3 COVEREO BY THE 

SYSTEM: 

Each individual that requests support 
from the National Science Foundation, 
and Principal Investigators or Project 
Directors from institutions requesting 
NSF support. 

CATEGORIES Of RECORDS IN THE SYSTEM: 

Personal data as well 89 data on the 
disposition of each application of 
proposal submitted to the National 
Science Foundation. 

ROUTINE USES OF RECORDS MAINTAINED IN 
THE SYSTEM. INCLUDING CATEGORIES OR 
USERS ANO THE PURPOSES OF SUCH USES. 

Information, other than personal 
information of a sensitive nature, may 
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be released to other government 
agencies, which often receive proposals 
from the same Principal Investigator/ 
Project Director. 

POLICIES AND PRACTICES TOR STORING. 
RETRIEVING, ACCESSING, RETAINING, ANO 
DISPOSING OF RECOROS IN THE SYSTEM: 

STORAGE: 

Information is stored in an automated 
data base on disk and magnetic tapes. 

retrievabiuty: 

Information can be retrieved by name 
or Social Security Number of applicant. 

safeguards: 

Authorized Users: Employees who 
maintain records in this system are 
instructed to grant access to other 
employees on a need-to-know basis as 
specifically authorized by the Privacy 
Act Officer. 

Physical Safeguards: Building 
employs security guards. Building is 
locked during non-business hours when 
guard is not on duty. Room in which 
records are kept is locked during non¬ 
business hours. 

Procedural Safeguards: Access to 
computer files Is controlled by the use of 
passwords. Access to source data files 
is strictly controlled by program staff. 

RETENTION AND DISPOSAL: 

Computer files are cumulative and 
maintained indefinitely. 

SYSTEM MANAGER(S) ANO ADDRESS: 

(Computer files), Chief, 

Administrative Systems Branch, Office 
of Information Systems, Notional 
Science Foundation. Washington. D.C. 

20550. 

NOTIFICATION PROCEDURES: 

To determine if a record exists write 
to: NSF Privacy Act Officer. National 
Science Foundation. Washington. D.C. 

20550. 

The National Science Foundation 
reserv es the right to require sufficient 
identification to positively identify the 
individual making the request. Complete 
procedures are found at 45 CFR Part 613. 

RECORDS ACCESS PROCEDURES: 

See “Notification Procedures’* above. 
Requester should reasonably specify the 
record contents being sought. 

CONTESTING RECORDS PROCEDURES: 

See Notification Procedures'* above. 
Requester should reasonably identify 
tne record and specify the information 
to be contested, and state the corrective 
action sought and the reasons for the 
correction* with supporting justification. 


RECORD SOURCE CATEGORIES: 

Information is taken from materials 
submitted by the applicants. 

SYSTEM EXEMPTED FROM CERTAIN PROVISIONS 
OF THE ACT: 

None. 

Dated: September 23,1985. 

Herman G. Fleming, 

NSF Privacy Act Officer 

|FR Doc. 85-23079 Filed 9-28-65: 8:45 am) 

BILLING COOC mS-Ot-M 


NUCLEAR REGULATORY 
COMMISSION 

Regulatory Guides; Issuance and 
Availability 

The Nuclear Regulatory Commission 
has issued revisions to three guides in 
its Regulator)' Guide Series. This series 
has been developed to describe and 
make available to the public methods 
acceptable to the NRC staff of 
implementing specific parts of the 
Commission s regulations and. in some 
cases, to delineate techniques used by 
the staff in evaluating specific problems 
or postulated accidents and to provide 
guidance to applicants concerning 
certain of the information needed by the 
staff in its review of applications for 
permits and licenses. 

Regulatory Guide 1.84. Revision 23, 
"Design and Fabrication Code Case 
Acceptability. ASME Section HI. 
Division 1," and Regulatory Guide 1.85, 
Revision 23, '‘Materials Code Case 
Acceptability, ASME Section ill. 
Division 1,'* list those code cases that 
are generally acceptable to the NRC 
staff for implementation in the licensing 
of light-water-cooled nuclear power 
plants. Revision 4 to Regulatory Guide 
1.147, “Inservice Inspection Code Case 
Acceptability. ASME Section XI, 
Division 1," lists those code cases that 
are generally acceptable to the NRC 
staff for implementation in the inservice 
inspection of light-water-cooled nuclear 
power plants. These three guides are 
periodically revised to update the 
listings of acceptable code cases and to 
include the results of public comment 
and additional staff review. 

Comments and suggestions in 
connection with (1) items for inclusion 
in guides currently being developed or 
(2) improvements in ail published guides 
are encouraged at any time. Written 
comments may be submitted to the 
Rules and Procedures Branch, DRR, 
ADM, U.S. Nuclear Regulatory 
Commission. Washington. DC 20555. 
Comments may also be delivered to 
Room 4000. Maryland National Bank 
Building. 7735 Old Georgetown Road. 


Bethesda, Maryland, from 8:15 a.m. to 
5:00 p.m. Copies of comments received 
may be examined at the NRC Public 
Document Room, 1717 H Street NW„ 
Washington, DC. 

Regulatory guides are available for 
inspection at the Commission's Public 
Document Room. 1717 H Street NW., 
Washington, DC. Copies of active guides 
may be purchased at the current 
Government Printing Office price. A 
subscription service for future guides in 
specific divisions is available through 
the Government Printing Office. 
Information on the subscription service 
and current prices may be obtained by 
writing to the Superintendent of 
Documents. U.S. Government Printing 
Office. Post Office Box 37082, 
Washington, DC 20013-7082. 

(5 U.S.C. 552(a)) 

Dated at Silver Spring. Maryland this 23rd 
day of September 1985. 

For the Nuclear Regulatory Commission. 
Robert B. Minogue. 

Director Office of Nuclear Regulatory 
Research . 

[FR Doc 85-23184 Filed 9-26-85; 8:45 am) 

BILLING COOC 7SSG-0I-M 


Advisory Committee on Reactor 
Safeguards; Meeting Agenda 

In accordance with the purpose of 
section 29 and 182b. of the Atomic 
Energy Act (42 U.S.C. 2039, 2232b), the 
Advisory Committee on Reactor 
Safeguards will hold a meeting on 
October 10-12,1985, in Room 1048,1717 
H Street, NW, Washington, DC, Notice 
of this meeting was published in the 
Federal Register on August 21,1985. 

The agenda for the subject meeting 
will be as follows: 

Thursday, October 10,1985 

8:30 AM.-4:45 AM.: Report ofACRS 
Chairman (Open)—The ACRS Chairman 
will report briefly regarding items of 
current interest to the Committee. 

8:45 AM.-lOtiOAM.: Advanced 
Reactors (Open)—The members will 
discuss proposed ACRS comments to 
the NRC regarding the proposed 
Commission policy statement on 
advanced reactors. Members of the NRC 
Staff will participate, as appropriate. 

lOtiO AM.-10:30 A.M.: Topics for 
Meeting with NRC Commissioners 
(Open)—The members will discuss 
ACRS recommendations to the NRC 
regarding EPA standards for high level 
waste disposal. 

10:30 AM.-11:30 A.M.: Meeting with 
NRC Commissioners (Open)—The 
members will meet with the NRC 
Commissioners to discuss ACRS 
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comments on the EPA standards for high 
level waste disposal. 

11:30AM.-1245 PM.: TVA 
Organizational Changes (Open)— 
Representatives of the NRC Staff will 
brief the Committee regarding proposed 
changes in the TVA organization to 
correct deficiencies in the construction 
and operation of TVA plants. 

1:45 PM.-3:45 PM.: Davis-Besse 
Nuclear Power Plant (Open)—The 
members will hear and discuss a report 
by representatives of the NRC Staff 
regarding the results of the start-up test 
program for Unit 1 of this nuclear 
station. Representatives of the licensee 
will participate, as appropriate. 

3:45 PM.-5:4 5 PM: Genera! Electric 
Standard Safety Analysis Report 
ICESSAR II) (Open/Closed)—The 
Committee will discuss the proposed 
ACRS report regarding the FDA for this 
type nuclear station. 

Portions of this session will be closed 
as needed to discuss Proprietary 
Information applicable to this plant and 
detailed security arrangements for this 
type of facility. 

5:45 PM.-&15 PM.: Regulatory 
Activities (Open)—The members will 
hear and discuss the reports of its 
subcommittee on proposed changes to 
NRC Regulatory Guides, including 
meteorological measurement programs; 
criteria for power, instrumentation, and 
control portions of safety systems: and 
instrument setpoints for safety-related 
systems. 

Friday. October 11,1985 

5:30 A.M.-l 1:30 AM.: Source Terms 
for Nuclear Power Plant Accidents 
(Open}—The members will hear the 
report of its subcommittee and discuss 
proposed NUREG-0958. Reassessment 
of Source Term. Members of the NRC 
Staff will participate as appropriate. 

11:30 AM.-1:30 PM.: Emergency 
Planning (Open)—The Committee will 
hear and discuss the report of its 
subcommittee on consideration of 
extreme external phenomena in 
emergency planning. Representatives of 
the NRC Staff and invited experts will 
participate, as appropriate. 

2:30 PM.-4:30 PM.: General Electric 
Standard Safety Analysis Report 
(GESSAR II) (Open/Closed}—The 
members will continue discussion of the 
Committee's report to the NRC regarding 
an FDA for this type of nuclear plant. 

Portions of this session will be closed 
as necessary to discuss Proprietary 
Information applicable to this matter 
and details of security arrangements for 
this type of plant. 

4:30 PM.-5:30 PM. Indian Point 
Nuclear Generating Station , Units 2 and 
3 (Open)—The members will discuss 


proposed ACRS comments regarding 
application of the PRA for these units to 
this nuclear station. 

5:30 PM.-6-30 PM.: Nuclear Power 
Plant Safety-Related Issues (Open)— 
The members will discuss a proposed 
ACRS report on the state of nuclear 
power safety. Members of the NRC Staff 
will participate, as appropriate. 

Saturday. October 12,1985 

8:30 A.M.-12:30 P.M.: Preparation of 
ACRS Reports (Open/Closed)—'The 
members of the Committee will discuss 
proposed reports to the NRC regarding 
items considered during this meeting. In 
addition, proposed ACRS comments 
regarding the use of natural ability 
testing of nuclear power plant operators 
will also be considered. 

1:30 PM.-230 PM.: Quantitative 
Safety Goals (Open}—The members will 
hear and discuss the report of its 
subcommittee on proposed quantitative 
safety goals for nuclear power plants. 

230 PM.-3:00 PM.: ACRS Procedures 
and Practices (Open}—The Committee 
will hear and discuss the report of its 
subcommittee on proposed changes in 
ACRS procedures and practices based 
on meetings of its subcommittee and the 
report of its Panel on ACRS 
Effectiveness. 

3:00 PM.-4M PM.: ACRS Annual 
Report to the U.S. Congress on the 
Proposed NRC Safety Research 
Program and Budget (Open)—The 
members will discuss the proposed 
scope and content of its annual reports 
to the U.S. Congress on proposed NRC 
safety research programs and budgets. 

Procedures for the conduct of and 
participation in ACRS meetings were 
published in the Federal Register on 
October 3.1984 (49 FR 193). In 
accordance with these procedures, oral 
or written statements muy be presented 
by members of the public, recordings 
will be permitted only during those 
portions of the meeting when a 
transcript is being kept, and questions 
may be asked only by members of the 
Committee, its consultants, and Staff. 
Persons desiring to make oral 
statements should notify the ACRS 
Executive Director us for in advance as 
practicable so that appropriate 
arrongements can be made to allow the 
necessary time during the meeting for 
such statements. Use of still, motion 
picture and television cameras during 
this meeting may be limited to selected 
portions of the meeting as determined 
by the Chairman. Information regarding 
the time to be set aside for this purpose 
may be obtained by a prepaid telephone 
call to the ACRS Executive Director, R. 

F. Fraley, prior to the meeting. In view of 
the possibility that the schedule for 


ACRS meetings may be adjusted by the 
Chairman as necessary to facilitate the 
conduct of the meeting, persons 
ptunning to attend should check with the 
ACRS Executive Director if 6uch 
rescheduling would result In major 
Inconvenience. 

I have determined in accordance with 
subsection 10(d) Pub. L 92-463 that it is 
necessary to close portions of this 
meeting as noted above to discuss 
Proprietary Information (5 U.S.C. 
552b(c)(4)], and detailed security 
information [5 U.S.C 552b(c)(3)|. 

Further information regarding topics 
to be discussed, whether the meeting 
has been cancelled or rescheduled, the 
Chairman's ruling on requests for the 
opportunity to present oral statements 
and the time allotted can be obtained by 
a prepaid telephone call to the ACRS 
Executive Director. Mr. Raymond F. 
Fraley (telephone 202/834-3265), 
between 815 A.M. and 5:00 P.M. FDT. 

Dated: September 23.1985. 

John C. Hoyle. 

Advisory Committee Management Officer. 

(FR Doc 85-23216 Filed 9-28-85; 8:45 am) 
biujmg cooe rsso-oMfl 


Advisory Committee on Reactor 
Safeguards; Combined Site Evaluation 
and Extreme External Phenomena; 
Meeting 

The ACRS Subcommittees on Site 
Evaluation and Extreme External 
Phenomena will hold a combined 
meeting on October 9.1985. Room 1048, 
1717 H Street. NW. Washington. L)C. 

The entire meeting will be open to 
public attendance. 

The agenda for the subject meeting 
shall be as follows: 

Wednesday, October ft 1985 — 3:30 
a.m. until the conclusion of business. 

The Subcommittees will: (1) Evaluate, 
from a probabilistic approach, the 
relative Importance of various natural 
phenomena, and prioritize them in terms 
of their potential impact on offsite 
emergency planning, considering the 
likelihood that such phenomena might 
cause an accident that would require the 
implementation of offsite emergency 
plans, and (2) review the proposed final 
amendments to 10 CFR Part Part 50, 
Appendix E, Consideration of 
Earthquakes in Emergency Planning. 
SECY-65-283, dated August 21,1985 
and develop an ACRS consensus on this 
issue for the Commission. 

Oral statements may be presented by 
members of the public with the 
concurrence of the Subcommittee 
Chairman: written statements will be 
accepted and mode available to the 
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Committee. Recordings will be permitted 
only during those portions of the 
meeting when a transcript is being kept, 
and questions may be asked only by 
members of the Subcommittee, its 
consultants, and Staff. Persons desiring 
to make oral statements should notify 
the ACRS staff member named below as 
far In advance as iB practicable so that 
appropriate arrangements can be made. 

During the initial portion of the 
meeting, the Subcommittees, along with 
any of its consultants who may be 
present, may exchange preliminary 
views regarding matters to be 
considered during the balance of the 
meeting. 

The Subcommittees will then hear 
presentations by and hold discussions 
with respresentatives of the NRC Staff, 
its consultants, and other interested 
persons regarding this review. 

Further information regarding topics 
to be discussed, whether the meeting 
has been cancelled or rescheduled, the 
Chairman's ruling on requests for the 
opportunity to present oral statements 
and the time allotted therefor can be 
obtained by a prepaid telephone call to 
the cognizant ACRS staff member, Mr. 
Owen Merrill (telephone 202/034-1413) 
between 8:15 a.m. and 5:00 p.m. Persons 
planning to attend this meeting are 
urged to contact the above named 
individual one or two days before the 
scheduled meeting to be advised of any 
changes in schedule, etc., which may 
have occurred. 

Dated: September 24, 1985. 

Morion YV. U bark in. 

Assistant Executive Director for Project 
Review. 

|FR Doc. 85-23217 Filed 9-20-85; 8:45 amj 

BILLING COOC 75«Mn-* 


I Docket No. 50-289 SP (Management 

Phase) ] 

Metropolitan Edison Co., et at. (Three 
Mile Island Nuclear Station, Unit No. 1); 
Oral Argument 

Notice Is hereby given that, in 
accordance with the Appeal Board’s 
order of September 5.1985, oral 
argument on the appeals of Three Mile 
Island Alert, Inc., and the Union of 
Concerned Scientists from the Licensing 
Board's May 3,1985. partial initial 
decision on licensed operator training 
(LDP-85-15) will be heard at 2. m 00p.m. on 
Thursday, October 24, 1905, in the tXRC 
Public Hearing Boom. Fifth Floor, East- 
West Towers Building , 4350East-West 
Highway, Bethesda. Maryland, 

Dated: September 23.1985. 


For the Appeal Board 
Barbara A. Tompkins, 

Secretary to the Appeal Board. 

(FR Doc. 85-23216 Filed 9-28-85; 8:45 am) 
»LUNO COOC 7Wft-Ol-U 


OFFICE OF THE UNITED STATES 
TRADE REPRESENTATIVE 

Advisory Committee for Trade 
Negotiations; Meeting and 
Determination of Closing 

The meeting of the Advisory 
Committee for Trade Negotiations (the 
Advisory Committee) to be held 
Wednesday, October 23,1985 from 1:00 
p.m. to 4:00 p.m. in Washington. D.C., 
will involve a review and discussion of 
the current issues involving the trade 
policy of the United States. Pursuant to 
section 2155(f)(2) of Title 19 of the 
United States Code. I have determined 
that this meeting will be concerned with 
matters the disclosure of which would 
seriously compromise the Government's 
negotiating objectives or bargaining 
positions. 

More detailed information can be 
obtained by contacting Phyllis O. 
Bonanno. Director. Office of Private 
Sector Liaison. Office of the United 
States Trade Representative, Executive 
Office of the President Washington. 

D C. 20506. 

[FR Doc. 85-23099. Filed 9-28-85; 8 45 am| 

BILLING COOC 31*0-01-41 


SECURITIES AND EXCHANGE 
COMMISSION 

(Release No. 22439; File No. SR-NASD-80- 
101 

Statement of Commission Views on 
Side-by-Side Market Making Pilot; 
Denial of NASD Petition for 
Reconsideration of Securities 
Exchange Act Releases No. 22026 

I. Background 

On May 8,1985, the Commission 
issued a release that, among other 
things, approved in concept a pilot 
program in side-by-side market making 
involving the six most active National 
Market System ("NMS”) Securities, 
subject to Commission determinations 
that grants of unlisted trading privileges 
(•'DTP”) and exchange side-by-side • 
trading in the pilot stocks would be 
consistent with the Act and the creation 
of adequate equity and options audit 
trails. 1 In that Release the Commission 


'Securities Exchange Act Release No 2202ft. May 
6 1985 50 FR 20310 (“OTC Option* Release* ). 


solicited comment on exchange 
participation in the pilot. As discussed 
in a separate release,* the Commission 
is now prepared to grant exchanges UTP 
in certain NMS Securities, subject to 
certain conditions. For the reasons 
discussed below, the Commission 
continues to believe that the side-by- 
side pilot is appropriate, and also 
believes that the exchange participation 
in the pilot appears appropriate. In 
addition, the Commission announces 
that this pilot will begin on fanuary 20, 
1986. 

On June 17,1985, the NASD filed with 
the Commission a Petition for 
Reconsideration and Statement of 
Comments regarding the OTC Options 
Release.* For the reasons discusbed 
below, the Commission denies the 
Petition for Reconsideration; the 
Commission, however, has carefully 
considered the Statement of Comments, 
along with those of other commentators, 
in addressing the question of exchange 
participation in the side-by-side market 
making pilot. 

II. The Side-by-Side Market Making 
Pilot 

A. Comments 

The Commission received comments 
on the side-by-side market making pilot 
from the NASD 4 CBOE,» NYSE • PSE * 
and nineteen members # of the NASD. 


•Securities F.tchungr Act Release No 22412. 
September 16 1985 (’TTP Release")* 

•NASD Petition for Reconsideration and 
Statement of Comment* on Securities Exchange Act 
Release No 22026 ( Petition* ), dated |urve 17.1985 
•These comment* are contained in the NASD * 
Petition iupra note 3. tn it* Petition, and NASD aUo 
question* the Commission** April 18 deltberotkona 
for reasons other than the design of the pilot 
program. For example, the NASD complain* that the 
April loth meeting wa* affected by procedural 
Irregularities. In addition, tho NASD complain* that 
it l* competitively unfoir not to allow the NASD to 
trade options on listed *tock* and request* that the 
Commission** policy of allowing the multiple 
trading of index option* should either lie rescinded 
or clarified. There portion* of Ihc NASD PettHon are 
discussed In Section HI of this release. 

•Letter from Walter E Auch. Chairman and Chief 
Executive Officer. CBOR to John Wheeler. 

Secretary. SEC, dated June 14.1965 C'CBOE Letter ) 
•latter from Jame* E Buck. Secretary. NYSE to 
|ohn Wheeler. Secretary. SEC. dated June 17.1966 
(‘NYSE Letter"). 

T Letter from |im Gallagher. President PSE to 
John Wheeler. Secretary. SEC. dated |une 181985 
( PSE Letter”). 

'Thomas f. A»hor. Executive Vice President. 
Robinson Humphrey Company. Inc. to John S.R. 
Shad. Chairman. SEC dated May 24. 1983. Jerry 
William*. William* Securities Group. Inc. to 
Commissioner Charles C Cox. dated June 6 . 1965 
from C. Edward Esher. Van Kampen Merritt. Inc., to 
SEC dated May 31.1965: Craig L Bench. Vice 
President. George K Baum ft Company, to 
Commissioner Charles C. Cox, dated |une 14.1965. 

L Massey Clarkson. |r„ Former Vice Chairman. 

Continued 
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The NYSE and PSE comments restate 
the objections of those exchanges to the 
NASD’s proposal on side-by-side market 
making; the PSE also asserts that 
approving the NASD proposal without 
permitting side-by-side market making 
on exchanges would subject the 
exchanges to an unfair competitive 
disadvantage; neither the PSE or NYSE 
discuss any issues peculiar to side-by- 
side market making on exchanges. 

The NASD questions the design of the 
pilot for a variety of reasons. The NASD 
argues that (1) conditioning the pilot on 
participation of applicant exchanges is 
unnecessary competitively; (2) the pilot 
contains too few stocks; (3) the delay in 
the commencement of the pilot is 
competitively unfair to the NASD; and 
(4) the pilot should be limited to 
NASDAQ market makers • or if 
exchanges are allowed to participate in 
the pilot '‘premium" listed stocks should 
be included in the pilot. Two broker- 
dealers also suggest that exchanges be 
excluded from the pilot. 10 

The CBOE states that the opportunity 
for exchanges to participate in the pilot 
would be "illusory," at least for CBOE, 
because CBOE, as an options only 
exchange, cannot obtain stock order 
flow in the six pilot stocks and would 


NASO District 7. to Chairman Shod, dated May 24. 
1965; Maxwell Benson }r.. Vice President Equitable 
Securities Corporation. John 8.R Shed. Chairmen. 
SBC. dated May 30.1685: |ohn E. Herzog. President 
Herzog. Heine Ceduld. dated June 5.1065; Nicholas 
Kelne. Vke President Options. R H. Dickinson S 
Co., to SEC dated June 5.1065; Edward T Borer. 
President Hopper Soltday A Ca, Inc., to John S R 
Shad. Chairman. SEC dated June 3.1965; J. Stephen 
Putman, Robert Thomas Securities. Inc. dated May 
25. 1965c Don D. Strand. Preaidant Blakely. Strand A 
Williams, lot. dated May 21.1965. Thomas J. 
McAllister. CFP. McAllister PixianriaJ Planning 
Corp„ dated (one 7.1065. Peter B. Msdoff. Bernard 
L Madoff. to John Wheeler. Secretary. SEC datad 
June 27.1965; Douglas A. Campbell, DA. Campbell 
Company, tao. to John S-R- Shad. Chairman. SEC 
dated June 10,1965: Murray L Fmebaum. Executive 
Vice President Cantor. Fitzgerald A Co., Inc to John 
S R. Shad, Chairman. SEC dated June 13.1065; Alan 
S. Pereira. President First Equity Corporation of 
Florida to |ohn S R. Shad. Chairman. SEC dated 
June 12.1965c H. Michael Collioa. President San 
Diego Securities Incorporated to John SR. Shed. 
Chairman. SEC dated. June 14,1965; and Arnold 
Seidel. President. Morton Seidel A Co.. Inc. to John 
SR. Shad. Chairman. SEC et (J.. dated June 17, 

1065. and Michael Sihrestri. President M Ft 
Myerson A Co.. Inc to Alden Adkins. SEC dated 
June 26.1965 

* The NASD prints out that there is no restriction 
in ils rules on exchange specialists acting as 
NASDAQ market makers. Thus, while this NASD 
alternative would exclude "exchanges" from 
participation In the pilot It would not according to 
the NASD, exclude exchange market makers or 
specialists- Sc* Petition, supra note 3, at 31. 

*• Letiers from Nicholas Kelna. Vice President 
Options. R.FL Dickinson A Co., and latter from 
Michael Silvestri. MH My arson A Co.. Inc., supra, 
note A The other broker-dealers who commended 
•tqcgcaUrd that the number of options on NNtS 
Securities in the pilot be increased and that options 
on listed stocks should be included as well. 


not have a realistic opportunity to 
compete for such order flow until 
systems and rules are in place that 
would provide CBOE market makers a 
fair opportunity to compete as a stock 
exchange. This problem is made 
especially difficult, according to CBOE, 
because of the ability of OTC market 
maker firms with retail orders to 
execute internally a substantial portion 
of their order flow. CBOE argues that it 
is unrealistic for CBOE to be ready to 
compete on a fair basis by October I. 1 * * *• 

Third, the CBOE argues that it is 
unfair for the Commission, "by inventing 
the pilot," to "impose on every OTC 
options market that wishes to avoid the 
unnecessary and unfair competitive 
burdens of NASD integrated trading a 
new trading environment" it has not 
sought and the terms of which have not 
yet been articulated. In this connection, 
the CBOE criticizes the absence of any 
criteria for determining whether market 
making in a pilot stock remains 
"competitive" and "dispersed." and 
argues that no single measure of 
"dominance" or "dispersion" can be 
applied in a uniform manner to both the 
OTC market and the securities 
exchanges. 1 * 

B. Discussion 

(1) Competition Issues 

(a) Competitive Unfairness of 
Excluding Exchanges. The NASD 
asserts that approval of side-by-side 
market making in NASDAQ but not on 
exchanges would not impose an unfair 
competitive burden on exchanges. 1 * 


11 The CBOE alto indicate! that approval of side- 
by-aide market making OTC but no! on exchange* 
would be inconsistent with aactkm l5A|b)f9) of the 
Act by imposing a burden on competition not 
necessary or appropriate In furtherance of the AcVs 
purposes. 

11 CBOE letter, $upta note 5. at 6. The CBOE also 
raised additional concerns regarding the effect# of 
UTP, as such, on the structure of the securities 
markets and tha incentives for listing. In this regard. 
CBOE suggests that If the Commission nonetheless 
determines to proceed with the pilot and grant 
exchanges UTP in certain NMS Securities: (1) A 
uniform short sale rule should apply to the pilot 
stocks: (2) transaction and quotation information 
should be collected and disseminated on a 
consolidated basic (3) pilot slocks should be 
deemed qualified for trading through TVS and CAES 
and subject lo applicable trade-through rules; (4) tha 
Commission should consider adoption of all- 
markers order exposure end uniform priority rules 
for those stocks: (5) the governance provision of the 
mtenruirket trading linkage end Information 
systems must be modified to provide CBOE (and 
other new markets) an appropriate voice 
tberebmJer and (6) regulatory disparities In trading 
requirements between the OTC and exchange 
markets should be eliminated. These issues axe 
discussed In the UTP Release, supra not q Z 

14 NASD Petition, supra note 3. at 29. As Indicated 
above, the NY SR PSE and CBOE ell argued that 
allowing side by side market making in the OTC 
markets but not on exchanges would result In 
competitive unfairness to the exchanges. 


First, the NASD argues lhat exchanges 
already have an unfair competitive 
advantage over the NASD market due to 
their monopoly in listed options. The 
Commission continues to believe, 
however, that it would be competitively 
unfair to allow one group of market 
makers to make side-by-side markets in 
OTC options and stocks but to forbid 
another group of market makers from 
doing the same. The exchanges* existing 
franchises in options on certain listed 
stocks does not offset or somehow 
Justify this competitive unfairness. 

The NASD also argues that excluding 
exchanges from the pilot will not subject 
them to an unfair competitive 
disadvantage because exchange market 
makers may become NASDAQ market 
makers. Such an approach, however, 
ignores an essential difference between 
exchange trading and upstairs market 
making—the presence of a trading 
crowd on the floor of an exchange. 
While the NASD’s alternative would 
permit the exchange specialist, or 
individual competing market maker, to 
enter quotations and compete with 
upstairs market makers, it would not 
provide a similar opportunity for other 
members of the exchange trading crowd. 
Thus, while the NASD’s alternative 
permits competition between individual 
market makers, it does not provide for 
fair competition between marketplaces. 
Therefore. Commission continues to 
believe that allowing side-by-side 
market making in the OTC market but 
not on exchanges—if exchanges desire 
side-by-side market making—would 
subject exchanges to unfair competitive 
disadvantages. 14 

(b) Competitive Fairness of Including 
Exchanges . The NASD argues that 
allowing side-by-side market making on 
exchanges would be inappropriate 
because exchange specialists operating 
on exchange floors have unfair 
advantages in attracting order flow. 
According to the NASD, the absence of 
a "fair and neutral intermarket linkage 
in a multiple market environment would 
substantially impair the ability of 
broker-dealers to provide customers 
with the best execution of orders." 
Requiring exchange specialists and 
market makers to participate via 
NASDAQ, would, according to the 
NASD, avoid this problem. The NASD 
also argues that limiting the pilot to 
NASDAQ represents a preferable 
alternative with regard to "surveillance, 
regulatory concerns and the 


»• The NASD also argues that if exchange aw 
not excluded from the pitot ■‘premium*' foiled storki 
should be Included. This comment is discussed to 
infra in section II B.14. 
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Commission’s need for data 
to . . . evaluate the success of the 
pilot. M »• 

As discussed in the OTC Options 
Release, the Commission does not 
believe that the market linkage facilities 
the NASD describes arc necessary 
conditions to multiple trading because 
the benefits that multiple trading 
provides outweigh the short-term 
inefficiencies that may result from the 
absence of such facilities. 1 * The 
Commission also found that such 
facilities should not be mandated at 
least until it was clear that such a 
linkage was economically justified. 
These findings are equally applicable to 
multiple trading between the OTC 
market and exchanges as for muttiple 
trading among exchanges . 11 * In addition, 
side-by-side market milking both in the 
OTC market and on exchanges appears 
likely to provide more, not less, data 
with which to evaluate the trading 
experience during the pilot. Finally, the 
Commission believes that, with the 
equity audit trail being developed by the 
NASD and the options audit trails 
possessed by each of the options 
exchanges, surveillance of trading under 
the pilot will be satisfactory, whether 
such trading occurs OTC or on an 
exchange. 1 * 

As discussed above, the CBOE. on the 
other hand, argues that exchanges 
participating in the pilot, particularly the 
CBOE, would be at an unfair 
competitive disadvantage. The fact that, 
in order to participate in the pilot, CBOE 
would have to become a new entrant to 
the stock market, however, is not a 
’burden on competition” imposed upon 
CBOE by the Commission or by the 
Commission's rules or regulations. 
Indeed, the purpose of allowing CBOE 
»nd other exchanges to participate in 
the pilot is to remove obstacles that 
otherwise might exist and allow the 
exchanges an opportunity to compete. 

1 he Commission, in prividing this 
opportunity, cannot assure that all 
competitors will be on an absolutely 
equal footing: rather, the Commission 
has an obligation to ensure that the 
competition that results is not restricted 
in a manner that is not necessary or 


' * t^Otinn. supra note T a! 32 

' * OTC Option* Release. mu pro note 1 . 50 FR at 

-*U32. 

11 A* discussed in tertian U BJ.*.. the 
<>»mmli»lon doe* no? believe that allowing 
exchange tp*cl*U*t* and market maker* to 
li.irtlcip.ie •» '** «H»ol .1 NASDAQ m»rVet mukrn 
* * For the re..on, ducun. d 

n the text above, the Communion bdtevrt that 
competition unJw the pilot hetween OTC and 
rxch^nge market maker* will occur on fair term* 
'not. Uto Commission also And* that thin proposed 
‘ti'Tnative I* unnecessary. 

See UTP Retease, supra note Z 


appropriate in furtherance of the 
purposes of the AcL In this connection, 
the Commission notes that the 
Commission allowed trading in options 
on OTC stocks on a non side-by-side 
basis pending its decision on exchange 
participation in the pilot, thus permitting 
CBOE and other established options 
exchanges to trade options in OTC 
stocks before the NASD, a new options 
market entrant, was ready to commence 
trading, despite claims by the NASD 
that this later start was competitively 
unfair. 19 The Commission also permitted 
established options exchanges to 
multiply trade these options, despite 
claims by new entrants, NASD and BSE, 
that this would be competitively 
unfair. 10 In making these determinations, 
the Commission decided that it could 
not. and would not, attempt—in the 
name of competitive fairness—to 
ameliorate the results of business 
decisions made by the various 
competitors in creating and operating 
their respective markets, instead, the 
Commission consistently sought to 
ensure only that there are no significant 
regulatory disparities among those 
competitors. Up until now. the CBOE 
has made a conscious business decision 
to remain an options-only exchange. The 
Commission does not believe it would 
be appropriate to delay the introduction 
of new trading programs for other 
marketplaces solely to allow the CBOE 
to reposition itself as a stock exchange. 

Second, the competitive unfairness 
CBOE alleges all exchanges will 
confront in the side-by-side pilot— 
essentially that upstairs firms can 
internalize order flow—is an allegation 
that exchanges have made before in the 
proceedings leading to the adoption of 
Rule 19c~3 under the Act 11 As discussed 
in the OTC Options Release, exchanges 
have maintained their market share in 
Rule 19c-3 stocks despite initial active 
market making by many OTC firms. In 
that context most firms continued to 
send their order flow to exchanges 
because (1) they did not find it 
profitable to make markets in Rule 10c-3 
stocks, (2) they did not wish to send 
order flow to competitors in that stock, 
or (3) they preferred an auction market 
environment The Commission 
recognizes that because the six pilot 
stocks arc now solely traded in the 
NASDAQ market, brokerage firms may 
make different decisions as to where to 


‘•OTC Options Release. supra not* 1. 50 FR at 
aim See also Securities Exchange Act Release No. 
23M4. May 111985. 50 FR 21532 (approving Phi* 
National OTC Index Option). 

"OTC Options Release, supra note 1. 50 FR at 
20329 n.137 and 191: and 2C331-2C331 

11 17 CFR 240-19c-3 (IWtt). 


allocate their customer order flow in the 
stock and options than they did for Rule 
19c-3 securities. The Commission 
believes, however, that the Rule !9c-3 
experience indicates that these 
decisions are not preordained simply by 
the firm's ability to internalize customer 
order flow.” Indeed, the NASD believes 
that the Rule 19c-3 experience indicates 
that upstairs firms are at an unfair 
disadvantage in competing with 
exchange specialists and market 
makers.” 

In approving, in concept, the NASD’s 
proposal to trade options OTC and the 
side-by-side pilot, but only if it 
determined to permit exchange 
participation, the Commission believed 
that such a pilot would be consistent 
with the Act. The Commission believes 
that the pilot, by allowing exchange and 
OTC market makers to make side-by- 
side markets in the same stocks and 
their related options, subject to 
comparable regulatory restrictions 
(giving due consideration to structural 
differences in these two trading 
systems), is structured to provide 
exchange and OTC market makers an 
opportunity to compete fairly. 
Accordingly, rather than either 
speculate on which system—exchange 
or OTC—will be more successful 
competitively or attempt to require that 
each system operate in an identical 
fashion, the Commission believes that 
the market place should determine 
which system, if any, is more successful 
in attracting order flow.* 4 As the 
Congress noted in connection with the 
1975 Amendments,” while "the goals of 
the (NMSJ . • . are nearly universal in 
scope . . . (tjhis is not to say that the 
goal of the legislation irto eliminate 
distinctions between the exchange 
market and (OTCJ markets . . . some 
present distinctions may tend to 
disappear in a (NMS) but it is not the 
intention of the bill to force all markets 


"OTC Options Release supra note 1. SO FR «l 
20332 nZZI. 

"NASO Petition, supra note 3, at 20-21. 

* In adopting Rule 19c-3. the Commission 
concluded that, at least in that limited context, the 
competitive benefits offered by the Rule, combined 
with the experiential benefit* to the Commission 
and the industry of observing the trading that would 
occur if the Rule were enacted, outweighed the 
potent;*! risks that might result from enacting the 
Rule Securities Exchange Act Release No. 16M& 
|une 11. I960. 45 FR 41129 et 41129-30 In coming to 
this coorluskm. the Commission fully considered 
internalization concerns Identified by some 
commentators, including adverse competitive 
effects cm exchange market makers. Id .. 46 FR at 
41128. The Commission believes this reasoning ia 
equatl) applicable in the context of the limited ttx 
stock side-by-side market making pilot 

"Securities Acts Amendments of 1975 |Puh. L 
No. 94-29. June 4.1975) 
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for all securities into a single mold/* ” 
The Commission will, of course, monitor 
the operation of both systems and watch 
for opportunities whereby either system 
can be improved in a manner which 
furthers investor protection or the 
integrity of and confidence in the trading 
markets.” 

(c) Inclusion of Listed Stocks, As an 
alternative to the exclusion of 
exchanges from the pilot, the NASD 
suggests that "premium" listed stocks be 
included in the pilot. The NASD argues 
that it would be competitively unfair to 
allow side-by'6ide market making in 
OTC stocks and their related options 
while not simultaneously allowing side- 
by-side trading in listed stocks and their 
related options. The Commission 
disagrees. 

First, with respect to the six stocks 
included in the pilot, all exchange 
specialists and OTC market makers 
would have an opportunity to 
participate. So, as these six stocks a 
competitively fair environment would 
exist. 

Second, the NASD’a proposed 
alternative is premature. The NASD has 
not previously sought to trade options 
on "premium" listed stocks. 2 * In the 
event the NASD submits such a filing, 
the Commission, of course, would 
review it under the standards and 
procedures set forth in the Act and 
Commission rules. However, the 
Commission does not believe, nor has 
the NASD offered, any persuasive 
reason why Commission action on side- 
by-side trading of OTC stocks and 
options on those stocks pursuant to the 
pilot must be delayed pending 
Commission substantive review of and 
action on an integrated market making 
pilot involving listed stocks that no 
market has yet requested. 


K Senate Comm, on Banking. Housing h Urt>. 

Afti.. Report to Accompany S 249: Securities Acts 
Amendments of lfTS, S. Rep No 94-75.94th Cong.. 
1st Sett- 7 (Comm. Print 1975). 

y, The CDOE also argues that, in the long term, 
competition In the stock market will be adversely 
affected by the tide-by-svdr pilot. The Commission 
does not believe that a limited, six stock pilot is 
likely to have the "profound” effects CBOF alleges. 
Indeed, whether side-by-side trading will have 
structural consequences on the securities markets is 
one purpose of commencing such trading on a 
limited pilot basts. Accordingly, the Commission 
finds it unnecessary at this time to seek to 
determine with finality whether side-by-side trading 
will have the long-term impact the CBOE asserts 
*• The NASD originally included in Ita filing a 
request to trade option* on Rule 19c-3 stocks While 
the term "premium” Is not defined in the NASD 
Petition, we read the NASD’s request as extending 
primarily, or perhaps exclusively, to listed stocks 
that are not covered by Rule 19e-3. Any such pilot 
would raise substantial new questions regarding the 
further removal of exchange off-board trading 
restrictions and the expansion of options multiple 
trading 


In this regard, without seeking to 
address on the merits the question of a 
side-by-side pilot involving listed stocks, 
the Commission notes that such a 
proposal would raise issues distinct 
from those raised by the integrated 
market making pilot in OTC stocks and 
their reluted options. Historically, the 
Commission and commentators have 
found that side-by-side market making 
by exchange specialists, 29 who 
dominate order flow in listed stocks, 30 
always has raised regulatory concerns 
of a different degree than side-by-side 
market making in more dispersed and 
competitive markets. 31 Extension of a 
side-by-side pilot in premium listed 
stocks to NASDAQ market makers also 
would require that exchange off-board 
trading rules be lifted in these stocks. 
While the Commission notes the 
relationship asserted by the NASD and 
others between granting exchanges 
UTPs (to allow exchange market makers 
to trade OTC stocks and their related 
options side-by-side) and the removal of 
off-board trading restrictions (to allow 
NASDAQ market makers to trade listed 
stocks and their related options side-by- 
side). as the Commission has made clear 
in the UTP release it views these 
matters as district, and believes each 
must be addressed separately on its 
own merits. 32 

(2) Number of Stocks in the Pilot The 
NASD argues that the OTC Options 
Release both fails to explain why these 
six stocks are appropriate and fails to 
explain why more stocks would not be 
appropriate. The Commission believes 
that the OTC Options Release 
adequately explains both the basis for 
including the six pilot stocks chosen and 
the basis for not approving the NASD’s 
proposal as submitted. 

In summary, the NASD proposal— 
which essentially would have allowed 
side-by-side market making in all 
options eligible OTC stocks with at least 
15 market makers—raised concerns that 


•• Because it would raise competitive concrm* if 
OTC market makers were allowed to make slde-by* 
side markets in listed stocks and their related 
options, but exchange specialists, and market 
makers were not allowed to do so. we assume, for 
purposes of discussion, that exchange specialists 
also would be permitted to participate in any 
extension of the pilot to listed stocks. 

The NYSE accounts for approximately 85% of 
volume In consolidated share volume (/.e.. volume 
on all exchanges) In its listed stocks. 

•» See e g . SEC. Report of the Spectul Study of 
the Options Markets, H R. Rep. No. IKC 3,90th 
Cong. 1st tees (Comm. Print 1978). at 870-929. and 
Securities Exchange Act Release No. 21710, 
February 4.1985. 50 FR 5708 (approving NYSE 
specialists use of options for hedging purposes). 

■* A listed stock side-by side pilot would also 
raise discrete questions regarding the expansion of 
multiple trading for options on listed stocks OTC 
Options Release, supra note 1, 50 FR 2G330-2H333 


side-by-side market making could occur 
in markets that are not bolh highly 
competitive and characterized by 
dispersal of order flow among market 
makers. The Commission concluded 
that because of the potential regulatory 
risks that might arise in such markets, 
side-by-side market making should 
occur initially only in clearly 
competitive, dispersed markets. 
Moreover, the OTC Options Release 
noted that the six stocks chosen have 
sufficient depth, liquidity and dispersion 
of order flow to reduce these concerns 
to manageable proportions, so long as 
comprehensive equity and options audit 
trails are in place. 33 

While the NASD suggests that the 
number of pilot stocks should be 
increased to at least 20. and should 
include stocks in a greater variety of 
industries, it fails to justify these 
suggestions in terms of the regulatory 
concerns that underlie the pilot’s more 
limited approach. 

Thus, the NASD attempts to justify 
the inclusion of more stocks in the pilot 
on the ground that six stocks and the 
one year duration of the pilot "mute" the 
economic incentives for NASDAQ 
market makers to commit the resources 
necessary to participate in the pilot. The 
NASD also argues that the inclusion of a 
larger number of NMS Securities (und 
listed stocks) from a broader cross- 
section of industries would make it 
possible to gather more useful empirical 
data during the pilot. In the absence of 
any justification for concluding that 
such economic incentive concerns 
should override the Commission’s 
regulatory concerns, and given the 
significance of these concerns, the 
Commission concludes that the number 
of stocks in the pilot should not be 
increased. 54 Moreover, the Act does not 


*»/</. 50 FR at 20033. 

M Moreover, the Commission In approving in 
concept a side-by-side trading pilot carefully 
considered these issues and indicated that the 
economic incentives associated with the pilot are 
adequate. The NYSE, for example, commenced an 
options program with only one index option. 
Subsequently the NYSE began an individual options 
program with only three individual stock options 
Thus, at Irast one SRO. and its membership, ha* 
been able to begin options trading with a smaller 
number of products. Indeed, although the NASD 
contends that six stocks are too few to create 
sufficient economic Incentives for participation, it 
also argues that the six pilot slocks represent th« 
•’significant portion of those securities believed 
likely candidates for application for exchange DTi 
NASD PeUtion. supra note 3. at 18-1». Indeed, tbr 
NASD provides data in its Petition showing that to* 
six pilot stock* represent 58% of the total volume v 
trading in NASDAQ securities 9.3% of total volume 
of NMS Securities and 203% of total capitalisation 
of the top 100 NMS Securities, td Finally, the 
Commission notes that it has recently approved a 

Cwitinw"* 
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contemplate the approval of a trading 
environment simply to obtain more 
interesting research data. Rather, the 
foremost concern of the Commission is. 
and must be, that the proposal ensures 
the protection of investors and is 
consistent with the other purposes of the 
Act. Thus, even if an expanded pilot 
might provide interesting information, 
because the Commission cannot 
conclude, at this time, that the 
regulatory risks associated with such an 
expansion are minimal, the Commission 
continues to believe, for the reasons 
stated in the OTC Options Release, that 
a six stock pilot is the appropriate 
starting point.* * **4 
(3) Exchange Participation. As 
discussed in the OTC Options Release, a 
premise of the side-by-side pilot is that 
the markets for the six pilot stocks are 
sufficiently deep, liquid and dispersed 
that the regulatory concerns raised by 
side-by-side market making can be 
addressed by appropriate surveillance 
systems so iong as equity and options 
audit trails are in place. While, as 
discussed above, the Commission 
cannot predict the extent to which 
exchanges will attract orders in the six 
pilot stocks, it believes it unlikely, in the 
absence of an issuer listing decision, 
that any exchange will initially receive a 
dominant market shore in any of those 
stocks. Therefore, the Commission sees 
no reason why the same premise 
underlying approval of OTC side-by- 
side trading should not be applicable to 
exchange specialists and market 
markers, who would Initially, at least, 
constitute additional competitors in 
these deep, liquid and dispersed 
markets. 44 The Commission also 


proposal for the NASO to commence trading two 
OTC index options Securities Exchanftr A cl 
Rrlesse No 22*H (September 13,19A5) The NASO 
ha* indicated il will begin Index opt km* trading on 
September 27. WBS. notwithstanding the availability 
of any other OTC options products 
•'The Commission does not believe the number of 
industries represented in the pilot is relevant The 
principal purpose of the pilot is to determine 
whether particular storks with specific trading 
cWt.-r.iiic. [<,e, market maker participation, 
dttpersion of order flow, firm trade and quote 
Information, among other things) can be traded side- 
by-side with iheir related options without raising 
undue regulatory concerns Accordingly, the fact 
that the six stocks with the characteristics desired 
fall into but two Industry groups (Computer 
technology and communications) In no way impairs 
the validity of the pitot Nor has the NASD 
*'iggested that there art particular characteristic* of 
these industries, or the slocks of companies in these 
industries that would somehow reader integrated 
market making in these stocks perse inappropriate 
or non-comparable with trading of stocks of 
i-ompames In other industries 
M lt is possible that, during ihe pilot, sn exchange 
jney ftsUbllsh s significant market share The 
t-ummisslon does not beh’eve. however, that it is 
!W?CC » , i - ? r ^ ,0 ^"blish standards for the pilot which 
wmit I limit a market's share of volume or otherwise 


believes that the increased efficiency 
and market liquidity which should be 
obtained from the side-by-side pilot can 
also be anticipated from exchange 
participation in that pilot. 11 The 
Commission agrees with CBOE, 
however, that, to participate in the pilot, 
an exchange would of course have to 
file an appropriate submission pursuant 
lo Rule 19b-4 under the Act. Subject to 
an exchange making the necessary Rule 
19b-4 filing and surveillance 
enhancements, the Commission believes 
that exchange participation in the pilot 
would be appropriate. 4 * 

The Commission believes that the 
markets for the six pilot stocks ore such 
that side-by-9ide trading in the stocks 
and their related options will not give 
rise to unmanageable surveillance 
problems during the one-year duration 
of the pilot. 1 * At the conclusion of the 
one year period, the Commission 
believes it will be in a better position to 
determine the standard* that might be 
appropriate in order to allow side-by- 
side trading in any additional stocks, or 
indeed, to allow side-by-side trading to 
continue in the six pilot stocks. 4 * 

(4) Commencement Date. The NASD 
also suggests that it is unfair not to have 
required the exchanges to wait to 
commence trading options on NMS 
stocks until the NASD is ready, but to 
require the NASD to wait to commence 
trading side-by-side until the exchanges 
are provided an opportunity to 
participate in the side-by-side pilot. 

In brief, the Commission allowed the 
exchanges to commerce trading when 
they were operationally ready to do so. 
and determined that it would be unfair 
to delay their programs because the 
NASD had chosen not to prepare itself 


Inhibit such a development. In designing the pilot, 
and particularly In limiting it to six stocks, the 
Commission has allowed l nr the povs'bUity of 
market concentration and believes that the 
turvriUance concerns would be manageabt*. 
Nevertheless, the Commifsloii will, of course, 
monitor trading during the pilot to determine if the 
market share of any p<u1kip*Qt r s«y 
regulatory concerns 

99 OTC Options Release, rupm note 1, 50 FR at 
20521-22. 

*ln this connection, the Commissi ,'n amphasir.es 
that, once equity and options audit trails and other 
necessary surveillance enhancements art In place, 
the pilot may commence. Should the exchanges 
decide not to avail themselves of the opportunity to 
participate in the pitot, the NASD can proceed at 
such time by itself. 

** Should manipulation or other concerns arise 
during the pilot period In any of the ai* stocks or 
their related options, the Commission, of course, 
would be prepared to take action promptly to 
address the concerns. 

“In that regard, the Commission m*gh; also 
determine that !l was inappropriate to allow the 
pilot to continue under any dmimsMnara. 


for a start up of trading the same time. 41 
The Commission also made clear that, 
aside from the question of side-by-side 
trading, the NASD proposal appeared 
consistent with the Act and could be 
approved whenever the NASD so 
requested. 41 

In contrast, the Commission delayed 
the side-by-side pilot for two reasons. 
First, the Commission determined that 
the sidc-by-side pilot would only be fair 
if the exchanges were given an 
opportunity to participate, a matter that 
was not before the Commission at the 
April 16th meeting. In addition, 
exchange participation was contingent 
on the Commission's decision of 
whether to grant the exchanges UTP In 
the six pilot stocks, a matter that was 
under review by the Commission at the 
time of the April 16th meeting Thus, the 
Commission was unable to determine 
whether exchanges would be able to 
participate in the pilot. Hence, some 
period of delay was needed to enable 
the Commission to deliberate on the 
questions of extending to exchanges 
OTC/UTP and exchange participation in 
the side-by-side pilot. 

Second, the target start-up date of the 
pilot—October 1—was designed to 
coincide with the earliest time that the 
NASD had indicated it could have in 
place the surveillance systems (equity 
and options audit trails) necessary to 
support side-by-side market making in 
the pilot program. The NASD had 
informed the Commission staff that it 
now estimates that it will not have an 
equity audit trail in place until January 
1.1986, at the earliest. Similarly, the 
implementation of transaction and 
quotation reporting plans for OTC 
securities which was set as a condition 
for the grant of UTP will take several 
months. 41 

While no one has requested a 
postponement of the Commencement 
of the pilot, because it is now clear that 
the NASD's best, bona fide efforts will 
result in an equity audit trail no sooner 
than January 1.1986. the Commission 
believes that it is appropriate to 
postpone the commencement of the pilot 
to January 20.1986, to coincide w ith the 
first Monday after the January 
expiration date. 44 


*'OTC Options Release. 54/pro not* 1 . 50 FR al 
20303. 

•*/»/.. Writ al 20321 

M S«*» ITT Reieese. supra not* 2. 

44 January 20 is th* first trading day in January 
after Ihe expiration of January series of option*. The 
OTC Options Release also made dear that October 
1.1S6S. was a tentative date. 
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til. The Other Portions of the NASD 
Petition 

As indicated above. 45 the NASD 
commented on the design of the side-by- 
side pilot program and the timing of 
commencement of trading of options on 
OTC stocks. In its Petition, the NASD 
also questions other aspects of the April 
16th meeting and OTC Options Release. 
The NASD argues that (1) certain 
procedural irregularities taint the 
Commission’s decisions, particularly os 
to multiple trading of OTC options and 
the side-by-side pilot; (2) it is 
competitively unfair to allow the 
exchanges to trade options on OTC 
stocks but not to allow the NASD to 
trade options on listed stocks; (3) the 
Commission should make clear that its 
decision to approve the multiple trading 
of index options does not affect any 
legitimate proprietary rights in such 
indexes. Even assuming that the 
Commission’s procedures regarding 
reconsideration are applicable here.* * ** * * * 
we believe the NASD’s arguments are 
unpersuasive. 

A. Procedural Irregularities 

The NASD claims that, in connection 
with its April 16th meeting, the 
Commission did not comply with the 
applicable public notice requirements. 47 
'iiie NASD states that the notice of the 
Commission's April 16th meeting, issued 
pursuant to the Government in the 
Sunshine Act. was not exhaustive in 
listing the issues to be discussed. The 
NASD also argues that the Commission 
failed to comply with the notice 
requirements of the Exchange Act and 
the rules thereunder. These failures, the 
NASD claims, deprived it of due process 
and equal protection of the law. 

The NASD was accorded every 
procedural protection to which it was 
entitled. The Commission's Sunshine 
Act notice fully complied with the 
statutory requirements. The purpose of 
that notice, like other similar notices of 
upcoming meetings, is merely to 
announce the date of an upcoming 
meeting and the subjects to be discussed 
therein. It is issued to give interested 


-Supra nole 4. 

-See Commission Rule of Proctter 21(e). 17 CFR 
201.21(e). 

m NASD Petition, supra note 3. at 4 The NASD 
alto claims that it was inappropriate for the 
Commission to rely upon non-public ttaff 
memoranda at the April 16th mcc'mg Subsequent 
to the Apn! 16th meeting the NASD sought these 
memoranda pursuant to the Freedom of information 
Act Letters from |ohr J Flood. Senior Attorney, 
NASD, to Edward A W ilson. FOIA Officer SEC 
dated May 24, 1985. The Coramisaion denied that 
this request in reliance upon 5 U SC 552(b)(5). 
letter from Edward A. Wilson. FOIA Officer. SEC 
to |*»hn Flood. Senior Attorney. NASD, dated June 
11.10RS 


persons an opportunity to attend the 
meeting (and representatives from the 
NASD were at the April 16th meeting), 
not for the purpose of providing an 
opportunity to submit comments. 4 S * * 

Further, the Commission provided the 
NASD with an opportunity to comment 
on the subject matter of the meeting. In 
April 1964, the Commission published a 
release which framed the issues to be 
considered in these proceedings, 
indicated certain preliminary views and 
specifically solicited comments. 40 The 
NASD, like many other commentators, 
availed itself of this opportunity by 
submitting comments. 50 Thus, the NASD 
not only had adequate notice of the 
issues to be discussed at the April 16th 
meeting, but the NASD also actually 
commented on these issues (as did 
numerous other commentators). The 
Commission noted and addressed these 
comments in the OTC Options 
Release. 51 

B. Competitive Fairness 

The gravamen of the NASD’s Petition 
seems to be that it is competitively 
unfair to permit the multiple trading of 
options on OTC stocks while (1) not 
approving, and indeed discouraging, the 
NASD proposal to trade options on 
exchange listed stocks which are not 
covered securities under Rule 19c-3 
under the Act (”19c-3 stocks") 8 * and (2) 


-See Senate Committee on Covemmrntal 
Operations. Report to Accompany S. 5.* Government 
in the Sunshine Act &. Rep. No. 94-354.04th Gang.. 
Id Sets 1-2 (Comm Print 1975) Indeed, the remedy 
for violation* of the Government In the Sunshine 
Act it not setting aside action taken at meetings 
improperly noticed or closed, but rather is to 
provide transcripts and minutes of meetings, 5 
C S C S52b(h) (1) and (2). Although the Commission 
does not believe the Sunshine Act notice was 
defective, the NASD has been provided transcripts 
of the Commission’s discussion that occurred during 
the April 16th meeting and the resulting Commission 
minute. 

* Securities Exchange Ac! Release No. 20853, 
April 12.1964. 49 FR 45291 

** Among other things, the NASD staled that 
options on OTC stocks initially should be traded 
exclusively in NASDAQ and that th# multiple 
trading of options on OTC stocks should not be 
allowed unless the Commission also allowed the 
NASD to multiply trade options on listed slocks. 
Letter from Gordon Macklin. President. NASD to 
George A Fitzsimmons. Secretary. SF.C, dated June 
15.1984 The Commission notes that the NASD’s 
comments on the multiple trading of options an 
OTC stocks contained in its Petition for 
Reconsideration are substantially similar to Its 
comments submitted previously and discusssed in 
the OTC Options Release. 

“OTC Options Release, supra ml. 50 FR at 20329 
n 192 and 20331-32. 

11 The term *T9c-3 stocks” refers lo stocks listed 
on an exchange after April 26,1979- These stocks 
are not subject to exchange off-board trading 
restrictions. See Rule 10c-3 under the Act 17 CFR 
240.1 Pc-3 (1984). 


not allowing the multiple trading of 
options on all eligible listed stocks. 

The NASD correctly notes that it 
agreed to deferral of Commission action 
on the listed options proposal at the 
request of the Commission staff. 85 Once 
the NASD made its decision to defer, the 
issue of multiple trading of listed stocks 
was not before the Commission at the 
April 16th meeting, 84 

Moreover, the Commission notes that 
the NASD has not in any way been 
actually prejudiced by and Commission 
action or inaction as to options on 19c-3 
stocks, for the simple reason that the 
NASD is apparently still not ready 
operationally to trade any options. 88 
Further, the NASD has not explained 
why, nor does the Commission perceive 
a dear basis for concluding that, the 
NASD would be in a better position to 
compete in the market for options in 
OTC stocks if it also could trade options 
on all or certain listed slocks. 

Nevertheless, the Commission 
believes that the OTC Options Release 
adequately explains why it is not 
competitively unfair to permit the 
multiple trading of options on OTC 
stocks but not allow the multiple trading 
of options on listed stocks. The OTC 
Options Release explains the reasons 
why the Commission does not currently 
approve the multiple trading of listed 
stocks (essentially the potential 
disruption of existing market structures); 
and why multiple trading of options on 
OTC stocks does not raise these 
concerns. The OTC Options Release 
also explains why the "unfair 
advantage" that the NASD and others 8f 
argue will result is, in fact, simply the 
consequence of competition between 
new entrants and established market 
participation. 87 For the reasons stated 


#J Letter from John J. Flood. Attorney. NASD to 
Aldan Adkins. Division of Market Regulation, SEC 

dated April 8. 1985, and OTC Options Release. 

supra not# 1. SO FR at 20316. n.62. 

M Subsequent to the April 10th meeting the 
NASD did withdraw this consent Letter from |oHn 

S Flood. Attorney. NASO, to Aldan Adkins. 
Attorney, Division of Market Regulation, dated |u»w 
17.1985 

*• The Commission notes that In the OTC Option* 
Release it specifically approved the continued 
multiple trading of options on any OTC stock thill 
lists on an exchange after multiple trading of 
options on the stock commences. OTC Option* 
Release, supra note 1. 50 FR at 20331. n.214. In other 
words, the Commission already has approved. In 
pert, the multiple trading of options on stocks that 
become 19c-3 stocks alter standardized options ar#- 
multiply traded on the stocks If the NASD obtain 
approval of it* propsoal to trade options on 19c -3 
stocks. It could of course multiply trade such 
options, )ust os the exchanges can. 

The Boston Stock Exchange. Inc-, onother 
potential new options entrant, made essentially thr 
same comment. 

•* OTC Options Release, supra note I. 50 FR 
20331-20332- See also Section II131 b.. septa. 

Conlitu'*^ 
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in the OTC Options Release, the 
Commission does not believe that as a 
matter of logic or competitive fairness it 
is necessary that the Commission couple 
its consideration of issues related to 
options on OTC stocks with its review 
of those same matters in connection 
with options on listed stocks. 

C. Multiple Trading of Index Options 

As discussed above, the NASO also 
suggests that the Commission should not 
have approved the multiple trading of 
index options. It requests that this 
approval either be reconsidered or that 
the Commission make clear that the 
approval of multiple trading of index 
options does not represent “a legal 
determination by the Commission with 
respect to the validity of any copyright, 
trademark, service mark or related 
claims” with respect to the index. 6 * * 

The Commission believes that the 
issue of the multiple trading of index 
options was properly before the 
Commission at its April 16th meeting 
and continues to believe that its 
approval of the multiple trading of index 
options was appropriate and consistent 
with its previous decisions to allow the 
multiple trading of index options among 
exchanges. 59 The Commission 
recognizes that the primary effect of this 
policy is to allow more than one SRO to 
trade options on similar indexes. 60 
Indeed, the Commission in announcing 
its decision on the multiple trading of 
index options has not been faced either 
with proposals to trade options on 
identical indexes or with any claims of 
infringement of copyright or other 
proprietary rights. 61 


* Humming compel itlon bctvvtwn th* OTC and 
exchange mnrkvtt under ihu aide-by-aldt* pitot. 

M NASD IVlillan. mpra note 3, at p. 35. 

Set* Securities Exchange Act Releene No. 19264 
ind AW75, November 22.1962 and August 12.1903. 
47 FR 5398] end 48 FR 37556 

td. tor example, the Commistlon recently 
apl*ov«d the NASD'* propose it to trade options on 
two indexes comprised of 100 NMS xtocki cadi 
iS*:centiex Exchange Ad Retains No. 22404. 
September 13.lUftsj; these contracts will trade 
simultaneously with PhJx’s existing but not identical 
tO) stock NMS index option txmtract, the ' National 
Uvw thp*C<xintef Stork Index " 

^ NASD also suggest* that the Phlxa 

*M>rctdni<»nt to its ofT-bottrd trading rule* was 
inadequate bccaun* it covers only options on 
indexes awiip*med -entirely ' of OTC stocU. thus 
oolroverlng an index containing, for example. 9U 
OTC stocks out of 100 The Commission can 
address the NASO'S concerns if the PMx lor anyone 
«•!*•! proposes such an Index option. Such a 
proposal would have to be made under Rule lUb-4. 
and thus the Commission would be able to impose 
‘‘onddtons llncludtng amendment* of 
•» hoard trading rules) on approval of such a 
P"Mk>s,iL 


IV. Conclusions 

For the reasons discussed in the OTC 
Options Release, the Commission 
continues to believe that side-by-side 
market making in the six pilot stocks 
should offer substantial market benefits 
and, with equity and options audit trails 
in place, also should reduce to 
surveillable levels the regulatory 
concerns raised by side-by-sidc market 
making. The Commission also believes 
that the inclusion of exchange 
specialists and market makers does not 
appear to create any additional or 
unique regulatory problems and 
provides all relevant markets a fair 
competitive opportunity. The 
Commission believes that the pilot can 
commence on January 20.1906, if equity 
and options audit trails and other 
necessary surveillance enhancements 
are in place. For the reason discussed 
above, and in the OTC Options Release, 
the Commission also denies the NASD’s 
Petition. 

Dated: September 20.1985. 

By the Commission. 

John Wheeler, 

Secretary. 

|FR Doc. 85-23137 Filed 9-26-85; 6 45 am) 

BILLING COOC KM0-01-* 


Issuer Delisting; Notice of Application 
To Withdraw From Listing and 
Registration; Getty Petroleum Corp 

September 19.1985. 

The above name issuer has Tiled an 
application with the Securities and 
Exchange Commission pursuant to 
section 12(d) of the Securities Exchange 
Act of 1934 (“Act") and Rule 12d2-2(d) 
promulgated thereunder, to withdraw 
the Common Stock. $.10 Par Value, of 
Getty Petroleum Corporation 
("Company”), from listing and 
registration on the American Stock 
Exchange, Inc. ("Exchange”). 

The reasons alleged in the application 
for withdrawing this security from 
listing and registration include the 
following: 

Getty Petroleum Corporation has 
considered the direct and indirect costs 
and expenses attendant with 
maintaining the dual listing of the 
Common Stock on the New York Stock 
Exchange. The Company does not see 
any particular advantage in the dual 
trading of the stock and believes that 
dual listing would fragment the market 
for the Common stock. 

Any interested person may, on or 
before October 10,1985 submit by letter 
to the Secretary of the Securities and 
Exchange Commission, Washington, DC 


20549, facts bearing upon whether the 
application has been made in 
accordance with the rules of the 
Exchange and what terms, if any. should 
be imposed by the Commission for ihe 
protection of investors. The 
Commission, based on the information 
submitted to it, will issue an order 
granting the application after the date 
mentioned, above, unless the 
Commission determines to order a 
hearing on the matter. 

For the Commission, by the Division of 
Market Regulation, pursuant to delegated 
authority. 

John Wheeler, 

Secretary. 

(FR Doc. 85-23134 Filed 9-28-65: 8:45 am| 

BILLING COOC S010-01-M 


I Release No. IC-14730; File No. 812-6C91I 

Application and Opportunity for 
Hearing; The Northwestern Mutual Ufe 
Insurance Co., et al. 

September 20,1985. 

Notice is hereby given that the 
Northwestern Mutual Life Insurance 
Company ("Northwestern”), a 
Wisconsin mutual life insurance 
company with its executive offices jI 
720 East Wisconsin Avenue, Milwaukee, 
Wisconsin 53202; Northwestern Mutual 
Variable Life Account (the "Account”), 
registered under the Investment 
Company Act of 19-10. (the "Act") as a 
unit investment trust, and established by 
Northwestern in connection with the 
issuance and funding of certain single 
premium variable life contracts 
("contracts"); and NML Equity Services. 
Inc., the principal underwriter for the 
contracts, (collectively, "Applicants”), 
filed an application on April 12.1935 
and amendments thereto on July 22, 
September 3, and September 13.1985, 
for an order of the Commission pursuant 
to section 6(c) of the Act exempting 
Applicants from section 2(a)(32), 

2(a)(35). 22(c) 22(d). and (27(c)(1) of the 
Act and Rules 6e-2(o)(l). (b)(12). 
(b)(13)(iv), (c)(l)(i), (c)(4), and 22c-l 
thereunder, in connection with the 
issuance and funding of the contracts. 

All interested persons are referred to the 
application on file with the Commission 
for a statement of the representation 
made therein, which are summarized 
below, and are referred to the Act and 
rule thereunder for a statement of the 
relevant provisions. 

Applicants represent that the Account 
is a separate account to which assets 
are allocated from time to time to 
support benefits payable under 
Northwestern's variable life insurance 
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contracts. Applicants presently are 
offering certain periodic premium 
variable life insurance contracts, which 
are subject to a front-end sales load, and 
intend to offer a new single premium 
variable life insurance contract to be 
funded through the Account. The single 
premium contract will differ from 
Northwestern's existing periodic 
premium contracts in certain respects, 
including the fact that no front-end soles 
charge will be deducted from the single 
premium payment and that the 
surrender values are structured so as to 
impose what may be considered to be 
the imposition of a contingent deferred 
sales load ("CDSL"). Applicants state 
that the surrender values under the 
contract will be adjusted to reflect a 
charge of not more than 9% of the 
contract's tabular cash value at the 
beginning of the first contract year, 
declining over time thereafter until the 
charge reaches 0% at the end of the 
tenth contract year. Applicants 
represent that shares of the fund in 
which the assets of the Account are 
invested are voted pursuant to the 
instructions of the contractowners. The 
number of shares for which the owner of 
a single premium contract may give 
instructions will not be reduced during 
the first ten contract years by reason of 
the deduction for sales expenses which 
would be made if the contract %vere 
surrendered. Applicants represent that 
the deferred sales charge will never 
exceed 9% of the single premium, 
excluding the administrative charge of 
$150 which is deducted from the 
premium. Applicants further represent 
that in no sense will Northwestern make 
any deduction for sales expenses except 
when a single premium contract is 
actually surrendered. In the event of a 
partial surrender of a single premium 
contract, the surrender deduction will be 
made only on that portion of the 
contract which is surrendered and not 
on the entire tabular cash value. In the 
event of a conversion of a single 
premium contract into a fixed contract 
within the first 24 months after issuance, 
as permitted by Rule 6c-2(b)(13)(v), the 
equitable adjustment of cash values will 
result in the collection of a surrender 
deduction by Northwestern, but there 
will be no duplication of sales loads in 
connection with the conversions. 

Applicants assert that their deferred 
sales load will benefit the public 
because, among other things, it will 
permit the purchaser to participate in 
the investment experience of a larger 
amount than would be the case with a 
traditional deduction from the purchase 


price. Applicants also state that the 
deferred sales charge is consistent with 
the policies of the Act as applied under 
Rule 6e-2 to variable life insurance. 
Applicants acknowledge, however, that 
certain provisions of Rule 8e-2 are. by 
their literal terms, arguably inconsistent 
with a deferred charge for sales 
expenses. Applicants therefore request 
relief in order to eliminate any questions 
regarding full compliance with the Act 
and the rules thereunder. 

Applicants make various specific 
arguments in support of the requested 
relief. Regarding section 2[a)(35) and 
Rules 6e-2(b)(l) and (c)(4). Applicants 
assert that although these provisions 
reflect an assumption that any charges 
for distribution expenses will be taken 
as deductions from premiums, the 
purpose of these provisions is to define 
the amounts which are subject to the 
sales load limitations of the Act and the 
rules thereunder, not to limit the timing 
of the sales load charge. 

Applicants also seek exemptive relief 
from sections 2(a)(32) and 27(c)(1) of the 
Act and Rules Be-2(b)(12) and (13)(iv) 
thereunder, to the extent that such 
provisions do not contemplote the 
imposition of a sales charge at the time 
of redemption. Applicants assert that 
because the deferral of a sales charge 
does not affect the purpose of the 
charge, the sale of investment company 
securities with a deferred charge for 
distribution costs is not fundamentally 
inconsistent with the redeemabihty 
requirement of section 2(a](32). 
Applicants also assert that the deferral 
of sales charges is not unreasonable, 
unfair or discriminatory within the 
meaning of Rule Be-2(b)(12). 

With respect to section 22(c) of the 
Act and Rule 22c-1, Applicants assert 
that Rule 8e-2(b)(12) affords exemptive 
relief from these provisions with respect 
to certain variable life insurance 
“redemption procedures*'. Applicant* 
acknowledge that because these 
provisions are drawn in terms of a 
mechanism for determination of 
surrender values, the imposition of a 
charge at surrender arguably raises 
some question. Applicants assert, 
however, that the deferred sales charge 
has no impact on security holders who 
do not redeem, and therefore does not 
result in the dilution of values which 
Rule 22c-l was designed to prohibit: and 
that the proposed single premium 
policies will have cash surrender values 
determined on the basis of forward 
pricing, meeting any such requirement in 
Rules Ge-2(b)(12) and 22o-l. Applicants 
also request exemption from Rule 6c- 


2(c)(l){i), which defines “variable life 
insurance contract" in terms of a cash 
surrender value that varies to reflect the 
investment experience of a separate 
account, to the extent necessary to 
reconcile this provision with the cash 
surrender values under the Applicants' 
contracts. 

Finally, Applicants requet exemption 
from section 22(d) and Rule 6e- 
2(b)(12](H). the latter of which grants 
exemption from the uniform offering 
price requirements of the former. 
Applicants submit that the use of a 
single separate account for both periodic 
premium contracts with a front-end 
sales load and single premium contracts 
with a surrender charge does not raise 
any significant issue In the context of 
the Act's requirement for a uniform 
offering price because Rule 6e- 
2(b)(12)(ii) expressly contemplates 
separate accounts funding more than 
one "class or series" of contracts. 
Applicants also assert that Rule 8e- 
2(b)(12)(li) contemplates that prices will 
differ depending on differences in the 
securities being offered and that there is 
no violation of the Rule so long as 
premiums are reasonable, fair and not 
discriminatory to the interests of 
contract owners of the same class or 
series. 

Notice is further given that any 
interested person wishing to request a 
hearing on the application may, not later 
than October 15,1985, at 5:30 p.m., do so 
by submitting a written request setting 
forth the nature of his interest, the 
reasons for the request, and the specific 
issues, if any. of fact or law that are 
disputed, to the Secretary. Securities 
and Exchange Commission. Washington. 
DC 20549. A copy of the request shall be 
served personally or by mail on 
Applicants at the address stated above 
Proof of service (by affidavit or. in the 
case of an attorney at law. by 
certificate) shall be filed with the 
request. After said date an order 
disposing of the application will be 
issued unless the Commission orders a 
hearing upon request or upon its own 
motion. 

For the Commission, by the Division of 
Investment Management, pursuant to 
delegated authority. 

|ohn Wheeler. 

Secrtiary. 

[FR Doc. 85-23135 Filed 9-28-85: 8 45 am| 

BILUNG COO€ •010-41-4* 
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I Release No. 14735 (File No. 812-6171)) 

Prudential-Bache Government Plus 
Fund, Inc.; Application for an Order 
Permitting Quarterly Distributions of 
Long-Term Capital Gains 

September 23.19A5. 

Notice is hereby given that Pmdcntial- 
Bache Government Plus Fund, Inc. 
("Applicant"), One Seaport Plaza, New 
York, NY 10292, Filed an applicalion on 
August 5.1985, requesting an order of 
the Commission, pursuant to Section 
6(c) of the Investment Company Act of 
1940 (“Act"), exempting Applicant from 
the provisions of section 19(b) of the Act 
and Rule 19b-l thereunder to the extent 
necessary to permit quarterly 
distributions of long-term capital gains 
on options and futures transactions. All 
interested persons are referred to the 
^plication on file with the Commission 
for a statement of the representations 
therein, and to the Act and the rules 
thereunder for the text of their relevant 
provisions. 

Applicant is a diversified open-end 
management investment company 
whose investment objective is to seek a 
high current return by investing 
primarily in United States Government 
securities and obligations issued or 
guaranteed by United States 
Government agencies or 
instrumentalities, writing exchange- 
traded covered put and call options 
(“Treasury Options") on such securities 
and entering into closing purchase and 
sale transactions with respect to certain 
of such options. Applicant states that it 
also enters into purchase and sale 
transactions of interest rate futures 
contracts ("Future Contracts") and 
options thereon ("Futures Options**) in 
order to hedge its portfolio against a 
decline in value resulting from an 
adverse change in interest rates. 

Applicant states that it declares daily 
dividends, payable monthly, of its net 
investment income from interest on debt 
securities. Applicant also states that it 
declares and distributes quarterly its net 
short-term capital gains, consisting of 
the short-term portion of net gains from 
transactions in options on United States 
Government securities, transactions in 
futures Contracts and Futures Options 
and of net gains from the sales of 
portfolio securities held for less than six 
months. Any long-term capital gains are 
currently distributed annually. 

Applicant represents that under the 
Internal Revenue Code of 1954 (the 
Code*’). Treasury Options, Futures 
Contracts and Futures Options are all 
considered "Section 1256 Contracts". In 


general, sixty percent of the realized 
gain or loss with respect to Section 1256 
Contracts are treated as long-term 
capital gain or loss, and forty percent 
are treated as short-term capital gain or 
loss ("60/40 rule"). Applicant further 
represents that this 60/40 rule was 
devised to prevent possible tax abuses 
and not to limit the frequency with 
which registered investment companies 
may distribute capital gains from 
transactions in section 1256 Contracts. 

Applicant asserts that the realization 
of gains from premiums on Treasury 
Options is an integral part of the 
Applicant’s investment objective of 
seeking a high current return. 
Notwithstanding the characterization 
under the Code of a portion of gains 
from options as long-term, the use of 
Treasury Options transactions by the 
Fund is primarily an income rather than 
a capital gains strategy . Similarly, 
Applicant asserts that its use of Futures 
Contracts and Futures Options (and the 
purchase of treasury put options) 
constitutes a hedging rather than a 
capital gains strategy. Applicant alleges 
that these hedging transactions are not 
entered into for the purpose of 
generating long-term capital gains, and 
any such gains resulting from the 
application of the 60/40 rule are purely 
incidental. 

Applicant states that none of the 
purposes of section 19(b) and Rule 19b-1 
are applicable to the quarterly 
distribution of long-term capital gains 
from transactions in Section 1256 
Contracts. Applicant believes that, in 
light of its investment objective of 
seeking a high current return and the 
importance of income from Treasury 
Options and hedging through the use of 
Futures Contracts and Futures Options 
to this investment objective, it is 
appropriate that it distribute quarterly 
all gains from transactions in Section 
1256 Contracts. 

Applicant submits that quarterly 
distribution of gains from transactions in 
section 1256 Contracts, regardless of 
their characterization under the Code, 
will not cause stockholders of the Fund 
to confuse long-term capital gains with 
dividends out of new interest income. 
Applicant believes that all net gains 
from Treasury Options transactions, 
regardless of their characterization 
under the technical rules of Code 
Section 1258, constitute part of the 
current return contemplated by the 
Applicant's investment objective. 
Similarly, net gains from Futures 
Contracts and Futures Options are 
viewed by Applicant and its 
stockholders not as a source of long¬ 


term capita) gains, but as an incidental 
effect of Applicant's hedging strategies. 
Applicant further represents that it will 
dearly distinguish any distribution of 
capital gains from distribution out of net 
interest income in a notice from 
Applicant to its stockholders. 

Applicant also submits that permitting 
quarterly distributions of capital gains 
from Section 1256 transactions will not 
encourage more frequent trading in 
Applicant's portfolio than what is 
appropriate in light of the Applicant's 
investment objective. Applicant's state 
that its objective of a high current return 
dearly contemplates the seeking of net 
gains from Treasury Options and 
attempting to hedge Applicant's 
portfolio with Futures Contracts and 
Futures Options. Therefore, Applicant 
contends that whether the entire amount 
of these gains, as opposed to only the 
short-term portion, is distributed 
quarterly will not affect the investment 
decisions of Applicant's investment 
adviser. 

Finally, Applicant submits that 
quarterly distributions of all of its net 
gains from transactions in Section 1256 
Contracts will not increase 
administrative expenses because it 
already makes, and expects to continue 
to make, quarterly distributions of the 
short-term portion of such gains. 

Notice is further given that any 
interested person wishing to request a 
hearing on the application may. not later 
than October 18.1985, at 5:30 p.m , do so 
by submitting a written request setting 
forth the nature of his interest, the 
reasons for his request, and the specific 
issues, if any. of fact or law that are 
disputed, to the Secretary. Securities 
and Exchange Commission. Washington, 
DC 20549. A copy of the request should 
be served personally or by mail upon 
Applicants at the address stated above. 
Proof of service (by affidavit or, in the 
case of an attomey-at-law, by 
certificate) shall be Tiled with the 
request. After said date an order 
disposing of the application will be 
issued unless the Commission orders a 
hearing upon request or upon its own 
motion. 

For the Commission, by the Division of 
Investment Management, pursuant to 
delegated authority. 

John Wheeler, 

Secretary. 

|FR Doc. 85-23136 Filed 9-26-65: 8 45 am) 

billing coot boio-oi-m 
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I Retease Na 34-22429; FUe No. SR-Amex- 
85-34) 

Self-Regulatory Organizations; Filing 
of Proposed Rule Change by the 
American Stock Exchange, Inc., 
Relating to Amendments to Amex 
Company Guide; Sections 103 and 104 

Pursuant to section 19(b)(1) of the 
Securities Exchange Act of 1934.15 
U.S.C. 78s(b)(l). notice is hereby given 
that on September 18,1985. the 
American Stock Exchange, Inc. Hied 
with the Securities and Exchange 
Commission the proposed rule change 
as described in Items 1. II. and III below, 
which Items have been prepared by the 
self-regulatory organization. The 
Commission is publishing this notice to 
solicit comments on the proposed rule 
change from interested persons. 

I. Self-Regulatory Organization's 
Statement of the Terms of Substance of 
the Proposed Rule Change 

The American Stock Exchange. Inc. 
("Amex" or "the Exchange") is 
proposing to amend Amex Company 
Guide, Sections 103 and 104, to permit 
the acceptance of convertible debt 
eecurilies of non-listed issuers which are 
subject to last sale reporting and to 
modify the existing prohibition against 
accepting convertible securities for 
listing which contain a provision 
allowing the issuer the right to adjust 
the conversion price. 

II. Self-Regulatory Organization's 
Statement of the Purpose of, and 
Statutory Basis for, the Proposed Rule 
Chonge 

In its filing with the Commission, the 
self-regulatory organization included 
statements concerning the purpose of 
and basis for the proposed rule change 
and discussed any comments it received 
on the proposed rule change. The text of 
these statements may be examined at 
the places specified in Item IV below. 
The self-regulatory organization has 
prepared summaries, set forth in 
sections (A), (B). and (C) below, of the 
most significant aspects of such 
statements. 

A. Self-Regulatory Organization's 
Statement of the Purpose of and the 
Statutory Basis for. the Proposed Rule 
Change 

(1) Purpose 

Convertible Debt Securities. Section 
104 of the Amex Company Guide sets 
forth as a general guideline that the 
Exchange will not accept a convertible 
bond (or debenture) for listing unless the 
underlying stock is traded on either the 
Amex or NYSE. Since the price of the 


underlying issue into which a security is 
convertible will influence the market 
rice of the convertible instrument the 
istoricai inability to obtain ongoing 
price information in over-the-counter 
issues was considered sufficient reason 
to deny the Amex marketplace to such 
convertible issues. Last sale reporting 
for NASDAQ/NMS securities, which 
commenced in 1982, is believed 
adequate to permit removal of the 
present restriction. 

This change will enhance the 
Exchange's bond listing program. 
Underwriters are often anxious to have 
their clients list corporate debt, even 
though the issuer's common stock may 
not be listed on one of the principal 
securities exchanges, since many foreign 
and institutional investors are reluctant 
or precluded from investing in unlisted 
debt securities. Prints in exchange-listed 
debt are also viewed as important for 
retail investors. 

Conversion Provisions. Sections 103 
and 104 of the Amex Company Guide 
set forth guidelines which prohibit the 
listing of convertible debt and 
convertible preferred stock containing 
provisions which grant the issuer 
discretion to temporarily adjust the 
conversion price unless the issuer 
undertakes not to exercise such rights 
while the security remains listed on the 
Amex. Many companies today publicly 
issue securities which permit their 
management to alter the conversion 
price for such periods as management 
may determine throughout the life of the 
instrument. These so-called "flush-out" 
provisions are viewed by many as 
necessary to provide corporate 
management with the flexibility to 
encourage conversions of outstanding 
securities into permanent capital. 

The Exchange is of the view that the 
existing prohibitions against temporary 
price reductions are not well founded 
and interfere with legitimate corporate 
planning. Therefore, it is proposed that 
Sections 103 and 104 of the Company 
Guide be amended to permit the listing 
of convertible securities which contain 
"flash-out" provisions. However, to 
ensure that investors have sufficient 
time to evaluate temporary reductions in 
the conversion price of their securities, 
the proposed rule changes provide that 
the Exchange will not list an issue 
containing such a provision, unless the 
issuer establishes a minimum "window 
period" of not less than ten business 
days within which investors may 
determine whether to exercise their 
conversion privileges. 

(2) Basis 

The proposed amendments are 
consistent with Section 6(b) of the 


Exchange Act in general, in that they 
are designed to ensure that the 
Exchange's rules remain up-to-date and 
are consistent with section 8(b)(5), in 
particular, in that they eliminate 
regulation not related to the purposes of 
this Act. 

B. Self-Regulatory Organization's 
Statement on Burden on Competition 

The proposed amendments create no 
new regulations and will not impose a 
burden on competition. 

C. Self-Regulatory Organization's 
Statement on Comments on the 
Proposed Rule Change Received From 
Members . Participants or Others 

No written comments were solicited 
or received with respect to the proposed 
rule change. 

III. Date of Effectiveness of the 
Proposed Rule Change and timing for 
Commission Action 

Within 35 days of the date of 
publication of this notice in the Federal 
Register or within such longer period (i) 
as the Commission may designate up to 
90 days of such date if it finds such 
longer period to be appropriate and 
publishes its reasons for so finding or (it) 
as to which the self-regulatory 
organization consents, the Commission 
will: 

(A) By order approve such proposed 
rule chonge. or 

(B) Institute proceedings to determine 
whether the proposed rule change 
should be disapproved. 

IV. Solicitation of Comments 

Interested persons are invited to 
submit written data, views and 
arguments concerning the foregoing. 
Persons making written submissions 
should file six copies thereof with the 
Secretary. Securities and Exchange- 
Commission. 450 5th Street, NW, 
Washington 20549. Copies of the 
submission, all subsequent amendments, 
all written statements with respect to 
the proposed rule change that are Filed 
with the Commission, and all written 
communications relating to the proposed 
rule change between the Commission 
and any person, other than those that 
may be withheld from the public in 
accordance with the provisions of 5 
U.S.C. 552. will be available for 
inspection and copying in the 
Commission's Public Reference Section 
450 5th Street. NW. Washington. DC. 
Copies of such filing will also be 
available for inspection and copying at 
the principal office of the above- 
mentioned self-regulatory organization 
AH submissions should refer to the file 
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number in the caption above and should 
be submited by October 18,1985. 

For the Commission by the Division of 
Market Regulation, puraunnt to delegated 
authority. 

|ohn Wheeler, 

.Secretory. 

September 19.1985. 

|FR Doc. 85-23140 Filed 9-26-28; 8 45 am| 

8ILUHO CODE 0010-01-11 


iRel. No. 34-22442; SR-Am«x-«5-8| 

Seif -Regulatory Organization; 

American Stock Exchange, Inc., Order 
Approving Proposed Rule Change 

I. Introduction and Background 

Pursuant to Section 19(b) of the 
Securities Exchange Act of 1934 
(“Act") 1 and Rule 19b-l thereunder.* 
the American Stock Exchange 
("Amex"), submitted on April 4,1985. 
copies of a proposed rule change to 
request Commission approval of a joint 
plan, and accompanying rule changes, 
implementing a linkage between the 
Amex and the Toronto Stock Exchange 
(‘TSE").* The linkage would permit 
order flow in securities dually listed on 
the Amex and TSE to be routed between 
the two exchanges. The Amcx-TSE 
Unkge will be the first linkage of a 
primary market in the United States 
with a primary market in a foreign 
jurisdiction. Accordingly, it represents a 
significant step in the increasing 
internationalization of the securities 
markets. By integrating the Amex and 
TSE's market making capabilities, the 
linkage aims to enhance liquidity in both 
markets, thereby benefiting Canadian 
and American investors by making 
available to them the best available 
price on either exchange. 

Previously, the Commission approved, 
on November 1,198*1, a similar linkage 
between the Boston Stock Exchange. 

Inc. ( BSE") and the Montreal E change. 
Inn. ( Montreal" or "ME"). 4 Through this 


• 15 U S.c 70(c)(b) (1982) 

* 17 CFR 240.19U-4 (1985). 

' TV proposal was published for comment in 
Veuctttca Exchange Act Rale*** No. 22001 (April 

** X9h03 • l® 8 *! Th« MkJwwt 

Mock Exchange. Inc. ("MSB”) also ha* proposed . 
aim.Ur linkage with the TSE Although this order 
AnMWl ' TSE ttniage. the proposed 
MSE-TSR linkage will raise similar concerns. See 
H-S No SR-MS£>4S~4. Securities Exchange Ad 

19 lttSS)!* 0 * (,Un<S 1Z ,flB ‘ U 50 ™ J5501 ,,U,y 

4 Phase I of thiil linkage was established solely 
or the purpose of routing orders from the MR to th 
BSE in 40 dually listed stocks. See Securities 
Ad 21449 (November 1.19W|. 49 KR 
^75. November 7.19<U (File No. SR-BSE-84-8). 

” expanded the list of securities ehgibile to 
f, ‘de through the linkage to Include U S. listed 
•^cunties eligible to tradr through ITS. So* 


linkage, orders can be routed from 
Montreal to Boston in approximately 200 
U.S. stocks which are eligible for trading 
through Ihe Intermarket Trading System 
("ITS"), as well as in forty U-S.-listed 
Canadian stocks. In reviewing the BSE- 
ME linkage, the Commission waa 
satisfied that there existed satisfactory 
trading and clearance and settlement 
procedures as well as surv eillance and 
information sharing mechanisms 
between the two exchanges, and their 
respective regulatory agencies, the SEC 
and the Quebec Securities Commission. 

The Amex-TSE proposed linkage 
differs from the ME-BSE linkage In that 
the Amex-TSE linkage involves two 
primary markets 4 and will provide for 
orders to be sent from the Amex to the 
TSE (/.e. r northbound) as well as for 
orders to be sent from Ihe TSE to the 
Amex (/„«., southbound).* Thus, An 
Amex specialist or Amex member will 
have the ability to route an order in a 
dually listed stock directly to Toronto. 

The Amex and TSE joint Trading 
Linkage Plan ("Plan") reflects their 
agreement with respect to ail facets of 
the linkage, including transmission of 
orders, execution, clearance and 
settlement of transactions, 
implementation of a surveillance 
program, conflict resolution and 
arbtration proceedings. 7 The Amex also 
has developed a new series of rules 
(Rules 240 to 244) that are designed to 
implement the Plan and assure the 
applicability of Exchange rules to orders 


Securities Exchange Act Release No. 21825 April 6. 
1985. 50 FR 14480, April 12. 1985 

• The TSE la Canada's largest public securities 
market, capturing approximately 74% of the dollar 
value of all shares traded in Canada. The Amex la 
the primary U S. market In all of the equity 
securities traded on the exchange 

• Currently, the BSE-ME linkage on y allows 

» »u»hbound traffic from ME to the BSK, although 
Phase U1 of that linkage contemplates northbound 
traffic. 

’ The Commission description of the Plan herein 
Is based on the following doormen to, as well as 
conversations with the staff of the Amex. TSE and 
Ontario Securities Commission ( OSC ): (1) Amex's 
proposed rule change relating to the Linkage. (File 
No. SR-Ame\-8S-B). published for notice and public 
comment in Securities Exchange Act Release No. 
22001. April 3a 1985; 50 FR 19503. May a 1985. (2) 
letter from Dr. Stephen WitlUms. Senior Vice 
President. Amex. to Michael Cavalier. Branch Chief. 
Branch of Exchange Regulation. SEC. dated April 4, 
1985 (3) letter from Dr. Stephen Williams, Amex. to 
Brandon Becker. Assistant Director. Office of 
Exchange and Options Regulation, dated (one 21. 
1985; (4) letter from Gordon Nash. Lord. Day and 
Lord (counsel to Amex). to Brandon Becker dated 
|une 27,1985. which Includes a copy of an opinion 
letter from the law firm of Tory. Tory, Deslauriert 
end Bnintngton. to the TSE dated June 18.1985: (5) 
letter from Cordon Nash to Brandon Becker, dated 
August 23.1985; and (8) letter from Blake. Cossets A 
Cray don. counsel to TSE, dated August 27,1985. 


received from Toronto and executed on 
the Amex.* 

The exchanges expect to commence 
trading on a pilot basis on September 24 
with seven dually listed securities *anci 
will later expand the list of securities to 
include all dually-listed issues. The 
Amex and TSE will each display on 
their trading floors the quotes 
distributed by the other exchange in 
linkage stocks. 10 In addition, each 
exchange will display the best U.S. 
dollar/Canadian dollar exchange rates 
quoted by currency dealers on the TSE. 
This will enable traders to determine 
which market has a more favorable 
price at any given time. 

The Amex and the TSE are prepared 
to commence linkage trading 
immediately on both a northbound and 
southbound basis. Thus, TSE members 
will be able to direct orders from the 
TSE trading floor to the Amex trading 
floor for execution, and to receive orders 
from Amex for execution. Likewise. 
Amex members will have the ability to 
direct orders from the Amex to the TSE 
trading floor for execution and to 
execute orders sent from the TSE 
Quotes and orders will be forwarded 
between the exchanges using their 
existing automated routing systems. 11 In 


• Commentary to Amex Rule 244 also makri 
arrtiin Amex rules applicable to orders sent from 
Amex lo TSE when deemed appropriate. The 
remaining rule amendments make conforming 
changes to existing Amex rules lo accommodate 
linkage orders. 

•The six pilot stocks are expected to be Asamrro 
Inc. Canadian Marconi Co , Echo Bay Mines Ltd. 
Gulf Canada l.1d„ Husky Oil Ltd. and Imperial Oil 
Ltd 

'•Quotes distributed by the Amex for any Baked 
stock which also it traded through ITS. shall reflect 
the national beat bid and ofTer distributed by tha 
consolidated quotation system However, the price 
quoted on the TSE would be the best published 
quote on the TSK at the time the order is received 
on the exchange, though not necessarily the best 
Canadian price available at that time. 

"All marketable orders sent through the linkage 
to the Amex will be routed through the Amcx t 
automatic routing system, the Post Execution 
Reporting System (“PER*') to the AUTOPER 
terminal (incorporating touchscreen technology to 
increase efficiency of the routing system) at th# 
appropriate specialist's location on the Amex floor 
Orders sent to the TSE wiU be entered into the 
TSF7* Market Order System of Trading ("MOST ) 
and will print out at the appropriate TSE trading 
post for manual execution on the TSE floor Orders 
may not be entered through Ihe linkage 
automatically by Canadian brokers from terirurutta 
located away from tha TSE floor. All linkage orders 
must be directed through the linkage by TSE 
members from terminals located on Ihe floor of the 
TSE. 

The MOST system was introduced on the TSE in 
1904. and permits the TSE to route small orders 
directly from member offices across Canada to the 
post on the floor of the exchange where the slock is 
traded. The system also enables members to notify 
clients promptly after their trade has been 

Csntiwad 
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addition, the exchanges intend to 
implement in the hear future a 
mechanism for immediate currency 
conversion, so that all U.S. dollar and 
Canadian dollar settlement obligations 
will be known at the time a trade is 
executed. 13 

Initially, the linkage only will provide 
for the execution of marketable limit 
orders. 13 In other words, an order 
received from either exchange will only 
be executed by the receiving exchange if 
the order is at a price which is equal to 
or better than the quote then being 
distributed on the receiving exchange. 
Such orders arc guaranteed an 
execution at the best available quote on 
the receiving exchange for up to a 1,000 
shares. 14 It is anticipated that "away 


completed. Trade confirmations are transmitted via 
MOST to the place ol order origination. 

"Amex hut stated that this will minimise VS./ 
Canadian dollar exchange rate risk from the time of 
execution to the time of settlement, and. men* 
importantly, will permit the settlement of such 
transaction* to be effected In the U.S. in U S 
currency. As initially planned, however, the linkage 
will not contain an automatic conversion 
mechanism. Thu*, the Ainex special!*! will receive 
the Canadian quotations from the TSE in Canadian 
dollars only. The currency conversion rate will al*o 
be displayed and the Amex specialist will have to 
convert the Canodian price into US. dollar*. For 
northbound orders, the Amex specialist will send 
orders to the TSE in U.S. dollar* and specify the 
conversion rate that applies to the transaction, 
based on the TSF. rote displayed on the Amex The 
1SK specialist will first execute the Amex order in 
Canadian dollars, then convert Canadian dollars 
into U.S dollars, and finally report the execution to 
Amex in U S dollars. In the near future. TSF. intend* 
to provide for automatic currency conversion, 
eliminating any separate manual currency 
conversion. In addition. Amex has indicated iliat. 
within six months, the Amex specialist will be able 
to receive the Canadian price simultaneously in U.S 
and Canadian dollars. Such a currency conversion 
system, of course, would have to be filed with the 
Commission as a proposed rule change under 
section 19(bHl) of the Act. 

•• A “marketable limit order” Is an order which 
nui> be executed at the current market quote, but at 
no worse price. For example. If the current bid for 
XYZ was $20.00 for 100 shares, an order to sell 100 
shares at $3X00 but not at a price less than $20.00 
would be a marketable limit order. The mechanism 
for excution of marketable limit orders is as follows 
A member of the originating exchange may send 
through the linkage an order at a price which is 
equal to the quote then being distributed on the 
receiving exchange. The order will be treated as an 
“immediate or cancel” order, so that it will be 
cancelled if. when received by the market maker on 
the receiving exchange, it is not a marketable ordrr 
the order is mispriced or the market has moved 
between the time it was priced on one exchange 
and received on another). If. howevrr. it is a 
marketable order when received by the market 
maker price or a more favorable price. 

Orders larger than the displayed quotation will be 
subject to partial excution Although the market 
maker will not br required to provide an excution in 
excess of the applicable guarantee, he may 
purchase or sell for his account to fill an order 
which cannot be filed from the floor of the receiving 
exchange. 

'• The Plan provides thot this minimum guarantee 
may lie different for specific stocks as they are 
added to the linkage in the future. An ordrr 


from the murker orders will be 
permitted to be sent through the linkage 
as soon as sufficient experience is 
gained with two-way trading and the 
execution, clearance and settlement of 
M at the market” orders. The Plan also 
provides that at some future dute the 
linkage may be expanded to include 
other securities traded on either 
exchange. Agency orders will be subject 
to the normal priority rules on each 
exchange, while professional orders will 
be on parity with those of the market 
makers on each floor. Furthermore, all 
linkage orders will be subject to the 
rules of the receiving exchange. 

The Plan provides that the linkage 
will not operate during a trading halt on 
either exchange with respect to 
securities subject to the trading halt. In 
the cose of a trading halt based on 
regulatory concerns, the market 
surveillance units of both exchanges 
will undertake to contact each other as 
quickly as possible and exchange 
information concerning matters giving 
rise to the trading halt. This will enable 
the Amex and TSE to coordinate actions 
regarding trading halts in dually listed 
securities. 

With respect to the administration of 
the linkage, the Plan provides that a six 
member joint operating committee will 
be responsible for administering the 
linkage and will meet periodically to 
oversee implementation of the linkage, 
review operational concerns and advise 
with respect to enhancement or 
expansion of the linkage. 14 In addition, 
the Operation Committee is authorized 
under the Plan to consider and evaluate 
complaints against individual members 
or member organizations of either 
exchange which have engaged in 
conduct which constitutes an abuse of 


however. may not be divided into several 1,000 
there lots to take advantage of the guarantee. If 
several orders are received from one member for 
the account of the same customer, the guarantee 
will apply only to the first 1.000 shares. Professional 
orders [Lc., an order for the account of a market 
maker or a broker-dealer's firm proprietary account | 
will not be entitled to a guarantee but will 
otherwise be handled in the same manner. 

In addition to prov iding a minimum size 
guarantee for orders flowing through the linkage, the 
Amex also will ensure the same minimum size 
guarantee for all public orders received through thr 
PER system. This guarantee, however, would tie 
limited to those stocks which are included In the 
linkage. 

"See Article V. Section 1 of the Plan. 

14 If the Committee determines that a complaint 
appears to have merit, it will refer the complaint to 
the member * exchange and an Investigation will be 
conducted. If it It determined by the Exchange that 
there may. in fact, have been abuses or repeated 
violations, that Exchange will be responsible for 
taking appropriate disciplinary action through its 
regular disciplinary procedures. Sanctions may 
include the denial of use of the linkage facility to 
the member or member firm. 


the linkage procedures or a pattern of 
violating the provisions of the Plan. 11 
The Amex/TSE Plan also provides for 
on-floor dispute resolution. Article 5, 
section 2(a) of the Plan (“On-Floor 
Dispute Resolution”) provides that 
disputes and/or questions relating to the 
linkage are to be resolved in accordance 
with procedures and policies of the 
receiving exchange, including any 
appeals process by the exchange. The 
Plan also provides that determinations 
by those persons delegated the authority 
to resolve disputes and questions on the 
receiving exchange also will be binding 
upon members of the originating 
exchange with respect to transactions 
effected on the receiving exchange. 17 In 
addition, both exchanges indicated that 
they have the authority to enforce their 
rules governing trades sent by their 
respective members through the linkage 
for execution. 111 The Plan also provides 
for abbreviated arbitration proceedings, 
permitting Amex or TSE members 
asserting a claim against a member of 
the other exchange, arising out of a 
linkage transaction, to resort to 
arbitration, notwithstanding any 


"The Amex has indicated that this provision is 
Intended to make dear that the decision of floor 
official* on the floor of the receiving exchange 
where the order is executed would be binding upon 
the member of the originating exchange who 
initiated the order, to the same extent os such 
decisions are binding upon the members of the 
receiving exchange. The Amex. however, noted that 
the provision was not intended to expand in any 
way the authority of floor officials on either 
exchange. See letter from Gordon Nash, Director. 
Division of Market Regulation, dated August 23. 
19115 

"See Irtiar from Cordon Nash. Lord Day k Lord 
to Brandon Becker, dated August 23.1965 See o/*o 
letter from Gordon Nath. Lord Day k Lord, to 
Kenneth Leibler. Senior Executive Vice President 
Amex. dated August 23,1965. This letter sets forth 
the opinion of Amex’s counsel that the Exchange 
has the dear authority to discipline an Amex 
member who engages in linkage trading activity 
which would subject him to disciplinary action if 
engaged in on the floor of the Amex. In this regard 
the letter noted that the new Amex Rule 244. 
adopted as part of the linkage rule*, requires that 
‘ each tranaction effected through a linkage shall be 
subject to thr rules of the Exchange, applicant to 
trading on the Fa change except to the extent such 
rues are inconsistent with provisions of this Section 
8 {the Linkage rules) or the relevant Linkage Plan." 
In addition, the letter notes that Sections 9 and 10 of 
the Securities Exchange Act. which proscribe 
manipulation and fraud, are applicable to "any 
facility of any national securities exchange.” />.- thr 
Amex TSE linkage, end that these sections provide 
an additional legal basis for Amex disciplinary 
action and other legal sanctions (cei. possible 
Commission action) against a member of the Aror* 
who engages In such activity through use of the 
linkage. 

The TSE also provided a letter from TSE’* outsidr 
counsel which made similar representations with 
respect to TSE’s authority to toke disciplinary 
actions against its members in connection with 
trading activities conducted through the linkage Srr 
letter from the law firm of Blake. Cassels and 
Gray-don. to Keith E Boast. Eoq., TSE dated August 
27.1965 
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determination by the on-floor dispute 
resolution process. * *• 

A. Regulatory Provisions 

The Commission notes that TSE*a 
rules regulating trading and dispute 
resolution, as well as the Ontario and 
federal antifraud provisions under 
which It operates, are markedly similar 
to the Amex's own rules and to the U.S. 
federal securities laws* antifraud 
provisions.* 0 For example, TSE’s rules 
include provisions, comparable to Amex 
rules, relating to manipulative or 
abusive trading practices, such as rules 
regarding suitability, short sales,* 1 net 
capital B and best execution. 

In addition. TSE rules contain a 
number of provisions which augment 
and assist its surveillance program.** 

For example. TSE recordkeeping rules 
include the requirement that TSE 
members maintain floor tickets and 
other records of customer orders, 
confirmations of purchases or sales and 
written records of customer accounts 
and approval for a period of five years. 14 
Furthermore, TSE. like the Amex and 
other U.S. national securities exchanges, 
imposes specific “know* your customer** 
requirements on its members and 
requires a member to maintain records 
regarding the identity of customers.** 

1SE rules specifically prohibit 
manipulative and deceptive methods of 
trading and the transaction of business 
which is not in accordance with just and 
equitable principles of trade. 10 Both the 


ArH«Je 5. lection 2(b). 

’•The Ontario Securer* Ad give* the OSC bruad 
power* over the TSE. tododtox Jurisdiction over the 
manner to whnJi the Exchange conduct* it* 
buiunes* or trading through it* torilttir*. While 
•omewhal different then the SEC* authority over 
SRO rulemaking, the OSC alto haa authority to 
review any by law, ruling or otheT regulation by the 
Exchange. The OSC ai*o baa pow*r to review 
cledwons of the TSE und person* affected b> TSE 
<K»*ton* have a right of appeal to the OSC 

** TSE b> tow*. Section 11.27111- 

°Sar TSE by-law*. Section 16.13 (capital and 
margin requirement*}. 

* Sec Note* W and 35 ami accompany mg text 
tnfrn for diacuMion of TSE’* *ur\ ini lance 
met hantam*. 

*' Set tton* 1602. UL03. UL07.1609 and !S» 
>»f TSE** by law* for record retrntion procedure*, in 

* edition. TSE maintains records of all trails* 
generated un and through it* floor for comparable 
periods, 

’'See Section 1601 of TSE by-law* (''Supervision 
•‘I Account**). Thi* requirement (• aUo *ot forth In 
'he Ontano Securities Act R.S.O l«w. c. 440 ai 
♦mended, under Section 102 of the regulation* under 
'hr Ad 

‘•See. for example, Section 1117 of TSE by taw*, 
providing that "no fictitious sale or contract *ba!) be 
made and each member ahull transact hi* buxine** 
openly and fairly and in accordance with just and 
rqultab!* principle* of trade." See olsj Section 11.26 
or by-law* (“Manipulative or Deceptive Method* of 
irading**) wfcfch provide* a list of example* of 
tciHrftto deemed to constitute mu nip*. In five or 
daceptlve activity. 


Criminal Code of Canada and the 
Ontario Securities Act contain general 
anti-fraud provisions. 17 Insider trading, 
for example, is strictly regulated under 
the Ontario Securities Act 

In addition, the TSE*s dispute 
resolution system is analogous to the 
Amex’s own procedures. Under Section 
10.03 of the TSE’s by-laws, the Floor 
Procedure Committee is authorised to 
govern all sessions of the Exchange, and 
has jurisdiction over trading, conduct 
and discipline of all members. 11 The TSE 
also has provisions for compulsory 
arbitration in the event of any dispute 
arising between members, regarding a 
TSE contract which has not been 
settled. 1 * Finally, the TSE, like the 
Amex, has detailed procedures in its by¬ 
laws for procecution of violations. 10 

B . Clearing Procedures 

Clearance and settlement of linkage- 
trades will follow the same procedures 
established for the BSE-ME link. Amex 
will be responsible for submitting trades 
executed on cither market to NSCC for 
clearance and settlement. Specifically, 
the Amex will confirm each trade by 
sending a report to the TSE trading 
party on the same electronic terminals 
used to place the order. Amex then will 
submit all trades to NSCC as compared 
trades expressed in U.S. dollars. The 
Canadian Depository for Securities 
Limited (“CDS’*) is a member of NSCC 
and clearance and settlement will occur 
through the facilities of NSCC 11 


n Sec Criminal Code, RSC, I960 section 236*21. 
section 34a and section 541. See also, Ontario 
Securities Act Part XXJi ( *ClvU Liability | ln*id*T 
trading, for example I* strictly regulated by Part XX 
and Sections 76 and 151 of the Ontario Securities 
Art and the regulation* under that Act 

M Section 10.05 outline* th* authority by which 
the Floor Procedure Committee may dioctpbne and 
impose appropriate penalties on a member or 
employee for trading violation*. 

"See Section 1626 of TSE by law* 

fc Sf* hi general. Part XVII of TSE** by-law* 

( Hearing Procedure* and Discipline The Heenng 
Committee hat been delegated authority by the 
Board of Governor* to commence dt*ciplinary 
proceeding* and to revoke, tuspend or amend the 
right* or privilege* of a member Ukr the Amex 
disciplinary proceeding*, the TSE rule* contain 
detailed provision* to ensure the procedural due 
proces* right* of the alleged violator. 

" A* an NSCC member. CDS deer* and settle* 
tecuritle* transaction* within NSCC* automated 
system. including ft* continuous net settlement 
system. CDS. like any other NSCC member it liable 
a* a prtndpal for all trade* submitted to NSCC it 
subject to NSCC'* comprehensive safeguarding 
nwtehaptam* and moat comply with all other NSCC 
rule* and procedure*. 

NSCC ha* requested that the Division of Muriel 
Regulation (’DivlstoiT) extend a preview* no-action 
po*it»on. regarding CDS compliance with the 
Jeering agency rvgtatration requirement* of Sectkm 
17A of the Act in connection with the BSB-ME 
linkage, to cover CDS* similar role in connection 
with the Amex-TSE linkage The Division i* granting 
the no-actlon request concurrent with thi* release. 


All linkage trades, whether executed 
in New York or Toronto, will be cleared 
and settled through NSCC in U.S. funds. 
Although northbound trades will be 
executed on the TSE floor in Canadian 
dollars, a simultaneous currency 
transaction will be made with a 
currency dealer on the TSE floor to 
convert the trade amount into U.S. 
dollars. This will allow Amex members 
to settle their side of the trade with 
NSCC in U.S. currency and TSE 
members to settle the other side with 
CDS in Canadian currency, without 
being subject to the risk of currency 
fluctuations during the settlement 
process. 11 CDS will settle all NSCC 
obligations in U.S. funds. 

11. Discussion 

The Commission believes that a 
linkage of two primary markets with 
two-way order flow could benefit 
investors by providing greater liquidity 
and increasing market competition in 
dually listed issues traded through the 
linkage. At the same time, however, the 
Comission recognizes that such a 
linkage may encourage U.S. investors to 
trade on a foreign exchange where the 
Commission does not have oversight 
responsibility regarding that exchange's 
trading and dispute resolution rules. In 
addition, such international trading 
could limit the Commission's access to 
information relating to trades through 
the linkage by Canadian brokers on 
behalf of Canadian customers because 
foreign broker-dealers and investors 
may not be under the Commission's 
jurisdiction. Accordingly, the Amex’s 
and Commission's ability to monitor 
transactions effected through the linkage 
depends, to a large extent, on the mutual 
cooperation and surveillance of both the 
SEC and the OSC as well as the TSE 
and Amex. In this regard, the 
Commission is especially concerned that 
its ability to monitor linkage 
transactions could be adversely affected 
by a recently enacted Canadian statute. 


See letter from Jonathan Kallman. Assistant 
Director. Division of Market Regulation, tn Karen L 
Snperstein, Assistant General Counsel, NSCC. 
dated September 20.1965. 

"The Amex ha* informed the Commission that 
when an Amex member initiate* a trade through the 
linkage, he will specify a limit price to U S. dollar* 
equal to the Canadian dollar amount of the trad*. If 
the currency conversion transaction cannot be 
executed *t better than that limit the order wit] be 
rejected and amt back to the Amex unexecuted. 
NSCC will not be involved in the currency 
conversion transaction. Rather, the compared trade 
/rporfrd to NSCC will specify a dollar value of the 
trade evpresold to U.S. dollar* reflecting the 
combined securities transaction and related 
currency conversion transaction. See lettrr from 
Gordon Nash, to Brandon Becker, page 5, da;*d 
August rv 196% 
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which enables Canadian officials to 
limit the transfer of information and 
documents between Canada and a 
foreign country under certain 
enumerated circumstances. 53 

The Commission has sought to 
address these concerns in detail with 
the exchanges and the OSC and is 
satisfied that the appropriate channels 
for information sharing and cooperation 
between the exchanges and the two 
agencies have been established. 14 As 
discussed below, the Commission 
believes these issues have been 
adequately resolved through (1) the TSE- 
Amex's own mechanism for facilitating 
surveillance and information exchange 
under the terms of the Plan. (2) the 
channels developed by the SEC and the 
OSC to provide for sharing information 
and investigative resources, and (3) 
representations by OSC end TSE 
regarding the probable usage of the 
Canadian blocking statute. 

A . TSE~Amex Surveillance Procedures 

Both the Amex and TSE have active 
surveillance and record retention 
procedures to monitor trading through 
the linkage. The Amex has informed the 
Commission that linkage trades sent by 
Amex to the TSE for execution will be 
subject to both Amex's and Toronto's 
routine market surveillance procedures. 
TSE's rules and surveillance procedures 
appear to be comparable to the rules 
and surveillance capabilities of most 
U.S. exchanges. 11 Toronto, like the 
Amex, maintains an audit trail of all 
securities transactions that occur on its 
floor, permitting it to reconstruct the 
market for any particular stock and 


** Foreign extra lent tori al Measures Act. Slat 
Can. c-49. (1955). fee text accompanying notea 41 to 

45. infra, 

••The comparability of the trading and depute 
resolution rule* of Amex and TSE at well at tha 
similarity of the U.S. and On la no securities laws 
also ensures that U.S. Investors engaging In 
transactions through the linkage will be 
appropriately protected. 

••Surveillance efforts are conducted by two 
separate offices, the Market Surveillance 
Department monitors trading activity in all listed 
securities continuously from the opening of the 
market until the dose, and maintains a 
comprehensive fUe on every listed company. If. for 
example, the Surveillance Department becomes 
aware of unusual trades, it will call a senior officer 
of the company and. in certain instances, ask for a 
statement to be issued If the Department sees 
evidence of. for example. Insider trading, wash 
trading, or other forms of market manipulation, the 
matter is forwarded to the TSE Division of 
Investigative Services and the OSC for follow-up. 
the TSE's Division of Investigative Services uses a 
specially designed computer program called TRACE 
to idrntif) the dients behind trades made on the 
exchange when an in-depth investigation into 
trading in a particular stock appears necessary 


identify the time, price, size and 
participants of each trade in the stock, 34 

B. Amex-TSEInformation Sharing 
Provisions 

Under the Plan, the Amex and TSE 
have created mechanisms for the routine 
exchange of information 11 as well as for 
the exchange of additional documents 
and record, if requested by either 
exchange. 14 The Plan also provides that 
both exchanges will "cooperate fully" in 
any investigation relating to linkage 
transactions. 14 In this regard, each 
exchange has agreed to use its "best 
efforts" to obtain relevant information 
from its membership in connection with 
an investigation of linkage-related 
trading, and. to the extent not 
inconsistent with applicable law, to 
provide the other exchange with 
information tending to resolve any 
linkage-related questions or 
compliants. 40 

In this regard, the Amex has stated 
that it views the terms "cooperate fully" 
and "best efforts" to require the Amex 
and TSE each "to obtain and make 
accessible to the other pertinent 
information with with the same degree 
of diligence, the same allocation of 
resources, and the same attention to 


M TSE alao has an on-line display of trades and 
quotes which Identifies the most active securities, 
and securities with the largest price movement, and 
Identifies instances of unusual volume or price 
movement foe further investigation by (he TSE staff. 

•’Under Article IV. Section 1. of the Plan, the 
exchanges have agreed to exchange on a regular 
basis trade documentation including, but not limited 
to. market surveillance reports and market data 
necessary to enable each exchange to carry' out its 
respective market surveillance programs relating to 
linkage transactions. The Amex has informed us, 
however, that, at this time, the only information 
exchanged on a daily basts will be the TSE and 
Amex equity audit trail reports in linkage securities. 
These reports specify for every transaction the time, 
number of sharea, price, clearing number of the two 
participants and dollar value of the transaction. The 
Amex also will receive the Toronto Daily Record 
which in part contains closing trade and quote 
information for all equity securities listed on the 
TSE 

*• Article IV. Section 1, of the Plan provides that 
the exchanges shall furnish additional documents 
and records regarding linkage transactions as the 
exchanges shall ’'reasonably request* 4 from time to 
lima. According to the Amex. “reasonably 
requested** information would include such items as 
individual customer account information, firm 
proprietary positions or documentation concerning 
specific trades. The Amex also has indicated that, 
as more experience is gained with the linkage, the 
exchanges may agree to the exchange of additional 
information on a routine basis. 

•Article IV. Section 2. of the Plan. 

"Article IV. Section 2. also states that “any such 
information forwarded to the other exchange is to 
be kept confidential except to the extent that 
disclosure is required in connection with a 
regulatory proceeding of such exchange or pursuant 
to any obligation of such exchange to disclose 
information for surveillance purposes to any other 
self regulatory organisation or to the SEC or the 
OSC* 


regulatory concerns as it would deem 
appropriate in an investigation that was 
solely within its own area of regulatory* 
responsibility.” 41 

C. SEC-OSC Cooperative Efforts 

While most routine inquiries will be 
resolved though Amex’s and TSE’s own 
surveillance and information sharing 
procedures under the Plan, the 
Commission anticipates thafsome 
matters will require SEC and OSC 
participation, as. for example, when an 
investigation raises questions regarding 
the action of a person who is not a 
member of the Amex or TSE. In other 
cases, the SEC may find that it needs to 
obtain access to information possessed 
by or accessible to the OSC to 
determine whether, for example, to issue 
a formal order of investigation. The 
Commission also can foresee situations 
where both the SEC and OSC may be 
interested in investigation a linkage 
related transaction or where a joint 
SEC/OSC investigation may be 
undertaken. 

The Commission and OSC have a 
long-standing history of cooperative 
efforts concerning regulatory matters 
originating either in the United States or 
Canada. Because the linkage will 
present both Commissions with the 
potential of increased integration of the 
U.S. and Canadian markets, the 
Commission has focused its efforts on 
information, as well as to provide 
assistance for any investigation and 
related subpoena enforcement actions. 

In this context, the Commission has 
sought to ensure, prior to approval of the 
linkage, that the Canadian blocking 
statute would not be used to impede the 
exchange of information so as to call 
into question the continued viability of 
the linkage. 

The Canadian Foreign Extraterritorial 
Measures act ("FEMA") authorizes the 
Attorney General of Canada to issue 
orders to prevent the production or use 
of records or information in Canada in 
connection with foreign laws and 
proceedings and to issue orders to 
prevent persons in Canada from 
complying with foreign laws and orders 
Under Section 3 of that Act. for 
example, the Attorney General may 
make the determination that a foreign 
tribunal is exercising or is likely to 
exercise jurisdiction in a manner that is 
likely to adversely affect significant 
Canadian interests in relation to 
commerce carried on in Canada or has 


•*S«*? It tier from Stephen William*. Senior Vint 
President. Amex. to Brandon Becker. Assistant 
Director, Division of Market Regulation (“Division I 
dated |unr 21. 19M*t 17-15. 
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otherwise infringed upon Canadian 
sovereignty. If such a determination is 
made, the Attorney General may, by 
order, prohibit or restrict the production 
of Canadian records or information to a 
foreign tribunal, or the doing of any act 
in Canada which might cause the 
records tobc produced before a foreign 
tribunal. 4 * ** *** 

The OSC and counsel to TSE have 
represented that it is highly unlikely the 
Canadian blocking statute would be 
invoked to impede the flow of 
information regarding linkage 
transaction. 43 According to counsel for 
TSE, the legislative history of FEMA 
makes clear that the statute is to be 
invoked only as a "mechanism of last 
resort [to be relied upon] only if 
problems arise with respect to 
extraterritorial application of U.S. laws 
which U.S. and Canadian officials 
cannot resolve satisfactorily/ 144 For 
example, before the Attorney General 
may issue an order under Section 3 of 
FEMA, he must reasonably form the 
opinion that a foreign tribunal, such as 
the Amex or SEC, is exercising 
jurisdiction of a kind that is likely to 
adversely affect significant Canadian 
interests or infringe upon Canadian 
sovereignty, or that the manner in which 
it is to be exercised is likely to 
adversely affect significant Canadian 
interests or infringe or Canadian 
sovereignty. 43 


"’Section S of FEMA tuimiurly provides that 
whrtrii the Attorney General hat formed the opinion 
that a foreign state or tribunal has taken, is taking 
or twill take measures that adversely affect 
significant Canadian interest*, he may. with the 
concurrence of the Secretary of State for External 
Affair*, by order, require a person (n Canada to give 
him notice of any such directive*, measures or 
omrmniicatkvis, and may prohibit any petton In 
Canada flora complying with them. 

** Srtf letter from Cordon Nash. Lord Day and 
bmJ fcounsel to Amex), to Brandon Becker, dated 
June 27.1965, which Includes a copy of an opinion 
letter from the law firm of Tory. Tory. Deslauriers 
•*nd Binnington. to the TSE. dated June 18. VM 
i I ory, Tory letter'*). See also letter from Ermanno 
fascuito, Director. Ontario Securities Commission, 
to Richard Ketchum. Director. Division of Maria! 
Regulation. SEC and Cary l ynch. Director. Division 
of Enforcement. SEC dated September 24,1905. 

"See Tory. Tory letter, page 3 and citing the 
Minister of fustice, John Crosbie. in the House of 
Cmmon*. In the Senate debates, the Honorable 
Nuthan Nurgftr. sponsor of the bilk emphasized that 
the act is "dearly designed to protect national 
sovereignty tn exceptional case*, after diplomatic 
efforts have been exhausted" and that ‘cooperation 

*** fwwwlutfwi" will be the preferred routes of 
fMo ' v * n 8 Wy extraterritorial disputes, id at page 4, 

*el p. 3. Counsel'* letter note* that when a 
particular Minister *uch a* the Attorney General, 
nas «t statutory responsibility to carry out a duty, 
alhimgh he may act in hit own name, the 
Government is responsible. ie« a so-culled 
responsible form of government" 


Counsel to the TSE emphasized that 
in light of the similar policy objectives of 
the U.S. and Canadian securities laws, 
as well as the agreements to cooperate 
between Amex and TSE under the Plan, 
"it would be difficult [to] conceive of o 
plausible scenario whereby the Attorney 
General might form the option necessary 
to interfere with an exchange of 
information pursuant to the Plan, or in 
investigation by Amex, the SEC or the 
-TSE, carried out in a reasonable 
manner, into trading in securities 
undertaken in a manner contemplated in 
the Plan." 40 Accordingly, counsel 
concluded that the procedures for 
information sharing and surveillance are 
"reasonable and necessary" and are 
unlikely to be seen as conflicting with 
significant Canadian interests but rather 
as a framework for cooperation and 
consultation which will be respected by 
the Attorney General. 47 

The OSC confirmed TSE counsel's 
opinion, in a letter which stated that it is 
"extremely unlikely" the blocking 
statute would be invoked to impede the 
flow of information or assistance, 
particularly in light of the pledge of 
cooperation embodied in the Mutual 
Legal Assistance Treaty 4 * which aims 


M Tory. Tory letter, tupra note 42. at 4. 

41 id. at 5. The TSJT* opinion fetter alao discussed 
tho impact on the linkage of two other Ontario law* 
which, like the federal blocking statute, also may 
grant governmental official* or agendrs the right to 
interfere with the exchange of Information or 
enforcement proceedings envisioned by the Plan. 
The Ontario Securities Act (R.S.O 1960. c.4fl8) grant* 
the OSC the authority to make any decision in the 
public interest with reipect to the manner in which 
any stock exhange carries on it* business. Thi* 
jurisdiction extend* to permitting die OSC to direct 
the TSE a* to the manner In which it conducts it* 
business in implementing tho Ainex-TSE Plan. In the 
opinion of TSE counsel, because the Plan ha* been 
approved by the OSC II is unlikely that the OSC 
would intervene in the implementation of the Plan 
to prevent an exchange of information, market 
surveillance or any Investigation carried out 
pursuant to the Plan, absent strong public policy 
reasons. Thi* Is strongly reinforced by the letter the 
OSC has sent the Commission regarding the linkage. 
.See text at note 48. infra. The second relevant law. 
the Business R?oord* Act R-S-O.1980 c.58, was 
passed In 1947. to prevent forced or Involuntary 
Inking of records out of Canada. TSE counsel noted 
that there are no reported case* under the Business 
Record* Act. end, in its opinion, it would be 
inapplicable to linkage related activity because, 
while the statute appears to be aimed at a forced or 
involuntary taking of records out of Canada, the 
plan provides for the voluntary submission of 
information to the TSE pursuant to Amex requests 
for information. 

44 The as yet unretiffed Treaty Between the 
Government of Canad and the Government of the 
United Slates of America on Mutual Legal 
Assistance in Criminal Matters (March Ilk IMS) 
provides, pursuant to Article U of the Treaty, for 
mutual legal assistance in. among other things, (1) 
exchanging information and objects: (2) locating or 
identifying persons; (3) serving documents. (4) 
taking the evidence of persons; (51 providing 
documents and record*; and (5) executing requests 
for searches and seizures. 


to improve the effectiveness of Canada 
and the U.S. in the investigation, 
prosecution and suppression of 
securities offenses. 411 

The SEC and OSC slso have 
exchanged letters confirming their 
mutual commitment to sharing both their 
investigatory resources and any relevant 
information obtained pertaining to 
linkage-related transactions. The 
Commission's letter described the 
assistance it might provide the OSC 
under the broad statutory mandate of 
the U.S. securities laws. 50 In this regard, 
the Commission noted that such 
cooperation would be an extension of its 
long-standing policy of encouraging 
cooperation with foreign government 
authorities regarding investigations and 
enforcement proceedings. 51 in its letter, 
the Commission also noted that its 
investigatory authority was limited to 
cases involving potential violations of 
the U.S. securities laws. 

The OSC also confirmed its 
commitment to cooperate with the SEC 
to the "fullest extent" possible in any 
investigation. 57 In addition, the OSC 
noted that its assistance also could 
extend to obtaining documents located 
in other provinces or territories of 
Canada, notwithstanding the fact its 
investigatory authority only extends to 
compelling attendance of witnesses and 


4t See letter from Ermanno Pascutto. Director. 
OSC, to Richard G. Ketchum. Director. Division of 
Market Regulation and Gary Lynch. Director, 
Division of Enforcement page 3. dated September 
24,19ft!k 

40 See letter from Richard G. Ketchum end Gary 
Lynch, to Ermanno Paicutto at page 4-4. dated 
September 24. 1985. We noted that if the OSC 
requested the SECs assistance In connection with s 
northbound transaction, or a request to obtain 
Information In furtherance of sn OSC inquiry, the 
SEC would assist the OSC to the fullest extent 
possible. In its fetter, the Commission also noted 
that its investigatory authority l* limited to cases 
involving potential violations of the U S. securities 
laws. 

• 4 The United States, as a role, has offered its 
resources in assisting foreign discovery efforts. 
Under 28 U.S.C 1 1782. the United State* federal 
district courts are authorized to lend assistance to 
foreign and international tribunals and to litigants 
before such tribunals, by ordering a person to give 
testimony or to produce documents fur uoo in a 
proceeding of that tribunal Such an order generally 
is made pursuant to a fetter rogatory Issued, or • 
request made, by a foreign or international tribunal 
or upon the application of any Interested person, 
directing that the testimony or statement be given or 
document produced before a person appointed by 
the court. The person appointed has the power to 
administer any nocesoary oath, and take the 
testimony or statement The statute also provides 
that the order may set out the practices and 
procedures to be used which may be. in whole or 
part the practices and procedures of the foreign 
country. 

M The OSC also has Investigatory authority 
similar to the Commission's which may be exercised 
through informal and. where appropriate formal 

procedures. 
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production of documents by persons 
within Ontario. The OSC stated that it 
has a close working relationship with 
securities administrators in other 
provinces and information is obtained 
and shared interprovincially and an an 
informal or formal basis. “ 

UL Conclusion 

The Commission is satisfied that the 
Linkage Plan adequately addresses the 
key issues relating to the effective 
operation of the Amcx-TSE linkage. The 
Commission believes that adequate 
surveillance and information sharing 
and procedures between both the Amex 
and TSE and the SEC and OSC. are in 
place at this time. In this regard, the 
Commission obtained firm 
representations from the OSC that it is 
"extremely unlikely" the Canadian 
federal blocking statute will, in any way. 
hamper the Amex'i or Commission's 
surveillance efforts. 54 Thus, the 
Commission believes that the 
exchanges, and the SEC and OSC. have 
provided for effective avenues for 
cooperation that will ensure the integrity 
of the linkage and the protection of 
investors participating in and affected 
by the linkage. 

It is therefore ordered, pursuant to 
section 19(b)(2) of the Act. that the 
proposed rule changed, be. and hereby, 
are approved. 

By the Commission. 

Dated: September 20 , 1985 . 

|ohn Wheeler. 

Secretary. 

|FR Doc. 85-23141 Filed 9-28-65; fl:45 am] 

billing co t>c sofO-oi-M 


l Ret. No. 34-22443; Fite Wo. SR-Amex-BS- 
15] 

Self-Regulatory Organizations; 
American Stock Exchange, Inc.; Order 
Approving Proposed Rule Change 

The American Stock Exchange. Inc. 
("Amex") submitted, on April 29.1985, 
copies of a proposed rule change (SR- 
Amex-85-15) pursuant to Section 19(b) 
of the Securities Exchange Act of 1934 
("Act") and Rule 19b-4 thereunder, to 
amend section 140 of the Amex 
Company Guide to provide for a 


“Tttt OSC also stated 'hill OSC staff hate 
participated ic investwstioat authorized by a 
formal order issued by an extra-provincial securities 
administration. 

14 As noted above, however, the Commission 
believes that in the event FEMA were invoked 
regarding linkage related trading, the Commission 
would have to consider under the circumstances 
whether, or tn what form, it would be appropriate to 
permit continued operation of the linkage 


reduction in the Exchange's original 
listing fee schedule for Canadian 
companies listed on the Toronto Stock 
Exchange ("TSE") that seek to list on the 
Amex. 

The Exchange determined to retain its 
current rate structure, which is based on 
the number of shares to be listed but 
will apply a fixed percentage reduction. * 1 * * * 
The impetus for the amendment is the 
proposed rule change submitted by the 
Amex which would establish an 
electronic linkage between the Amex 
and the TSE to allow orders in securities 
dually-listed on both exchanges to be 
routed between the two exchanges. 5 The 
linkage is expected to commence on a 
pilot basis in six of the most actively 
traded dual issues and eventually will 
be expanded to include all dually-listed 
securities. 

The Amex anticipates that the Amex- 
TSE linkage will provide an incentive 
for Canadian companies listed on the 
TSE and also traded over-the-counter in 
the United States, to list on the Amex, in 
order to obtain the benefits of the 
linkage for their shareholders. As an 
additional incentive to listing, the Amex 
believes that it is appropriate to offer a 
reduced original listing fee to all 
Canadian companies who list on the 
TSE or any other Canadian stock 
exchange. The Amex has slated that a 
reduced fee is warranted because these 
issuers already have paid an original 
listing fee to a Canadian market to trade 
their shares. Although these companies 
may desire to expand the market for 
their issues, the Amex believes that 
without the listing fee reduction, 
Canadian issuers may hesitate to pay a 
substantial additional fee to list on the 
Amex, particularly because the 
Canadian market generally remains the 
primary market in inter-listed 
securities.* 

Notice of the proposed rule change 
together with the terms of substance of 
the proposed rule change was given by 


'The Amex wiQ be Applying a 50% reduction of 
the current rale* to the Canadian campania*. 
subject to a SaOiXtt overall maximum. For example, 
the total fee for lilting 10 million share* currently 
would be SKXOOO. Under the 50% reduc tion for 
Canadian rximponie*. the total fee for hating would 
be $30000. 

1 The proposal w»» submitted by the Ame* on 

April 4.1965 and published tor comment ui 
Securities Exchange Act Release No. 22001 lAprtl 
30.1065] 50 YU 10504 (May X 10S5) (See File No SR- 
Amex-65-6]. The Commission approved the 
proposal on September 20.1965. Securities 
Exchange Act Release No. 22442, September 20k 

1965 

'The Amex has stated that for the year up to 

March 29.1905 the Canadian market has been the 
dominant market for 22 out of 37 taler-hated 
securities on the Amex. 


the issuance of a Commission release 
(Securities Exchange Act Release No. 
22184, June 28.1985) and by publication 
in the Federal Register (50 FR 27873. July 
8,1985). No comments were received 
regarding the proposed rule change. 

The Commission finds that the 
proposed rule change is consistent with 
the requirements of the Act and the 
rules and regulations thereunder 
applicable to a national securities 
exchange and. in particular, the 
requirements of Section 8, as 
appropriate, and the rules and the 
regulations thereunder. In particular, the 
Commission finds the proposed rule 
change is consistent with section 6(b)(4) 
of the Act which requires that the rules 
of an exchange provide for the equitable 
allocation of reasonable dues, fees and 
other charges among its members and 
issuers and other persons using its 
facilities. In addition, the Commission 
believes that the reduced listing fees do 
not unfairly discriminate among issuers 
us proscribed by section 6(b)(5) of the 
Act. The Commission agrees with the 
Amex that a reduced fee for Canadian 
companies is warranted because these 
companies already have listed on a 
Canadian stock exchange, and. in 
addition, the Canadian market generally 
has been the dominant market in the 
majority of the inter-listed securities. 
Moreover, the Canadian issuers would 
he required to pay the same annual fee 
for continued Amex listing paid by all 
other Amex listed companies. 
Accordingly, the Commission views as 
appropriate Amex's reduction in initial 
listing fees for Canadian issuers that 
have incurred initial and continuing 
listing fees on a Canadian exchange that 
is often the primary market for their 
stock. Finally, the Commission notes 
that, to test the impact of the reduced 
listing fees, the reductions will be 
implemented on a one year pilot basis. 

It is therefore ordered, pursuant to 
section 19(b)(2) of the Act, that the 
proposed rule change be. and hereby is. 
approved. 

For the Commission, by the Division of 
Market Regulation pursuant to delegated 
authority. 

John Wheeler, 

Secretary . 

September 20.1985. 

|FR Doc 85-23142 Filed 9-28-85: 8 4S nm| 
SILLING CODE 9010-41-41 
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IRel. No. *4-22436; File Nos. SR-Amex-85- 
19 and CBOE-85-38] 

Self-Regulatory Organizations; 
Proposed Rule Changes by the 
American Stock Exchange. Inc., and 
Chicago Board Options Exchange, 

Inc.; Relating to the Options Allocation 
Plan 

Pursuant to section 19(b)(1) of the 
Securities Exchange Act of 1934,15 
U.S.C. 78s(b)(l), notice is hereby given 
that on May 16 and August 29.1985. the 
American Stock Exchange, Inc. 

("Amex") and Chicago Board Options 
Exchange. Inc. |"CBOE *') filed with the 
Securities and Exchange Commission 
the proposed rule changes as described 
in Items I. II, and III below, which Items 
have been prepared by the self- 
refgulatory organizations. The 
Commission is publishing this notice to 
solicit comments on the proposed rule 
changes from interested persons. 

I. Self-Regulatory Orgainzations* 
Statement of the Terms of Substance of 
the Proposed Rule Changes 

Amex and CBOE propose to amend 
the Options Allocation Plan ("Plan") to 
explicitly exclude from coverage of the 
Plan options on Over-lhe-countcr stocks 
designated as National Market System 
securities in Rule llAa2-l under the 
Securities Exchange Act of 1934 (“NMS 
securities"). Italics indicates material 
proposed to be added to the plan. 

Options Allocation Plan 

(A)—(1) No change. 

U)Thi$ Option Allocation Plan shall 
not he applicable to the listing or 
delisting of any option on a stock which 
is traded primarily through the facilities 
of the National Association of Securities 
Dealers automated Quotation System at 
the time said option is to be admitted to 
trading on the Exchange. 

II. Self-Regulatory Organizations' 
Statement of the Purpose of, and 
Statutory Basis for, the Proposed Rule 
Changes 

In their filings with the Commission, 
the self-regulatory organizations 
included statements concerning the 
purpose of and basis for the proposed 
rule changes and discussed any 
comments they received on the 
proposed rule changes. The text of these 
statements may be examined at the 
places specified in Item IV below. The 
•^elf-regulatory organizations have 
prepared summaries, set forth in 
sections (A). (B). and (C) below, of the 
most significant aspects of such 
statements. 


A. SelfRegulatory Organizations* 
Statement of the Purpose of and 
Statutory Basis for. the Proposed Rule 
Changes 

On May 8.1985. the Commission 
issued Release No. 34-22026 (“Release") 
regarding proposals to trade 
standardized options on NMS securities 
designated as such pursuant to Rule 
llAa2~l(b)(1) of the Securities Exchange 
Act of 1934. Among other things, the 
Release stated that the Exchange's 
proposal to trade options on NMS 
securities is conditioned upon the 
elimination of certain existing barriers 
to the multiple trading of these options. 

The Commission found that the 
Options Allocation Plan is one such 
barrier to multiple trading. Thus, the 
Commission is requiring the participants 
in the Plan to amend the Plan to 
specifically exclude options on NMS 
securities from the coverage of the Plan. 1 
The Plan will exclude from coverage 
such options irrespective of whether or 
not the stock is subsequently listed on 
an exchange. Accordingly, any NMS 
security which has been selected for 
standardized options trading by one or 
more exchanges will, even upon its 
subsequent listing on an exchange, 
continue to be eligible for selection by 
any other marketplace. 

The proposed rule change is 
consistent with sections 6(b) and 11A of 
the Act in general and furthers the 
objectives of section 6(b)(5) in particular 
In that it will remove barriers to multiple 
trading, thereby permitting exchange 
members, member organizations and 
affiliated persons to freely transact 
business in standardized options on 
NMS Securities either on an exchange or 
through the NASDAQ system. 

B. Self-Regulatory Organizations * 
Statement on Burden on Compeition 

The Amex and CBOE believe that the 
proposed rule changes will not impose a 
burden on competition. 

C Self-Regulatory Organizations * 
Statement on Comments on the 
Proposed Rule Changes Received From 
Members. Participants , or Others 

No written comments were either 
solicited or received. 

UI. Date of Effectiveness of the 
Proposed Rule Changes and Timing for 
Commission Action 


‘ Amex and CBOE. ai well at U>e New York. 
Pacific and Philadelphia Stock Exchanges, 
previously have agreed not lo apply the existing 
Options Allocation Plan to options on NMS stocks 
and to submit rule Tilings formally amending the 
Plan to this effect. See eg.. Securities Exchange Act 
Release No. 22094. May 31.19RS. 50 FR 23A59 
(approval of Amex't proposal to trade options on 
NMS stocks). 


Within 35 days of the date of 
publication of this notice in the Federal 
Register or within such longer period (i) 
as the Commission may designate up to 
90 days of such date if it finds such 
longer period to be appropriate and 
publishes its reasons for so finding or (ii) 
as to which the self-regulatory 
organization consents, the Commission 
will; 

(A) By order approve such proposed 
rule changes, or 

(B) Institute proceedings to determine 
whether the proposed rule changes 
should be disapproved. 

IV. Solicitation of Comments 

Interested persons arc invited to 
submit written data, views, and 
arguments concerning the foregoing. 
Persons making written submissions 
should file six copies thereof with the 
Secretary, Securities and Exchange 
Commission. 450 Fifth Street, NW., 
Washington, D.C. 20549. Copies of the 
submission, all subsequent amendments, 
all written statements with respect to 
the proposed rule change that are filed 
with the Commission, and all written 
communications relating to the proposed 
rule changes between the Commission 
and any person, other than those that 
may be withheld from the public in 
accordance with the provisions of 5 
U.S.C 552, will be available for 
inspection and copying in the 
Commission's Public Reference Section. 
450 Fifth Street, NW., Washington. D.C. 
Copies of such filings will also be 
available for inspection and copying at 
the principal offices of the Amex and 
CBOE. All submissions should refer to 
the file numbers in the caption above 
and should be submitted by October 18. 
1985. 

For the Commission by the Division of 
Market Regulation, pursuant to delegated 
authority. 

Dated: September 20.1905. 

|oho Wheeler, 

Secretary. 

|FR Doc. 85-23143 Filed 9-26-05: 8:45 am) 

811UWG COOC SO 10-01-4* 


IRel. No. 34-22425; Fife No. SR-CBOE-65- 
39) 

Self-Regulatory Organizations; 
Proposed Rule Change by Chicago 
Board Options Exchange, Inc.; 
Relating to Crossing Orders for 
Foreign Currency Options 

Pursuant to section 19(b)(1) of the 
Securities Exchange Act of 1934,15 
U.S.C. 78s(b)(l), notice is hereby given 
that on August 29,1985, the Chicago 
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Board Options Exchange. Incorporated 
filed with the Securities and Exchange 
Commission the proposed rule change 
as described in Items I. II and III below, 
which Items have been prepared by the 
self-regulatory organization. The 
Commission is publishing this notice to 
solicit comments on the proposed rule 
change from interested persons. 

I. Text of the Proposed Rule Change 

This rule change adds rule 22.14 to 
chapter XXII concerning currency 
options. 

Crossing Orders 

Rule 22.14. Exchange Rule 0.74 shall 
apply to the trading of currency options, 
except that when a facilitation order is 
from a firm's proprietary' account or 
from a public customer who is not a 
broker-dealer, the facilitation order shall 
have the right to facilitate up to a 
minimum of 20 percent of the order 
being facilitated. 

II. Self-Regulatory Organization's 
Statement of the Purpose of and 
Statutory' Basis for, the Proposed Rule 
Change 

In its filing with the Commission, tire 
self-regulatory organization included 
statements concerning the purpose of 
and basis for the proposed rule change 
and discussed any comments it received 
on the proposed rule change. The text of 
these statements may be examined at 
the places specified in Item IV below 
and is set forth in sections (A), (B). and 
(C) below. 

(A) Procedures of the Self Regulatory 
Organization 

The purpose of this proposed rule 
change is to encourage market 
participants to facilitate public customer 
orders by providing that they can 
participate in at least 20 percent of the 
transaction, while at the same time 
providing that trading crowd 
participants also have an opportunity to 
participate. 

The statutory basis for the proposed 
rule change is section 6(b)l5) of the 
Securities Exchange Act of 1934 (the 
Act), in that it would protect investors 
and the public interest by enhancing the 
facilitation of public customer orders. 

(B) Self’Regulatory Organization s 
Statement on Burden on Competition 

The Exchange does not believe that 
this proposed rule change will impose 
any burden on competition. 
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(C) Self-Regulatory Organization s 
Statement on Comments on the 
Proposed Rule Change Received From 
Members. Participants or Others 

Comments were neither solicited nor 
received. 

HI. Date of Effectiveness of the 
Proposed Rule Change and Timing for 
Commission Action 

Within 35 days of the date of 
publication of this notice in the Federal 
Register or within such longer period (i) 
as the Commission may designate up to 
90 days of such date if it finds such 
longer period to be appropriate and 
publishes its reasons for so finding or (ii) 
as to which the self-regulatory 
organization consents, the Commission 
will: 

(A) By order approve such proposed 
rule change, or 

(B) Institute proceedings to determine 
whether the proposed rule change 
should be disapproved. 

IV. Solicitation of Comments 

Interested persons are invited to 
submit written data, views and 
arguments concerning the foregoing. 
Persons making written submission 
should file six copies thereof with the 
Secretary, Securities and Exchange 
Commission, 450 Fifth Street. 
Washington, D.C. 20549. Copies of the 
submission, all subsequent amendments, 
all written statements with respect to 
the proposed rule change that are filed 
with the Commission, and all written 
communications relating to the proposed 
rule change between the Commission 
and any person, other than those IhM 
may be withheld from the public in 
accordance with the provisions of 5 
U.S.C. 552. will be available for 
inspection and copying at the 
Commission's Public Reference Section. 
450 Fifth Street, NW, Washington. D.C. 
Copies of such filing will also be 
available for inspection and copying at 
the principal office of the above- 
mentioned self-regulatory organization. 
All submissions should refer to the file 
number in the caption above and should 
be submitted by October 18.1985. 

For the Commission by the Division o! 
Market Regulation, pursuant to delegated 
authority. 

Dated: September 18,1985 
|ohn Whe el e r, 

Secretary, 

[FR Doc. 85-23144 Filed 9-20-85: 8 45 am) 
BILLING COOC S$ 18-01-8 


(Ret. No. 34-22427; Ftte No. SR-CBOE-85- 
30) 

Self-Regulatory Organizations; 
Proposed Rule Change by Chicago 
Board Options Exchange, Inc., 

Relating to Disclosure of Orders 

Pursuant to section 19(b)(1) of the 
Securities Exchange Act of 1934,15 
U.S.C, 78s(b)(l). notice is hereby given 
that on July 25,1985. the Chicago Boord 
Options Exchange. Incorporated filed 
with the Securities and Exchange 
Commission the proposed rule chnnge 
as described in Items I. II and III below, 
which Items have been prepared by the 
self-regulatory organization. The 
Commission is publishing this notice to 
solicit comments on the proposed rule 
change from interested persons. 

I. Text of the Proposed Rule Change 

Additions are italicized; deletions are 
bracketed. 

Disclosure of Orders 

Rule 7.8. (Except for the bids and 
offers that he displays or makes orally 
in accordance with Rule 7.7, no Board 
Broker or Order Book Official shall 
directly or indirectly disclose to any 
person, other than an official of the 
Exchange, any information in regard to 
the orders entrusted to him. unless, in 
his opinion and with the concurrence of 
r Floor Official, the interests of a fair 
and orderly market call for such 
disclosure.] 

Equal Access to Book Depth and Size 
Upon the request of a member, and so 
long os such request does not interfert' 
with operation of the book, an Order 
Bock Official, or such other person 
designated by the Exchange, may 
disclose the price and number contracts 
bid below or offered above the book 
information displayed pursuant to Rule 
7.7. The Exchange may. in its discretion, 
from time to time, establish the depth to 
%vhich such information may be 
disclosed. 

II. Self-Regulatory' Organization's 
Statement of the Purpose of. and 
Statutory Basis for, the Proposed Rule 
Change 

In its filing with the Commission, the 
self-regulatory organization included 
statements concerning the purpose of 
and basis for the proposed rule change 
and discussed any comments it received 
on the proposed rule change. The text of 
these statements may be examined at 
the places specified in Item IV below 
and is set forth in sections (A). |B). and 
(Cl below. 
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(A) Self-Regulatory Organization's 
Statement of the Purpose of, and the 
Statutory Basis for. the Proposed Rule 

Change 

The purpose of this rule change is to 
permit access to book size and depth 
information below and above the best 
bid and offer on the book. The best bid 
and offer on the book are displayed 
under Rule 7.7. Currently. Rule 7.8 
precludes disclosure of Book size and 
depth above the best offer and below 
the best bid. except on a discretionary 
basis, with concurrence of a floor 
official. The proposed rule change would 
allow all market participants to gain 
access, on an equal basis, to information 
concerning book size and depth. Based 
upon experience, the Exchange will 
determine from time to time the extent 
of access to be permitted. The Order 
Book Official is given the responsibility 
to disclose book depth and size. The 
Exchange may designate someone else 
to assume this function. 

This rule change will provide 
information to crowd participants which 
will permit them to establish better the 
best available price for handling larger 
orders. A common practice on stock 
exchanges, for example, is for block 
positioners to learn how* much of the 
book, and at what price, will need to be 
purchased or sold as part of a 
transaction. This is useful information in 
establishing the price for transactions, 
and should facilitate options trading. 

The rule change is consistent with the 
Securities Exchange Act of 1934 (The 
Acf 4 ) and in particular Section ft(b)(5] of 
the Act because the rule change will 
facilitate the fair and efficient pricing of 
securities transactions, and is in the 
public interest, by providing equal 
uccess to information concerning book 
depth and size. 

(B) Self‘Regulatory Organization's 
Statement on Burden on Competition 

The Exchange does not believe that 
this proposed rule change will impose 
any burden on competition. 

(C) Self-Regulatory Organization s 
Statement on Comments on the 
imposed Rule Change Received From 
Members. Participants or Others 

This proposed rule change is the 
implementation of one of the 
recommendations of the CMTF. which 
Wus endorsed by a membership vote 
concluded on November 20, 1984 . 

HI Date of Effectiveness of the 
Proposed Rule Change and Timing for 
Commission Action 

Within 35 days of the date of 
publication of this notice in the Federal 


Register or within such longer period (i) 
as the Commission may designate up to 
90 days of such date if it finds such 
longer period to be appropriate and 
publishes its reasons for so finding or (ii) 
as to which the self-regulatory 
organization consents, the Commission 
will: 

(A) By order approve such proposed 
rule change, or 

(B) Institute proceedings to determine 
whether the proposed rule change 
should be disapproved. 

IV. Solicitation of Comments 

Interested persons are invited to 
submit written data, views and 
arguments concerning the foregoing 
Persons making written submission 
should file six copies thereof with the 
Secretary, Securities and Exchange 
Commission. 450 Fifth Street. 
Washington. DC 20649. Copies of the 
submission, all subsequent amendments, 
all written statements with respect to 
the proposed rule change that are filed 
with the Commission, and all written 
communications relating to the proposed 
rule change between the Commission 
and any person, other than those that 
may be withheld from the public in 
accordance with the provisions of 5 
U.S.C. 552. will be available for 
inspection and copying at the 
Commission's Public Reference Section. 
450 Fifth Street. NW.. Washington. DC. 
Copies of such filing will also be 
available for inspection and copying at 
the principal office of the above- 
mentioned self-regulatory organization. 
All submissions should refer to the file 
number in the caption above and should 
be submitted by October 18,1985. 

For the Commisxion by the Division of 
Market Regulation, pursuant to delegated 
Authority. 

Dated: September 19. 1985 
John Wheeler. 

Secretary. 

(FR Doc. 85-23145 Filed 9-28-45. 6:45 am) 

BILLING COO€ MHO-AMI 


l Release No. 34-22430; FWe No. SN-CSE- 
85-4) 

Sett-Regulatory Organizations; 
Cincinnati Stock Exchange, Inc; Order 
Approving Proposed Rule Change 

The Cincinnati Stock Exchange. Inc 
("CSE”) on August 2,1985 submitted a 
proposed rule change pursuant to 
section 19(b)(1) of the Securities 
Exchange Act of 1934 f *Acf) and Rule 
19b-4 thereunder, to adopt certain 
stated policies, practices and 
interpretations describing in detail the 
CSE's National Securities Trading 


System (TNSTS") and to amend CSE 
Rule 11.9 to reflect recent changes in. 
and certain proposed changes to. the 
NSTS. 

The CSE’s NSTS is an electronic 
securities communication and execution 
system through which bids and offers of 
public orders and competing dealers are 
consolidated for review and execution. 
In addition to displaying limit orders 
and CSE and other market quotes, the 
NSTS matches orders and quotes at the 
same price in the system and executes 
them electronically based on 
programmed price/time and agency/ 
principal priorities. 1 * In addition to 
describing the NSTS more fully, die 
proposed rule change reflects recent 
changes made by the CSE to NSTS in 
order to proride automated guaranteed 
executions for public agency order up to 
1099 shares at the best available quote 
displayed by all IntermarKet Trading 
System ("ITS*’) participants. Under this 
guarantee, public agency market and 
marketable limit orders are priced at the 
best bid and offer of all ITS participants 
('TTS/BBO*). and matched against any 
existing contra agency interest in the 
system at this price, and then against 
any similar principal interest If less 
than 1099 shares of the order have been 
executed thr ough this process, the 
system will execute the remainder of the 
order up to 1099 shares at the ITS/BBO 
on behalf of a dealer in the system 
designated as the Dealer of the day. The 
NSTS does not provide dealers the 
ability to improve the execution price 
received by the customer. If any of the 
order still remains, it will be flashed on 
NSTS terminals to approved dealers for 
30 seconds to give each approved dealer 
an opportunity to fill the balance of the 
order at the ITS/BBO, before the order 
is formatted for potential entry into 
ITS.* 

The proposed rule change also reflects 
changes to NSTS that make possible the 
automatic entry of NSTS orders into 
ITS. At present, orders are formatted 
and entered in ITS on a manual basis. 
The proposed rule change includes a 
detailed description of how the NSTS 
would process ITS activity through an 
automated interface. 

Notice of the proposed rule change 
was given in Securities Exchange Act 


1 The NSTS is described la gr*nter deUtf In the 
tried** noticing this rale change. Security* 
Exchange Act Rcleaw No. 22330 (August Ii WSSf 
90 FR 39808 

* Dealer order* enter ad into the ryiKo do not 
receive the 1099 share guaranteed execution: 
flimiUrty. dealer orders, except for order* being 

handJed*bjr another dealer as *gmt are not *tth|*r.i 
Id the 30 second delay before being formatted for 
entry into ITS 
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Release No. 22330 (August 15.1985), and 
published in the Federal Register (50 FR 
33880) on August 21.1985. A comment 
letter was received from the New York 
Stock Exchange. Inc. ("NYSE’V which 
noted that the CSE had already reflected 
several NYSE comments in the proposed 
rule change. The NYSE suggested, 
however, that because the terms of the 
automated CSE linkage with ITS are still 
under discussion among the CSE and 
other ITS porticipants, the Commission 
should refrain from approving the 
portion of the proposed rule change 
dealing with entry of orders into ITS 
until amendments to the ITS Plan 
“necessary to permit the automated 
linkage that the CSE seeks'* have been 
prepared. 4 * 

The CSE proposed rule change should 
contribute to the efficiency of the 
securities markets, increased 
competition among markets, and 
promotion of the public interest. The 
Commission is concerned, however, that 
the CSE's NSTS system does not provide 
an opportunity for customer market 
orders executed automatically pursuant 
to the CSE guarantee to obtain an 
execution price between the ITS/BBO. 
Several other exchange small order 
system providing automated executions 
at the ITS/BBO, such as the Pacific 
Stock Exchange, Inc.'s SCOREX system 
and the Midwest Stock Exchange, Inc.'s 
MAX system, provide a brief period in 
which the order is displayed to the 
specialist in the stock; these systems 
differ from NSTS in that they enable the 
specialist to improve the price of the 
execution to reflect interest on the floor 
or trading patterns on another exchange. 
The CSE's NSTS docs not at this point 
allow market makers to execute small 
customer market orders at prices other 
than the ITS/BBO. The Commission 
recognizes, however, that the CSE 
accounts at present for a very small 
share of the overall order flow in stocks 
traded through NSTS. and that the 
changes in the NSTS system are 
intended to be initial steps in improving 
the NSTS system. The Commission also 
has received assurances from members 
of the CSE governing bodies that the 
CSE is willing to consider modifying the 
NSTS in the near future to allow the 
execution price of customer orders to be 
improved in the system. 

The elements of the proposed rule 
change designed to accommodate an 
automated interface between NSTS and 
ITS also provide a predicate for 
enhanced market linkages that could 
contribute substantially to the efficency 


•L*tt<rr from Jama* Itock. SccttUry. NYSE, to 
|ohn Wheeler Secretory. SEC (September ta IMS) 

tMiti 


of and competition in the market. When 
the Commission initially approved CSE's 
membership in ITS. which provided for 
a manual NSTS/FTS interface, it stated: 

The Commission ia concerned . . . that a 
manual interface will provide too slow and 
cumbersome to provide an efficient 
mechanism for routing orders among market 
centers. Accordingly, the Commission 
expects that, if the CSE is willing to 
implement the necessary technical changes to 
afTect an automated interface between the 
NSTS and ITS, the ITS participants will take 
necessary steps to implement such an 
interface. 1 

The CSE proposed rule change, by 
providing for the necessary changes to 
NSTS to accommodate an automated 
interface, is a necessary precondition to 
such action by ITS. Accordingly, the 
Commission finds that the CSE has set 
forth an approach in its rules and its 
stated policy, practice and interpretation 
concerning the interface of NSTS with 
ITS that, while not by any means the 
only possible approach to this interface, 
is consistent with the Act and the rules 
and regulations thereunder.* 

It should be noted that the Commission, 
by taking this action, is not expressing 
any views with respect to any changes 
that may be made to the ITS Plan to 
accommodate an automated NSTS/ITS 
interface. The Commission recognizes 
that discussions are underway among 
the CSE and other ITS participants 
concerning the need for and terms of an 
amendment to the Plan governing the 
ITS to accommodate such an automated 
interface. In particular, the Commission 
understands that such discussions could 
result in an agreement among ITS 
participants that certain conditions be 
imposed on maintenance of this 
automated interface and that these 
discussions on Plan issues could result 
in changes in the description set forth in 
the CSE's proposed rule change. In the 
event changes in the CSE's proposed 
rules become necessary as the result of 
these discussions, these changes will be 
reviewed by the Commission in a 
subsequent rule filing, just as the 
Commission will review any ITS Plan 
amendments that may result from these 
discussions. 

The Commission finds that the 
proposed rule change is consistent with 
the requirements of the Act and the 
rules and regulations thereunder 


4 Securities Exchange Act Release No. 1~532 
{February 10. 1»1)- +0 FR 12919. 

•For this reason, and because, at discussed 
below, the Commission la not in this order 
expressing any view with respect to any posaible 
ITS Ptan amendments, the Commission believes il is 
unnecessary to withhold action on those portions of 
the CSE proposed rule change relating to the NSTS/ 
ITS interface. 


applicable to a national securities 
exhange and. in particular, the 
requirements of Section 8 and the rules 
and regulations thereunder. 

It is therefore ordered, pursuant to 
section 19(b)(2) of the Act, that the 
above-mentioned proposed rule change 
be, and hereby is approved. 

For the Commission, by the Division of 
Market Regulation, pursuant to delegated 
authority. 

Dated: September 20.1985. 

John Wheeler, 

Secretary . 

(FR Doc. 85-23140 Filed 0-28-85; 8:45 iim| 

OIUJNG coot 0010 - 01-11 


{Release No. 34-22426; File No. SR-NASD- 
65-251 

Se!f-RQ9ulatory Organizations; Filing 
and Order Granting Accelerated 
Approval of a Temporary Proposed 
Rule Change by National Association 
of Securities Dealers, Inc.; Relating to 
Modification of the Small Order 
Execution System for Transactions in 
Over-the-Counter Securities 

Pursuant to section 19(b)(1) of the 
Securities Exchange Of 1934 (“Acf), 15 
U.S.C. 78s(b){l), notice is hereby given 
that on September 13.1985. the National 
Association of Securities Dealers, Inc. 
(“NASD") filed with the Securities and 
Exchange Commission the proposed rulu 
change as described in Items I, II, and III 
below, which Items have been prepared 
by the NASD. The Commission is 
publishing this notice to solicit comment 
on the proposed rule change from 
interested persons. 

I. Self-Regulatory Organization's 
Statement of Terms of Substance of the 
Proposed Rule Change 

The following is the full text of a rule 
change by the NASD relating to 
modification of the facilities description 
of the Small Order Execution System 
(“SOES") for transactions in over-the- 
counter (“OTC") securities approved by 
the Commission in SR-NASD-84-26 
The rule change shall be effective for a 
period of 90 days to permit 
consideration by the Commission of 
approval of the proposed modification 
on a permanent basis which is the 
subject of a separate rule filing. Tb<? text 
of the rule change is: 

The NASD has filed as a stated 
policy, practice or interpretation, a 
description of a new facility which has 
been designed and developed by NASD 
Market Services. Inc. (“NASD market 
serviced") a subsidiary of the NASD. 
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NASD Market Services has developed 
SOES which is an order routing and 
execution system, specifically designed 
to execute limited size orders [(initially 
500 shares)] (currently 500 shores for 
NASDAQ and 1,000 shares for 
NASDAQ/NMSsecurities) in OTC 
securities* 

Remaining text is unchanged 

II. Self Regulatory Organization’s 
Statement of the Purpose of, and 
Statutory Basis for, the Proposed Rule 

Change 

In its filing with the Commission, the 
NASD included statements concerning 
the purpose of and basis for the 
proposed rule change and discussed any 
comments it received on the proposed 
rule change. The text of these 
statements may be examined at the 
places specified in Item IV below. The 
NASD has prepared summaries, set 
forth in section (A), (B) and (C) below, of 
the most significant aspects of such 
statements. 

A. Self-Regulatory Organization's 
Statement of the Purpose of and 
Statutory Basis for. the Proposed Rule 

Change 

The purpose of SOES is to improve 
the efficiency of execution of 
transactions in OTC securities through 
the use of new data processing and 
communications techniques. The entry 
and execution of up to 1,000 shares in 
NASDAQ/NMS issues is part of the 
increased efficiency and capability of 
the system. 

The statutory basis for the 
development and implementation of 
SOES is found in section 1lA(a)(t) (B) 
and (C)(i), 15A(b)(6). and 17A(a)(l) (B) 
and (C) of the Act. Section llA(aHl) (B) 
and (C)(i) set forth the Congressional 
goal for achieving more efficient and 
effective market operations and the 
economically efficient execution of 
transactions through new data 
processing and communications 
techniques. Section 15A(b)(6) requires 
that the rule of the NASD be designed 
to foster cooperation and coordiantion 
with persons engaged in regulating, 
clearing, settling, and processing 
information with respect to. and 
facilitating transactions in securities, to 
remove impediments to and perfect the 
mechanism of a free and open 
market . . Section 17A(a)(1) (B) and 
11 ) sets forth the Congressional goal of 
reducing costs involved in the clearance 
ind settlement process through data 
processing and communications 
techniques. The NASD believes that the 
modification to SOES will further these 
e nds by providing an enhanced 
mechanism for the efficient and 


economic execution and clearance of 
transactions in OTC securities. 

B. Self-Regulatory Organization's 
Statement on Burden on Competition 

SOES is a service to which 
articipants subscribe on a voluntary 
asis and as such the NASD believes 
that it imposes no burden on 
competition. To the extent that any 
burden on competition may be found to 
exist, the NASD believes that the benefit 
of increased efficiency of SOES will 
outweigh any potential burden upon 
competition and materially advance the 
purposes to be served under the 
foregoing sections of the Act It is also 
important to note that the transactional 
size provided for in SOES comports with 
transactional size in execution systems 
operated or under the control of other 
self-regulatory organizations. 

C SeJf-ReguIatory Organization's 
Statement on Comments on the 
Proposed Rule Changes Received From 
Members , Participants . or Others 

Comments were neither solicited nor 
received in connection with the 
proposed modification to SOES. 

III. Solicitation of Comments 

Interested persons are invited to 
submit written comments concerning the 
foregoing. Persons submitting comments 
should file six copies with John 
Wheeler. Secretary, Securities and 
Exchange Commission. 450 5th Street 
NW., Washington, DC 20549. Copies of 
the submission, and all related items 
other than those that may be withheld 
from the public in accordance with the 
provisions of 5 U.S.C. 552. will be 
available for inspection and copying at 
the principal office of tho NASD, located 
at 1725 K Street NW.. Washington. DC 
20006. All submissions should refer to 
File No. SR-NASD-85-25 and should be 
submitted by October 21,1965. 

IV. Approval 

The Commission finds that the 
proposed temporary rule change is 
consistent with the requirements of the 
Act and the rules and regulations 
thereunder applicable to the NASD and 
in particular, the requirements of section 
llA(a)(l)(B) and the rules and • 
regulations thereunder. 

The Commission finds good cause for 
approving the proposed rule change 
prior to the thirtieth day after the date of 
publication of notice of filing thereof in 
that accelerated approval and the 
implementation of the modification to 
SOES scheduled to occur on September 
27.1985. will benefit public investors by 
providing more Vapid and cost-effective 
processing of transactions while 


assuring that such transactions are 
effected at the best quote available in 
the market at any particular point in 
time. The Commission recognizes that 
the NASD has prepared its system for 
implementation of the modification on 
that date. The Commission also notes 
that the issues involving SOES will be 
noticed for public comment in a 
permanent rule change filing and, as 
discussed above, the Commission 
believes that the benefits of approval of 
this temporary rule change outweigh any 
potential adverse effects to the 
commentators or other market 
participants during the short period of 
the rule change’s effectiveness. 

For the Commission, by the Division of 
Market Regulation, pursuant to delegated 
authority 

Dated: September 19.1965, 

John Wheeler, 

Secretary. 

[FR Doc 85-23147 Filed 9-28-05: MS am) 

0ILL1MO cooc aoio-oi-ai 


[ Release No. 34-22445; Fife No. SR-NYSE- 
85-341 

Seif-Regufatory Organizations; FHing 
and Order Granting Accelerated 
Approval of Proposed Rule Change by 
New York Stock Exchange, Inc., 
Relating to the Capture and 
Submission of Specified Audit Trail 
Data 

Pursuant to section 19(b)(1) of the 
Securities Exchange Act of 1934,15 
U.S.C. 765(b)(1), notice is hereby given 
that on September 9,1985, the New York 
Stock Exchange. Inc. filed with the 
Securities and Exchange Commission 
the proposed rule changes as described 
in Items I. H and III below, which Items 
have been prepared by the self- 
regulatory organization. The 
Commission is publishing this notice to 
solicit comments on the proposed rule 
changes from interested persons. 

I. Self-Regulatory Organization's 
Statement of the Terms of Substance of 
the Proposed Rule Changes 

The proposed rule changes consist of 
requirements in regard to the capture 
and submision of specified audit trail 
data to a clearing agency or the 
Exchange. 

II. Self-Regulatory Organization’s 
Statement of the Purpose of and 
Statutory Basis for. the Proposed Rule 
Changes 

In its filing with the Commission, the 
self-regulatory organization included 
statements concerning the purpose of 
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ant] basis for the proposed rule changes 
end discussed any comments it received 
on the proposed rule changes. The text 
of these statements may be examined at 
the places specified in Item IV below. 
Ihe self-regulatory organization has 
prepared summaries, set forth in 
sections (A). (B), and (C] below, of the 
most significant aspects of such 
statements. 

A Self-Regulatory Organization's 
Statement of the Purpose of and 
Statutory Basis for, the Proposed Rule 
Changes 

(1) Purpose 

The purpose of the proposed rule 
changes is to increase the accuracy and 
completeness of the Exchange’s Audit 
Trail by; 

(i) Requiring parties to round-lot 
regular-way transactions effected on the 
Exchange to submit specified audit trail 
data to a Clearing Agency that has 
agreed to supply the Exchange with such 
data; 

(ii) Requiring parlies to round lot non- 
regular way transactions effected on the 
Exchange to submit specified audit trail 
data to the Exchange; 

(iii) Requiring executing brokers to 
capture audit trail data at the point of 
trade. 

(iv) Providing that the Exchange may 
impose fines under the expedited 
procedures of Rule 476A in any case 
where members and member 
organizations do not comply with audit 
trail requirements as to the capturing 
and submission of all specified audit 
trail data. 1 

The Genesis of the Audit Trail. 1 he 
New York Stock Exchange Audit Trail is 
an automated surveillance tool that can 
be immediately accessed via computer 
terminals, which is used to rapidly 
reconstruct trades in order to identify 
rule violations and other intra and 
intermarket trading abuses. The SEC 
encouraged its development at least as 
far back as its 1963 Special Study of the 
Securities Markets and later also 
proposed to develop its own Market 
Oversight Surveillance System (MOSS). 

Aided by the development of 
advanced computer systems technology, 
the Exchange also accelerated its efforts 
to develop its own audit trail system. It 
also joined with the other securities 
markets to form the Intermarket 
Surveillance Group (ISG). The audit 
trail's success so far, coupled with the 


*Tho Exchange «Uo request* an amendment to it* 
minor ditdplinary rut# violation plan pursuant to 
Rule l9J-!(c) under the Sectirllk* Exchange Act of 
1OT4. See Sec untie* Exchange Act Relea*# No. 

22300 (Auguat & 1985) SO FR 32818 for the original 
notice of this pian. 


work of the ISG. have resulted in the 
SEC's conclusion of MOSS as 
unnecessary. 

The Audit Trail System. The audit 
trail system was efficiently designed by 
modifying Floor trade data collection 
and comparison systems that were 
already in place at the Exchange, 
National Securities Clearing 
Corporation (NSCC) and the member 
firms. Audit trail data elements received 
by a clearing agency for each trade from 
the clearing member firms are combined 
with other audit trail data elements and 
submitted to the Securities Industry 
Automation Corporation (SLAC). This 
data is matched to the tape print with 
corresponding audit trail data elements 
that are captured on the Floor to 
produce the audit trail. Audit trail data, 
however, is automatically obtained for 
orders processed by any one of the 
Exchange's automated trading support 
systems, which account for slightly more 
than one-half of all Exchange trades. 
This efficiently eliminates the need for 
die system user to have audit trail data 
In regard to his side of the trade sent to 
a clearing agency. At present. Exchange 
systems do not provide for 
distinguishing whether the account for 
which an order was executed was that 
of a member or member organization or 
of a non-member or non-member 
organization, as called for in 
subparagraph (9) of proposed Rule 
132.30, Until such time as Exchange 
systems are programmed to provide this 
information, the Exchange will not 
require compliance with subparagraph 
(9) as to systematized orders, unless in 
the interim suitable alternative methods 
of collecting this information are 
identified and implemented. 

The Need for an Audit Trail Rule. In 
order to ensure that the audit trail is as 
complete and accurate as possible, the 
proposed audit trail rule is felt to be 
necessary for two basic reasons. 
Primarily, the proposed rule change 
defines the audit trail data elements 
necessary for submission to a clearing 
agency and codifies the capture and 
submission of each data element as an 
Exchange rule. In appropriate cases 
where these requirements are not met, 
the Exchange intends to take 
appropriate disciplinary action, 
including the imposition of fines under 
the expedited procedures of Rule 470A. 

Secondly, there are two types of 
transactions, namely cross transactions 
(i.e.« transactions where a member is 
representing both orders to buy and 
orders to sell) and non-regular way 
trades, for which audit trail data is not 
currently gathered. Even though it is not 
mandatory to do so, the majority of 
regular way transactions are submitted 


to a clearing agency for comparison 
and/or settlement, with the exception of 
cross transactions. Therefore, audit trail 
data is not currently collected with 
respect to trades which are not 
submitted to a clearing agency, such as 
cross transactions. 

In addition, the Exchange also 
believes that audit trail data should also 
be collected for the small number of 
non-regular way trades, which cannot 
be accepted by clearing agencies. 

Therefore, the proposed rule change 
requires that all regular way trades 
effected on the Exchange, including 
crosses, be submitted to a clearing 
agency that has agreed to supply the 
Exchange with specified audit trail data. 
However, it would not be required that 
the clearing agency be used for the 
comparison and/or settlement of these 
trades. For non-regular w-ay trades, 
members and member firms would be 
required to submit audit trail data to the 
Exchange. 

The impact of the proposed rule 
change should not be significant for two 
reasons. As most regular way trades, 
w hich are the majority of trades 
executed on this Exchange, are already 
submitted to a clearing agency for 
comparison and/or settlement with 
audit trail data attached, no new 
requirements would be imposed for 
these trades. Secondly, the proposed 
rule change will not impose any new 
requirements that a clearing agency be 
actually used for the comparison and/or 
settlement of a trade, which may be 
more costly for members and member 
firms. 

The proposed audit trail rule will 
benefit members and member 
organizations because audit trail 
information is often of financial value to 
them in assisting them to resolve 
uncompared trades, is a factor in the 
resolution of disputes between 
interested parties to a trade and 
provides a valuable information source 
to respond to inquiries from members, 
listed companies and public investors. 
Mandatory submission of all required 
audit trail data for all trades effected on 
the Exchange should significantly 
reduce “QTs" (questioned trades where 
trade comparison elements are missing), 
which are often costly and time- 
consuming for members and member 
organizations to resolve. 

Statutory Basis for the Proposed Ruie 
Changes. By imposing a requirement to 
help ensure that the audit trail is as 
complete and accurate as possible, the 
proposed rule changes will better enab »* 
the Exchange's regulatory and 
surveillance capabilities to keep pare 
with the complexity of trading in today * 
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sophisticated market environment, and 
arc expected to remove impediments to 
and perfect the mechanism of a free and 
open market and a national market 
system, and this, in turn, will protect 
investors and the public interest, as 
called for in section 6(b)(5) of the Act 
The proposed rule changes meet other 
requirements of section 6(b)(5) in that 
they will help prevent fraudulent and 
manipulative acts and practices, 
promote just and equitable principles of 
trade and foster cooperation and 
coordination with persons engaged in 
regulating, clearing, settling, processing 
information with respect to. and 
facilitating transactions in securities. 

II Self-Regulatory Organization s 
Statement on Burden on Competition 

The Exchange does not believe that 
the proposed rule changes will impose 
any burden on competition. 

C. Self-Regulatory Organization's 
Statement on Comments on the 
Proposed Rule Changes Received From 
Members, Participants or Others 

The Exchange has neither solicited 
nor received written comments on the 
proposed rule changes. 

III. Date of Effectiveness of the 
Proposed Rule Changes and Timing for 
Commission Action 

The Exchange requests that the 
proposed rule changes be given 
accelerated effectiveness pursuant to 
Section 19(b)(2) of the Act. The 
Exchange believes that the proposed 
rule changes will enhance its ability to 
regulate and surveil trading in its market 
on a more comprehensive and timely 
basis. In view of the proposal’s 
significant anticipated benefits and the 
fact that the Exchange is prepared to 
implement the proposed rule changes os 
soon os it receives approval to do so 
from the Commission, the Exchange 
requests that the Commission find good 
cause to approve the proposed rule 
changes on an accelerated busis. 

The Commission finds that the 
proposed rule change is consistent with 
the requirements of the Act and the 
rules and regulations thereunder 
applicable to a national securities 
exchange and in particular, the 
requirements of section 6 and the rules 
and regulations thereunder. 

The Commission finds good cause for 
approving the proposed rule change 
P r ‘' )r 1° the thirtieth day after the date of 
publication of notice of filing thereof, in 
that the rule change is intended to 
enhance existing audit trail procedures 
and will place no additional burden on 
member firms because the operational 


aspects of the proposed rule change 
have already been implemented. 

IV. Solicitation of Comments 

Interested persons are invited to 
submit written data, views and 
arguments concerning the foregoing. 
Persons making written submissions 
should file six copies thereof with the 
Secretary', Securities and Exchange 
Commission, 450 Fifth Street NW^ 
Washington. DC 20549. Copies of the 
submission, all subsequent amendments, 
all written statements with respect to 
the proposed rule changes that are filed 
with the Commission, and all written 
communications relating to the proposed 
rule changes between the Commission 
and any person, other than those that 
may be withheld from the public in 
accordance with the provisions of 5 
U.S.C. 522, will be available for 
inspection and copying in the 
Commission's Public Reference Section, 
450 Fifth Street NW., Washington. DC, 
Copies of such filing will also be 
available for inspection and copying at 
the principal office of the above- 
mentioned self-regulatory organization. 
All submissions should refer to the file 
number in the capiton above and should 
be submitted by October 21,1985. 

It is therefore ordered, pursuant to 
section 19(b)(2) of the Act. that the 
above mentioned proposed rule change 
be, and hereby is, approved. 

For the Commission, by the Division of 
Market Regulation pursuant to delegated 
authority. 

Dated: September 2a 1965. 

John Wheeler. 

Secretary. 

1FR Doc. 85*23146 Filed 9-28*85; 8:45 ami 

BILLING COOC S010-01-II 


Self-Regulatory Organizations; 
Applications for Unlisted Trading 
Privileges and of Opportunity for 
Hearing; Philadelphia Stock Exchange, 
Inc. 

September 19.1985. 

The above named national securities 
exchange has filed applications with the 
Securities and Exchange Commission 
pursuant to section 12(f)(1)(B) of the 
Securities Exchange Act of 1934 and 
Rule 12f-l thereunder, for unlisted 
trading privileges in the following 
security: 

Americus Shareowner Service Corp. 
Americus Trust for Exxon Shares 
Units 

Score Component 
Prime Component (File No. 7-8609) 
This security is listed and registered on 
one or more other national securities 


exchange and is reported in the 
consolidated transaction reporting 
system. 

Interested persons are invited to 
submit on or before October 10.1985 
wTitten data, views and arguments 
concerning the above-referenced 
application. Persons desiring to make 
WTitten comments should file three 
copies thereof with the Secretary of the 
Securities and Exchange Commission. 
Washington, D.C. 20549. Following this 
opportunity for hearing, the Commission 
will approve the application if it finds, 
based upon all the information available 
to it. that the extensions of unlisted 
trading privileges pursuant to such 
applications are consistent with the 
maintenance of fair and orderly markets 
and the protection of investors. 

For the Commission, by the Division of 
Market Regulation, pursuant to delegated 
authority. 

John Wheeler, 

Secretary. 

|FR Doc. 85-23151 Filed 9-26-85: 8 45 am) 

BILLING COOC »010-0I'M 


Sel f-Regulatory Organizations; 
Applications for Unlisted Trading 
Privileges and of Opportunity for 
Hearing; Midwest Stock Exchange, Inc. 

September 19.1985. 

The above named national securities 
exchange has filed applications with the 
Securities and Exchange Commission 
pursuant to section 12(f)(1)(B) of the 
Securities Exchange Act of 1934 and 
Rule 12f-l thereunder, for unlisted 
trading privileges in the following 
securities: 

Eastern Air Lines. Inc. 

Purchase 1 Common at $16.00 
(Warrants A) (File No. 7-8610) 
Eastern Air Lines. Inc. 

Purchase 1 Common at $10.00 
(Warrant) (File No. 7-8811) 

Wickes Companies 
Common Stock, $0.10 Par Value (File 
No. 7-8612) 

Occidental Petroleum Corporation 
Purchase 1 share of Common at $24.00 
(Warrants) (File No. 8613) 

American Royalty Trust 
Units (File No. 7-8614) 

Willcox & Gibbs 

Common Stock. $1.00 Par Value (File 
No. 7-8615) 

Knogo Corporation 
Common Stock. $.01 Par Value (File 
No. 7-8616) 

General Development 
Common Stock. S.Ul Par Value (File 
No. 7-8617) 

Nord Resources Corporation 
Common Stock. $.01 Par Value (File 
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No. 7-8618) 

Lomas Mortgage Corporation 
Common Stock, $.01 Par Value (File 
No. 7-8819J 

Plains Petroleum Company 
Common Stock. (File No. 7-8820) 
Golden Nuggets 
1988 Warrants (File No. 7-8621) 

R.J. Reynolds Industries. Inc. 

Senes (^Cumulative Preferred Stock 
(File No. 7-8622). 

These securities are listed and 
registered on one or more other national 
securities exchange and arc reported in 
the consolidated transaction reporting 
system. 

interested persons are invited to 
submit on or before October 10.1985, 
written data, views and arguments 
concerning the above-referenced 
applications. Persons desiring to make 
written comments should file three 
copies therefore with the Secretary of 
the Securities and Exchange 
Commission. Washington. D.C. 20549. 
Following this opportunity for hearing, 
the Commission will approve the 
applications if it finds, based upon all 
the information available to it, that the 
extensions of unlisted trading privileges 
pursuant to such applications are 
consistent with the maintenance of fair 
and orderly markets and the protection 
of investors. 

For the Commission, by the Division of 
Market Regulation, pursuant to delegated 
authority. 

John Wheeler. 

Secretary. 

[FR Doc. 85-23150 Filed 9-2683; 8.45 am) 

BILLING COOf BOBMH-M 


Self-Regulatory Organizations; 
Applications for Unlisted Trading 
Privileges and of Opportunity for 
Hearing; Midwest Stock Exchange, Inc 

September la 1985. 

The above named national securities 
exchange has Filed applications with the 
Securities and Exchange Commission 
pursuant to section 12Jf)(l)(B) of the 
Securities Exchange Act of 1934 and 
Rule 12f-l thereunder, for unlisted 
trading privileges in the following 
securities: 

Americus Trust for Exxon Shares 
10,000,000 Units of Fractional 
Undivided Interest (File No 7-8606) 
Americu9 Trust for Exxon Shares 
10,000,000 Prime Components of 
Unites of Fractional Undivided 
Interest (File No. 7-8607) 

Americus Trust for Exxon Shares 
10.000.000 Scores Components of 
Units of Fractional Undivided 
Interest (File No. 7-8606). 


These securities are listed and 
registered on one or more other national 
securities exchange and are reported in 
the consolidated transaction reporting 
system. 

Interested persons are invited to 
submit on or before October 10,1985. 
written data, views and arguments 
concerning the above-referenced 
applications. Persons desiring to make 
wTitten comments should file three 
copies thereof with the Secretary of the 
Securities Exchange Commission, 
Washington. DC 20549. Foliowring this 
opportunity for hearing, the Commission 
will approve the applications If it finds, 
based upon all the information available 
to it, that the extensions of unlisted 
trading privileges pursuant to such 
applications are consistent with the 
maintenance of fair and orderly markets 
and the protection of investors. 

For the CommiBnioo. by the DivUion of 
Market Regulation, pursuant to delegated 
authority. 

John Wheeler. 

Secretary . 

[FR Doc. 23149 Filed 9-26-85; 8*5 am) 

BILLING COOC BOtO-Ol-41 

DEPARTMENT OF TRANSPORTATION 

National Highway Traffic Safety 
Administration 

lOocket No. 85-13; Notice 11 

Preliminary Evaluation Report on the 
Voluntary Tire Registration System, 
Request for Public Comment 

agency: National Highway Traffic 
Safety Administration (NHTSA), DOT. 
action: Request for comments. 

summary: This notice announces the 
publication by NHTSA of a Preliminary 
Evaluation Report concerning the 
Voluntary Tire Registration System. 

This preliminary staff report evaluates 
whether the Voluntary Tire Registration 
System increased the proportion of tires 
which are registered, the extent to 
which dealers Bnd distributors have 
encouraged first purchasers to register 
their tires and the extent to which the 
dealers and distributors followed the 
registration procedures (49 CFR Part 
574). The agency seeks public review 
and comment on this preliminary 
evaluation prior to making the 
determinations required by the Naitona! 
Traffic and Motor Vehicle Safety Act. 
date: Comments must be received no 
later than December 26,1985. 
addresses: Interested persons may 
obtain a copy of the report free of 
charge by contacting Mr. Richard 
Jordan, Office of Management Services, 


National Highway Traffic Safety 
Administration, Room 6115, 400 Seventh 
Street. SW M Washington, DC 20590 (202- 
426-0674). All comments should refer to 
the docket and notice number of this 
notice and be submitted to: Docket 
Section. Room 5109. Nassif Building. 400 
Seventh Street SW., Washington. DC 
20590. (Docket hours. 8:00 a.m.-4:00 p.m., 
Monday through Friday.) 

FOR FURTHER INFORMATION CONTACT: 

Mr. Frank G. Ephraim. Director, Office 
of Program Evaluation. Plans and 
Programs, National Highway Traffic 
Safety Administration. Room 5208,400 
Seventh Street. SW., Washington. DC 
20590 (202-426-1574). 

SUPPLEMENTARY INFORMATION! The 

Motor Vehicle Safety and Cost Savings 
Authorization Act of 1902 (96 STAT 
1619, Pub. L 97-331) directed that 
changes be made in how new tires are 
registered. The Act removed the 
requirement that independent tire 
dealers register new tires for the 
consumer (mandatory tire registration), 
and instead directed the Secretary of 
Transportation to issue a regulation 
requiring the dealer to hand the 
consumer a tire registration card which 
the purchaser may complete and return 
directly to the manufacturer of the tire. 
This new procedure is called voluntary 
tire registration (VTR). 

The overriding concerns expressed by 
the Congress were to: 

• Improve the proportion of fires sold 
which are registered to asure that the 
manufacturers could reach the first 
purcahser of the fire in the event of 
recall; and 

• Reduce the burdens placed on the 
independent dealer. The Congress 
specified that the mandatory 
registration system was to remain in 
effect for stores owned or controlled by 
tire manufacturers. 

The Act requires the Secretary to 
evaluate the effect of VTR after two 
years end to make a determination of 
what changes to make in the system to 
assure a high rate of registration. 

When Congress passed the 
Authorization Act the data then 
available showed that ail original 
equipment tires were properly 
registered, but only 46.6 percent of the 
replacement lire9 were registered- While 
80 to 90 percent of the tires sold by the 
company owned stores were registered 
only 20 percent of the tires sold by 
independent dealerships were. These 
data were submitted to the House 
Committee by NHTSA and were bast'd 
on informal surveys of the domestic fire 
manufacturers taken by NHTSA in 1973 
1974 and 1979. 
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The preliminary evaluation examined 
whether voluntary registration increased 
the proportion of tires which ore 
registered, the extent to which dealers 
and distributors have encouraged first 
purchasers to register their tires and the 
extent to which the dealers and 
distributors have followed registration 
procedures. The data reviewed included: 

• The tire recall history between 1978 
and 1984. 

• The percentage of tires which were 
registered under both mandatory and 
voluntary registration, for both the 
independent dealers and distributors 
now covered by VTR, and. as a 
comparison group, for the compuny- 
ovvned or controlled outlets still subject 
to mandatory registration procedures. 

• Attitudes and practices of 
independent tire dealers and 
distributors toward VTR. 

• Consumer experience with 
registration when purchasing tires, 
including whether dealers mentioned 
VTR or gave the consumer a tire 
registration card. 
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The principal findings and tentative 
conclusions of the preliminary report ore 
the following: 

• Registration rates for tires sold by 
independent dealers dropped from 18.1 
percent under mandatory procedures to 
10.8 percent after the Final Rule on the 
voluntary registration system had been 
adopted. There was no comparable 
decline among company-owned outlets. 

• The registration rates due to 
voluntary registration may have 
declined to as low as 8.4 percent 
because many of the registrations were 
due to a computer-assisted registration 
system and to other dealers continuing 
to use mandatory procedures. 

• It was found that a sufficient 
number of registration forms arc 
supplied to dealers and distributors by 
brand name owners. 

• There are no records of any 
registrations for tires sold by over 70 
percent of independent dealers (This 
estimate is based on information from 
only one manufacturer—but the largest 


one). Many of the other dealers have 
low registration rates. 

• Tire purchasers want to be notified 
by manufacturers in the event of tire 
defects, but are under the 
misapprehension that their independent 
tire dealer is taking care of this for them. 

NHTSA welcomes public review of 
the preliminary evaluation report and 
invites the public to submit comments. 

It is requested but not required that 10 
copies of comments be submitted. 

Those persons desiring to be notified 
upon receipt of their comments in the 
rules docket should enclose, in the 
envelope with their comments, a self- 
addressed stamped postcard. Upon 
receiving the comments, the docket 
superv isor will return the postcard by 
mail. 

Authority: 15 U.S.C. 1418; delegation of 
authority at 49 CFR 1.50 and 501.8 

Issued on: September 24.1985. 

Adete Spielberger, 

Associate Administrator for Plans and Policy. 
|FR Doc. 85-23060 Filed 9-26-85: 8:45 am] 
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1 

CONSUMER PRODUCT SAFETY 
COMMISSION 

TIME AND date: Commission Meeting, 
Tuesday. October 1.1985, 2:00 p.m. 

location: Third Floor Hearing Room 
1111,18th Street NW.. Washington, DC. 

status: Open to the public. 

MATTERS TO BE CONSIDERED: Strong 
Sensitizers—Staff and Panel 
Representative. 1 * 1 2 

The staff will brief the Commission 
concerning draft proposed definitions to 
supplement the Federal Hazardous 
Substances Act definition of “strong 
sensitizer/* 

For a Recorded Message Containing 
the Latest Agenda Information. Call: 
301-492-5709. 

CONTACT PERSON FOR ADDITIONAL 
INFORMATION: Sheldon D. Butts. Office 
of the Secretary, 5401 West bard Ave., 
Bethesda, Md. 20207. 301-492-0800. 

Dated: September 25.1985. 

Sheldon D. Butts. 

Deputy Secretary. 

(FR Doc. 85-23282 Filed 9-25-85; 2:20 pm| 
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CONSUMER PRODUCT SAFETY 
COMMISSION 

time and date: Commission Meeting, 
Wednesday. October 2.1985, 9:30 a m. 

LOCATION: Room 458. 5401 Westbard 
Avenue, Bethesda. MD. 


1 In this matter the Commiwlon deoiled to waive 
Its rules concerning outside participation in their 
meetings and will permit the panel representative to 
take pari In the discussion. 


status: Open to the public. 

MATTERS TO BE CONSIDERED: The 

Commission will consider the Fiscal 
Year 1987 Budget. 

For a recorded message containing the 
latest agenda information, coll: 301-492- 
5709. 

CONTACT PERSON FOR ADDITIONAL 
information: Sheldon D. Butts. Office 
of the Secretary. 5401 Westbard Ave., 
Bethesda. MD. 20207, 301-492-8800 
Dated: September 25.1985. 

Sholdoo D. Butts, 

Deputy Secretary. 

[FR Doc. 85-23283 Filed 9-25-85; 2:20 pm I 
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EQUAL EMPLOYMENT OPPORTUNITY 
COMMISSION 

DATE AND time: 2:00 PM (Eastern Time), 
Tuesday. October 8.1985 

place: Clurence M. Mitchell. Jr., 
Conference Room No. 200-C on the 2nd 
Floor of Ihe Columbia Plaza Office 
Building, 2401 "E" Street. NW., 
Washington. DC 20507. 

status: Part will be open to the public 
and part will be closed to the public. 

matters to be considered: 

1. Announcement of Notation Vote(s). 

2, A Report on Commission 
Operations. 

closed: Litigation Authorization; 
General Counsel Recommendations. 

Note.—Any matter not discussed or 
concluded may be carried over to a later 
meeting. (In addition to publishing notices on 
KEOC Commission meetings in the Federal 
Register, the Commission also provides a 
recorded announcement a full week in 
advance on future Commission sessions. 
Please telephone (202) 834-0748 at all times 
for information on these meetings). 

CONTACT PERSON FOR MORE 

information: Cynthia C. Matthews. 
Executive Officer. Executive Secretariat 
at (202) 634-8748. 

Dated: September 25.1985. 

Cynthia C. Matthews, 

Executive Officer . Executive Secretariat. 

This Notice Issued September 25.1965. 

(FR Doc. 85-23287 Filed 9-25-85; 3:23 pml 
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FEDERAL DEPOSIT INSURANCE 
CORPORATION 

Notice of Changes in Subject Matter 
of Agency Meeting. 

Purusant to the provisions of 
subsection (e)(2) of the “Government in 
Ihe Sunshine Act** (5 U.S.C. 552b(c*)(2)). 
notice is hereby given that at its open 
meeting held at 2:00 p.m. on Monday, 
September 23,1985, the Corporation’s 
Board of Directors determined, on 
motion of Chairman William M Isaac, 
seconded by Mr. Michael A. Mancusi. 
acting in the place and stead of Director 
H. Joe Selby (Acting Comptroller of the 
Currency), that Corporation business 
required the withdrawal from the 
agenda for consideration at the meeting, 
on les 9 than seven days' notice to the 
public, of the following matter: 

Application of Metropolitan Bank St. 
Paul, St. Paul. Minnesota, an insured 
State nonmember bank, for consent to 
purchase the assets of and assume the 
liability to pay deposits made in Metro 
Thrift Company, Inc., St. Paul. 
Minnesota, a non-FDIC-insured 
institution. 

The Board further determined, on 
motion of Chairman William M. Isaac, 
seconded by Mr. Michael A. Mancusi. 
acting in the place and stead of Director 
H. Joe Selby (Acting Comptroller of the 
Currency), that Corporation business 
required the addition to the agenda for 
consideration at this meeting, on less 
than seven days' notice to the public, of 
the following matter 

Application of Bank of Dodge County. 
Chester. Georgia, an insured State 
nonmember bank, for consent to merge, 
under its charter and title, with Colony 
Interim. Inc., Fitzgerald, Georgia, in 
organization. 

By the same majority vote, the Board 
further determined that no earlier notice 
of these changes in the subject matter of 
the meeting was practicable. 

Dated: September 24.1985. 

Federal Deposit Insurance Corporation. 
Hoyle L. Robinson. 

Executive Secretary. 

(FR Doc- 85-23243 Filed 9-25-85:1231 pml 
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FEDERAL DEPOSIT INSURANCE 
CORPORATION 

Notice of Changes in Subject Matter 
of Agency Meeting. 
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Pursuant to the provisions of 
subsection (e)(2) of the “Government in 
the Sunshine Act” (5 U.S.C. 552b(e)(2)), 
notice is hereby given that at its dosed 
meeting held at 2:30 p.m. on Monday. 
September 23.1985. the Corporation’s 
Board of Directors determined, on 
motion of Chairman William M. Isaac, 
seconded by Mr. Michael A. Mancusi. 
acting in the place and stead of Director 
H. foe Selby (Acting Comptroller of the 
Currency), that Corporation business 
required the addition to the agenda for 
consideration at the meeting, on less 
than seven days' notice to the public, of 
the following matters: 

Application of Standard Chartered 
Bunk. London, England, for Federal 
deposit insurance of deposits received 
at and recorded for the accounts of its 
branch located at 900 Fourth Avenue. 
Suite 1515, Seattle, Washington. 

Application of Bank of China, Beijing. 
People's Republic of China, for Federal 
deposit insurance of deposits received 
at and recorded for the accounts of its 
branch to be located at 42-44 East 
Broadway. New York. New York. 

The Board further determined, by the 
same majority vote, that no earlier 
notice of these changes in the subject 
matter of the meeting wo 9 practicable: 
that the public interest did not require 
consideration of the matters in a 
meeting open to public observation; and 
that the matters could be considered in 
a closed meeting by authority of 
subsections (c)(6), (c)(8), und (c)(9)(A)(ii) 
of the "Government in the Sunshine 
Act" (5 U.S.C. 552b(c)(6). (c)(8). and 
|c)(9)(A)(ii)). 

Duled: September 24.1985. 

Federal Deposit Insurance Corporation 

Hoyle L Robinson, 

h»in ative Secretary. 

P R Doc. 85-23244 Filed 9-25-85; 12:51 pm| 
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FEDERAL RESERVE SYSTEM 

“FEDERAL REGISTER” CITATION OF 
PREVIOUS ANNOUNCEMENT: 50 FR 38243. 
September 20,1985. 

PREVIOUSLY ANNOUNCED TIME AND DATE 
OF THE MEETING: 10:00 a.m.. Wednesday. 
September 25.1905. 

CHANGES IN THE MEETING: One of the 

items announced for inclusion at this 
meeting was consideration of any 
agenda items carried forward from a 
previous meeting; the following such 
closed item(s) was added: 

Federal Reserve Bank and Branch 
director appointments. (This item was 
originally announced for a closed 
meeting on September 16,1985.) 

CONTACT PERSON FOR MORE 

information: Mr. Joseph R. Coyne, 
Assistant to the Board: (202) 452-3204. 
Dated: September 25,1985. 

James McAfee, 

Associate Secretary of the Board. 

|FR Doc. 85-23269 Filed 9-25-85: 3*39 pm| 

BILLING COOt U10-01-M 


7 

NATIONAL CREDIT UNION 
ADMINISTRATION 

TIME AND DATE: 9 30 a.m., Wednesday. 
October 2,1905. 

Rt-ACE: 1776 G Street. NW., Washington. 
DC, Filene Board Room. 

status: Closed. 

MATTERS TO BE CONSIDERED: 

1. Administrative Action under 
Section 206 of the Federal Credit Union 
Act. Closed pursuant to exemptions (8) 
and (9)(A)(ii). 

Z Reports to the Board. Closed 
pursuant to exemptions (8) and 
(9)(A)(ii). 


3. Personnel Actions. Closed pursuant 
to exemptions (2) and (8). 

FOR MORE INFORMATION CONTACT. 

Rosemary Bradv. Secretary of the Board. 
Telephone (202) 357-1100. 

Rosemary' Brady. 

Secretary of the Board. 

(FR Doc. 85-23246 Filed 9-25-85:1:20 pm| 
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PACIFIC NORTHWEST ELECTRIC POWER 
AND CONSERVATION PLANNING COUNCIL 

action: Addition of item to meeting 
agenda. 

DATE of MEETING: September 18-19. 

1985. 

PLACE: Council offices. Suite 1100. 850 
SW Broadway, Portland, Oregon. 

summary: The Government in the 
Sunshine Act. 5 U.S.C. 552b, requires 
Federal Register notice whenever on 
agency adds an item to its meeting 
agenda after the meeting has been 
publicly announced. At its September 
18.1985 meeting in Portland, Oregon, the 
Northwest Power Planning Council 
voted unanimously to add 
"Consideration of Model Conservation 
Standards Rulemaking” to the agenda 
for its September 19,1985 meeting. The 
Council also found that Council 
business required the addition and that 
no earlier announcement of the addition 
was possible. 

CONTACT PERSON FOR MORE 
information: Ms. Bess Atkins. (503) 
222-5161,1-800-222-3355 (toll-free in 
Idaho. Montana and Washington) or 1- 
800-452-2324 (toll-free in Oregon). 

Rich Applegate. 

Executive Assistant. 

|FR Doc. 85-23222 Filed 9-25-85; 10.18 am) 
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ENVIRONMENTAL PROTECTION 
AGENCY 

40 CFR Parts 796, 797, and 798 

FRL 2896-1 
[OPTS-460141 

Toxic Substances Control Act Test 
Guidelines 

AGENCY: Environmental Protection 
Agency (EPA). 
action: Final rule. 

summary: This rule introduces Parts 
790, 797, and 798 wnich consist of Toxic 
Substances Control Act (TSCA) test 
guidelines. These guidelines wore 
previously prepared for publication by 
KPA. Elsewhere in this issue of the 
Federal Register certain test guidelines, 
which have been published as 
Organization for Economic Cooperation 
and Development (OECD) Guidelines for 
the Testing of Chemicals are also 
codified os additional TSCA test 
guidelines. 

EFFECTIVE DATE: Effective on September 
27,1985. 

FOR FURTHER INFORMATION CONTACT: 

Edward A. Klein. Director, TSCA 
Assistance Office (TS-799). Office of 
Toxic Substances, Rm. E-543. 401 M St., 
SW.. Washington. D.C. 204G0. Toll free: 
(800-424-9065). In Washington. D.C.: 
(554-1404), Outside the USA: (Operator- 
202-554-1404). 

SUPPLEMENTARY INFORMATION: This 
final rule codifies TSCA test guidelines 
which were prev iously prepared for 
publication by EPA. Elsewhere in this 
issue of the Federal Register, certain test 
guidelines which have been published 
by OECD are also codified as TSCA test 
guidelines. 

Section 4(b)(1) of the Toxic 
Substances Control Act (TSCA) 
specifies that test rules shall include 
standards for the development of test 
data. This action codifies guidelines 
which may be used to establish test 
standards in future TSCA section 4 test 
rules. 

These guidelines, which are now 
introduced into Parts 796 (chemical 
fate). 797 (environmental effects), and 
798 (health effects) of 40 CFR. have berm 
previously published or prepared for 
publication by EPA. These guidelines 
present generally formulated procedures 
for laboratory testing of an effect or 
characteristic deemed important for the 
evaluation of health and environmental 
hazards of a chemical. The TSCA 
guidelines have been rigorously peer 
reviewed prior to publication. Most of 
these guidelines have also been offered 


for public comment (44 FR 27334, May 9. 
1979: 44 FR 44054. July 26.1979; 45 FR 
75753. November 21. 1900; 47 FR 13013, 
March 20,1982). The Agency reviews 
and updates its TSCA test guidelines 
once a year according to the proc»?ss 
described in the Federal Register of 
September 22, 1982 (47 FR 41857). 

The Agency had originally planned to 
incorporate by reference the pertinent 
TSCA guidelines into the chemical 
specific test rules. However, under the 
provisions of 1 CFR Part 51, material 
generated by a particular government 
agency is not usually acceptable for 
incorporation by reference unless the 
material meets certain criteria set forth 
in 1 CFR 51.7 (a) and (b). Because the 
Director or the Federal Register has 
rejected the OTS request for permission 
to incorporate by reference the TSCA 
guidelines, the Agency finds it necessary 
to codify these guidelines into the Code 
of Federal Regulations with no 
substantive changes. This codification 
will make chemical-specific rules under 
Part 799 more usable and 
understandable. It is expected that 
modification of existing guidelines and 
addition of new guidelines will occur 
later as the state-of-the-art evolves or 
the need for them warrants. Elsewhere 
in this issue of the Federal Register 
certain OECD guidelines are also 
codified into the TSCA test guidelines. 

Codification of these guidelines does 
not impose any regulatory obligation on 
any person who may be subject to a 
TSCA section 4 test rule. Specific 
guidelines will not become mandatory 
test standards until they are 
promulgated as such in individual 
section 4 rulemakings. When 
promulgated in such test rules, the 
pertinent TSCA guidelines will become 
test standards for only that particular 
section 4 rule und will not serve as 
generic test standards. EPA may 
propose modifications to the various 
guidelines us they are utilized for 
chemical-specific test rules. In each 
chemical-specific rule, the proposed test 
standards and any modifications will be 
subject to public comment. 

List of Subjects in 40 CFR Parts 796, 797. 
and 798 

Testing, Environmental protection, 
Chemical fate. Environmental effects. 
Health effects. Chemicals. 

Dated: September 23,1985. 

|ohn A. Moore 

Assistant Administrator for I*es:ici<hs and 
Tom ic Substances. 

Therefore. 40 CFR Chapter 1 is 
amended by adding new Parts 796, 797, 
and 798 to read as follows: 


PART 796—CHEMICAL FATE TESTING 
GUIDELINES 

Subpart A—I Reserved J 

Sub part 0—Physical end Chemical 
Properties 

Jkc- 

790.1550 Partition Coefficient (n-Octano)/ 
Water). 

796.1570 Partition Coefficient (n-Octtnol/ 
W.jter)-Kstimation by Liquid 
Chromatography. 

796.1720 Oclanol/Watcr Partition 

Coefficient. Generator Column Method 
796.1840 Water Solubility. 

798.181V) Water Solubility (Generator 
Column Method). 

796.1950 Vapor Pressure. 

Subpart C—Transport Processes 

790.2700 Soil Thin Layer Chromatograph; 
796.2750 Sediment and Soil Adsorption 
Isotherm. 

Subpart D—Transformation Processes 

796.3100 Anaerobic Aquutic Biodegraiiati. 
790.3140 Anaerobic Biodcgr .jduhility of 
organic chemicals. 

7983500 I lydrolysis as a function of pi I ,?t 
25 *C. 

7963700 Photolysis in Aqueous Solution in 
Sunlight. 

7963780 Laboratory Determination of th*’ 
Direct Photolysis Reaction Quantum 
Yield in Aqueous Solution and Sunlight 
Photolysis. 

7983800 Gas Phase Absorption Spectra and 
Photolysis. 

Authority: 15 U S.C. 2603. 

Subport A—[Reserved! 

Subpart B—Physical and Chemical 
Properties 

§796.1550 Partition Coefficient (n- 
6c tanol/Water). 

(a) Introduction —(1) Background and 
purposn.[i) Bioconcentration, the 
accumulation of a substance in living 
tissues or other organic matter us a 
result of net chemical uptake from the 
medium (e.g., water), is a factor in 
determining the movement of a chemi» ul 
in the environment and the potential 
effects of the chemical on biota. 
Hydrophobic chemicals that are present 
in the aqueous environment a) subtovt 
concentrations may accumulate to toxic 
levels once inside organisms, 
presumably through diffusion into 
nonpolar cell components, where they 
accumulate because of their greater 
solubility. Further movement of the 
substance in living tissues may occur 
a result of ingestion of lower trophic 
level organisms. i.e„ food chain effects. 

(ii) The tendency of on organic 
chemical to bioconcentrate in living 
cells can be inferred from the value of 
the octuno)/water partition coefficient. 
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K** (Neely et a I 1974) under paragraph 
(d)(5) of this section. Chemicals with K 0 ^ 
less than 10 will not significantly 
partition into, or tend to accumulate in. 
living cells. Chemicals with greater 
than 10* will tend to accumulate. 
Chemicals that exist in the environment 
at subtoxic levels may bioconcentrate to 
toxic levels once inside organisms. 

(iii) Thts test guideline describes a 
detailed and commonly used procedure 
for determining the octanol/water 
partition coefficient of organic 
chemicals. 

(2) Definitions and units, (i) The 
octanol/water partition coefficient (K**) 
is defined as the equilibrium ratio of the 
molar concentrations of a chemical in n- 
octanol and water, in dilute solution. 

K*. is a constant for a given chemical at 
a given temperature. Since is the 

ratio of two molar concentrations, it is a 
dimensionless quantity. Sometimes K„» 
is reported as log 10 K w . The 
mathematical statement of is: 

Equation 1 

Carta** 

K.m -- 


where C is the molar concentration of 
the solute in n-octanol and water at 
equilibrium at a given temperature. 

(ii) The distribution law’ applies only 
to individual molecular species in 
solution. If a molecule dissociates or 
associates in octanol and water, than 
equation 1 under paragraph (a)(2)(i) of 
this section must be modified. In 
general, if a represents the fraction of 
the total solute that is dissociated or 
associated, assuming that either 
association or dissociation occurs in 
each solvent, then 

Equation 2 

^ ) G»*V 

(1 * Q*tfrr) 

since (1 -a) gives the fraction of 
unchanged molecules in each phase. For 
the special case where no association 
takes place in octanol. equation 2 
reduces to 

Eqiration 3 




where a water represents the fraction of 
the total solute that has dissociated in 
water. 

(3) Principle of the test method The 
conventional method for determining the 
octanol/water partition coefficient is 
carried out by distributing a chemical 
between n-octanol and water in a vessel 
at constant temperature and measuring 
the concentration in the two liquid 
phases after equilibration (e.g.. Fujita et 
al. 1964 under paragraph (d)(2) of this 
section: Hansch and Anderson 1967 
under paragraph (d)(3) of this section; 
Leo ct al. 1971 under paragraph (d)(4) of 
this section: Chiou et al. 1977 under 
paragraph (d)(1) of this section). 

(4) Applicability and specificity. The 
test guideline is designed to determine 
the octanol/water partition coefficient 
of solid or liquid organic chemicals in 
the range 10 to 10*. For chemicals w'hose 
values lie outside this range. should 
be characterized as less than 10 or 
greater than 10* with no further 
quantification. 

(b) Test procedures— (1) Test 
conditions —(i) Special laboratory 
equipment . (A) A thermostatic bath, 
chamber, or room with a shaker and 
temperature control as specified in 
Temperature Control below. 

(B) An ultracentrifuge with 
temperature control os specified in 
Temperature Control below. 

(C) Stainless steel or glass centrifuge 
tubes with sealable caps. Special gluss 
centrifuge tubes can be used up to 
approximately 12.000 G and stainless 
steel tubes can be used at high C values. 

(D) A mechanical shaker. 

(E) A pH meter capable of resolving 
differences of 0.1 pH unit or less. 

(ii) Temperature control. It is 
recommended that the temperature of 
the water bath, or chamber, or room, 
and the ultracentrifuge be controlled to 
(25±1) *C. 

(iii) Solvents. It is extremely important 
that n-octanol. purified as described in 
paragraph (b)(2)(i)(A) of this section and 
distilled or reagent grade water, i.e., 
ASTM Type II water or an equivalent 
grade, be used. ASTM Type II water is 
described in ASTM D1193-77. “Standard 
Specification for Reagent Water.” 

ASTM Dl 193-77 is available for 
inspection at the Office of the Federal 
Register. Rm. 6401.1100 L St.. NW„ 
Washington. DC. This incorporation by 
reference was approved by the Director 
of the Office of the Federal Register. 

This material is incorporated os it exists 
on the date of approval and a notice of 
any change in this material will be 
published in the Federal Register. 

Copies of the incorporated materia) may 
be obtained from the Document Control 
Officer (TS-793). Office of Toxic 


Substances. EPA, Rm. 107, 401 M St., 
SW., Washington. DC 20460. and from 
the American Society for Testing and 
Materials (ASTM). 1916 Race Street. 
Philadelphia. PA 19103. 

(iv) Concentration of solute. It is 
extremely important that all 
experiments be carried out at solute 
concentration C<0.01M (Molar) in 
octanol and water and well below the 
solubility in either phase. 

(v) Equilibration time. In general, 1 
hour of gentle agitation is sufficient to 
reach equilibrium. For surfactants, at 
least 16 hours is required to reach 
equilibrium. 

(vf) Octanol/water volume ratio. It is 
recommended that the ratio of the 
volumes of the two liquids be adjusted 
as appropriate for the relative solubility 
of the chemical in octanol and water. By 
adjusting the volumes, concentration 
errors (resulting from analytical errors) 
are minimized and errors resulting from 
dividing large numbers by small 
numbers are kept to a minimum. 

(vii) Chemicol analysis of the octanol 
and water phases. In determining the 
Ko„ value for any given solute, it is 
important that both the octanol and 
water phases be analyzed for the 
chemical. An analytical method should 
be selected that is most applicable to 
the analysis of the specific chemical. 
Chromatographic methods are 
preferable because of their compound 
specificity in analyzing the parent 
chemical without interference from 
impurities. Whenever practicable, the 
chosen analytical method should have a 
precision with ±5 percent 

(viii) Emulsification and 
ultracentrifugation. It is important that 
gentle shaking be used to minimize the 
formation of emulsions. 
LJItraccntrifugation is necessary to 
separate troublesome emulsions and to 
separate the octanol and water phases. 
Therefore, it is very important that 
ultra centrifugation be carried out at 25 
*C for 20 minutes in a temperature 
controlled ultracentrifuge. The 
acceleration (G) value required to break 
the emulsion and to achieve complete 
separation of the octanol and water 
phases can be determined by trial and* 
error experimentation. 

(ix) Equilibration vessel . (A) If 
feasible, equilibration should be carried 
out in a centrifuge tube (stainless steel 
or gloss) with a sealable cap. It is 
important that the centrifuge lubes be 
almost completely full. In this way. 
partitioning with air will be minimized, 
especially for volatile chemicals, and the 
mixture will be completely mixed. 

(B) Very hydrophobic chemicals, with 
K*,* in the order of 10 4 to 10*. require 
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relatively large volumes of the aqueous 
phase. Hence, for these chemicals, it is 
recommended that equilibration be 
carried out in a large ground-glass 
stoppered flask. 

(x) Speciation effects . (A) The 
octanol/water partition coefficient. K©«, 
has been defined in paragraph (a)(2) of 
this section. The mathematical 
statement of K*. is given by equation (1) 
under paragraph (a)(2)|i) of this section. 

(B) If the chemical does not associate 
or dissociate in octanol and water, then 
use equation 1 under paragraph (a)(2)[i) 
of this section and determine K c „ at 
molar concentrations C<0.0IM and 

Ci =0.01 C. 

(C) If the chemical associates in 
octanol or water or in both liquids, then 
use equation 1 under paragraph (a)(2)(i) 
of this section and determine K«,* ut 
molar concentrations CcO.OlM. 

Ci = 0.lC. Cj=0.0lC. C«-Oj001C .... 
When K*. is constant at two molar 
concentrations differing by a factor of 
10, then the effect of association has 
been minimized or eliminated. 

(D) If a molecule dissociates or 
associates in octanol and water, then it 
is extremely important that equation 1 
under paragraph (af(2)(i) of this section 
be modified to take into account such 
speciation changes as ionization, 
aggregation, and hydration. For the 
special case, where no association takes 
place in octanol and only dissociation 
takes place in water, equation 3 under 
paragraph (a)(2)(h) of this section can be 
used. For chemicals that reversibly 
ionize or pronate (e.g., carboxylic acids, 
phenols, or anilines), use equation 3 
under paragraph (a)(2)(h) of this section 
with water buffered at pH 5 0.7.0, and 
0.0. It is recommended that buffers 
described in paragraph (b)(2)(i)(B) of 
this section be used. 

(xi) Prerinsing of all transfer vessels . 

It is important that all transfer vessels 
be prerinsed with a portion of the 
equilibrium phase prior to transfer for 
analysis. This is especially important for 
very hydrophobic chemicals. 

(2) Preparations —(i) Reagents and 
Solutions — (A) Octanol and Water. 

Very pure //octanol can be obtained as 
follows, wash pure// octanol (minimum 
98 percent pure) sequentially with 0.1N 
H1SO4. with 0.1N NaOH. then with 
distilled water until neutral. Dry the //• 
octanol with magnesium sulfate and 
distill twice in a good distillation 
column under reduced pressure jb.p. 
about 80 *C at 0.27 kPa (2 torr)l. It is 
important that the octanol produced be 
at least 99.9 percent pure. Alternatively, 
a grade equivalent to Fisher Scientific 
Co. No. A-402 “Certified Octanol-1" can 
be used. It is important that distilled or 


reagent grade (ASTM Type II) water be 
used. 

(B) Buffer solutions. Prepare buffer 
solutions using reagent grade chemicals 
in distilled or reagent grade water as 
follows: 

pH 5.0—To 250 mL of 0.1M potassium 
hydrogen phthalate add 113 mL of 0.1M 
sodium hydroxide; adjust final volume 
to 500 mL with reagent grade water. 

pH 7.0—To 250 mL of 0.1 potassium 
dihydrogen phosphate add 145 mL of 
0.1M sodium hydroxide; adjust final 
volume to 500 mL with reagent grade 
water. 

pH 9.0—To 250 mL of 0.07M borax add 
69 mL of 0.1M HC1; adjust final volume 
to 500 mL with reagent grade water. 

Check the pH of each buffer solution at 
25 *C with a pH meter and adjust to pi 1 
5.0, 7.0. or 9.0, if necessary, 

(C) Presaturation of the solvents . 
Before a partitioning experiment is 
carried out. prepare octanol saturated 
with water and water saturated with 
octanol. Add purified //-octanol to a 
large stock bottle and sufficient distilled 
water to saturate it. Shake the flask for 
24 hours on a mechanical shaker. Then 
allow sufficient time for the mixture to 
stand so that the two phases separate. 
Repeat this procedure using another 
large stock bottle containing distilled 
water and sufficient octanol to saturate 
it. The desired quantities of the 
presaturated solvents can be taken from 
these stock bottles for each partition 
experiment. 

(D) Preparation of test solution . 
Prepare a 10"* to 10"* M solution of the 
teat material in octanol. 

(3) Performance of the test . (») Add a 
small volume of the octanol test solution 
(1 to 5 mL) to a centrifuge tube with a 
sealable cap as described in paragraph 
(b)(l)(ix) of this section. 

(ii) Add the required volume of water 
to the centrifuge tube as described in 
paragraph (b)(l)(vi) of this section. The 
volume of water required is variable, 
depending upon the amount of chemical 
required for the analysis. Generally. 20- 
40 mL of water should be sufficient. 
Make sure that the centrifuge tube is 
almost completely full. In this way. 
partitioning with air will be minimized. 
This is important, especially when 
determining for volatile chemicals. 

(iii) Equilibrate the samples at 25 *C in 
constant temperature bath, chamber, or 
room by gently shaking the centrifuge 
tube for 1 hour. Avoid vigorous shaking 
that may cause troublesome emulsions 
to form. For surfactants, a minimum of 
16 hours of shaking is required as 
described in paragraph (b)(1)(v) of this 
section. 


(iv) Centrifuge the samples at 25 *C for 
20 minutes to break any emulsion and to 
separate the octanol and water phases. 
Evidence for breaking the emulsion ami 
separation of the water and octanol 
phases can be obtained using a 
turbidimeter. The acceleration (G) value 
required to break the emulsion and to 
achieve complete separation of the 
octanol and water phases can be 
determined by trial-and-error 
experimentation. 

(v) Sample the octanol and water 
phases as follows: 

(A) Withdraw by pipet a known 
volume of the octanol phase 
(approximately W or less of the total 
octanol phase) and transfer to an 
analysis cell or diluting solvent. Before 
transferring the aliquot of the octanol 
phase, wipe the outside of the pipet with 
a paper tissue. 

(B) Remove by pipet the remainder of 
the octanol phase including the 
interfacial layer and discard. 

(C) Insert another clean pipet close to 
the bottom of the centrifuge tube and 
carefully withdraw a known volume of 
the aqueous phase. Wipe the bottom 
exterior part of the pipet with a tissue 
and discharge the aqueous sample 
directly into an analysis cell or 
extraction solvent. Do not allow the 
extraction solvent to contact the pipe! 
stem. 

(vi) Select an analytical method that Is 
most applicable to the analysis of the 
specific chemical as described in 
paragraph (b)(1)(vii) of this section. 
Determine the concentration in the 
octanol and water phases. Express the 
concentration of the chemical in octanol 
and water in tnoles/liter (M). 

(vit) Determine the partition 
coefficient in triplicate (steps 1 through 
vit) at two concentrations of the test 
material CcO.OlM and Ci -O.lC as 
described in paragraph (b)(l)(x) of this 
section. If is not constant at C and 
Cj. then association effects should be 
considered. Therefore, follow steps l 
through 7 at lower concentrations until 
is constant at two concentrations 
differing by a factor of 10 as described 
in paragraph (b)(l)(x) of this section 

(vlii) Very hydrophobic chemical 
(with Ko* on the order of 10* to 10*1 
required relatively large volumes of the 
aqueous phase as described in 
paragraph (b)(l)(vi) and (ix) of this 
section. Hence, for very hydrophobic 
materials, equilibrate the octanol and 
water phases in a large ground-gbisvs 
stoppered flask as described above in 
step (iii). For ihe final phase separation, 
transfer the two phase mixture to 
centrifuge tubes that have been 
prerinsed with some of the aqueous 
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phase; centrifuge as described in step 
(iv): withdraw aliquots from each 
centrifuge tube as described in step (v): 
and recombine for analysis. 

|Note.—Prerinse nil transfer tubes with the 
water phase.) Complete steps (vl) and (vii) to 
determine K**. 

(ix) For materials that reversibly 
ionize orprotanate. determine K*,, at pH 
5.0, 7.0. and 0.0 as described in 
paragraph (b)(l)(x) of this section. 

Follow steps (i) through (vii) using the 
buffered aqueous solutions described in 
paragraph (b)(2)(i)(B) of this section. 
Using the acid dissociation constant and 
the concentration of the chemical in the 
aqueous phase [C*» Uf l, the term can be 
calculated. The concentration of 
undissociatcd chemical can be 
determined from a and 

(c) Data and reporting — (1) Test 
report. For each individual 
determination, report the octanol/water 
partition coefficient at each 
concentration of the test substance, 
including the molar concentration of 
chemical in each phase (C^ and G» al , r |. 
In addition, report the mean value of 
K<,«' and the standard deviation. 

(2) Specific analytical and recovery 
procedures, (i) Provide a detailed 
description or reference for the 
analytical procedure used, including the 
calibration data and precision; and (ii) if 
extraction methods were used to 
separate the solute from the octanol and 
aqueous phases, provide a description of 
the extraction data. 

(3) Other test conditions . Report the 
experimental (G) value required to 
break the emulsion and to achieve 
separation of the octanol and water 
phases. 

(d) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Chiou. C.T., Freed. V II.. 
Schmedding. D.W.. Kohncrt. R.L 
‘Partition Coefficient and 
Biouccumulation of Selected Organic 
Chemicals.** Environmental Science and 
Technology . 11:475 (1977). 

(2) Fujita, T.. Iwasa. J„ Hansch. C. "A 
New Substituent Constant Derived from 
Partition Coefficients/’ American 
Chemical Society Journal 80:5175 (19641. 

(3) Hansch, C.. Anderson. S.M., “The 
Fffect of Intermolecular Hydrophobic 
Bonding on Partition Coefficients," 
journal of Organic Chemistry , 23:2583 
(1977). 

(J) Leo, A.. Hansch, G. Elkins. D. 
Partition Coefficients and Their Uses/* 
Chemical Reviews, 71:525 (1971). 

(5) Neely. W.B., Branson. D.R.. Blau. 
C.E. "Partition Coefficient to Measure 
Bioconcentration Potential of Organic 


Chemicals in Fish/* Environmental 
Science and Technology . 8:113 (1974). 

5 796.1570 Partition Coefficient (n- 
Octanol/Water)— Estimation by Liquid 
Chromatography. 

(a) introduction —(1) Background and 
purpose, (i) Since the pioneering work of 
I lansch and Fujita (1964) under 
paragraph (d)(1) of this section in the 
measurement and estimation of the 
octanol/water partition coefficient (Ko.). 
this property has become the 
cornerstone of a myriad of structure- 
activity relationships (SAR). Hansch 
and l.eo (1979) under paragraph (d)(2) of 
this section have used the coefficient 
extensively for correlating structural 
changes in drugs with changes observed 
in biological, biochemical or toxic 
effects. These correlations are then used 
to predict the effect of a new drug for 
which o K oa could be measured. 

(ii) In the study of the environmental 
fate of organic chemicals, the coefficient 
has become a key parameter. It has 
been shown to be correlated to water 
solubility, soil/sediment adsorption 
coefficient, and bioconcentration. The 
importance of this property to SAR is 
indicated by its discussion in the first 
chapter of Lyman, Reehl and 
Rosenblatt's (1982) under paragraph 
(d)(3) of this section comprehensive 
compendium of methods for estimating 
the behavior of organic compounds in 
the environment. These authors consider 
the measurement or estimation of the 
coefficient to be the necessary first step 
in assessing the fate of new chemicals. 

(iii) Of the three properties that can be 
estimated from water solubility is 
the most important because it affects 
both the fate and transport of chemicals. 
For example, highly soluble chemicals 
become quickly distributed by the 
hydrologic cycle, have low adsorption 
coefficients for soils and sediments, and 
tend to be more easily degraded by 
microorganisms. In addition, chemical 
transformation processes such as 
hydrolysis and oxidation tend to occur 
more readily if a compound is soluble. 

(iv) Direct correlations between K** 
and both the soil/sediment adsorption 
coefficient and the bioconcentration 
factor are to be expected. In these cases 
compounds that are more soluble in 
octanol (more hydrophobic) would be 
expected to partition out of the water 
and onto the organic portion of soils/ 
sediments and into lipophilic tissue. The 
relationship between K«,„ and the 
bioconcentration factor, as developed 
by Neely et al. (1974) under paragraph 
(d)(4) of this section, and other similar 
relationships, are the principal means of 
estimating bioconccntration factors. 
These factors are then used to predict 


the potential for a chemical to 
accumulate in living tissue. As a rough 
estimate, chemicals with Ko* less than 
10 will not accumulate in tissue while 
those with K c „ greater than 10® will. 
Thus, although a chemical may be 
present in the aqueous environment at 
subtoxic concentrations, if its K 0 „ is 
greater than 10® it would accumulate to 
levels that may be toxic not only to the 
organism but also to the consumers of 
that organism. 

(v) This test guideline describes a 
rapid, inexpensive method based on 
reverse phase-high pressure liquid 
chromatography (RP-HPLC) for 
estimating the octanol/water partition 
coefficient as developed by Veith et al. 
(1979) under paragraph (d)(5) of this 
section. It is not intended, however, to 
replace the standard shake-flask method 
described in } 796.1550. and should be 
used keeping in mind the limitations 
described herein. The RP-HPLC method 
is intended to give quick estimates of 
K vw , particularly for very hydrophobic 
substances and mixtures that cannot be 
analyzed using the shake-flask method. 

(2) Definitions . (i) The octanol/water 
partition coefficient (K^), as estimated 
by this test method, is the ratio of the 
equilibrium molar concentrations of a 
chemical in n-octanol and water, in 
dilute solution: as such it is a 
dimensionless quantity. is a 
constant for a given chemical at a given 
temperature. Because K** can assume 
such a wide range of values, from less 
than one to greater than a million, 
depending on the structure of the 
compound, K ow is often reported as log 
K ow . 

(ii) The retention time. t K . is the time 
in minutes elapsed between sample 
injection into the chromatograph and the 
peak maximum (concentration) as 
recorded on a chromatogram. The 
retention time is characteristic of the 
substance, the liquid phase flow rate, 
and the stationary phase, at a given 
temperature. With proper flow and 
temperature control, it can be 
reproduced to within one percent and 
used to identify multiple peaks. 

Although several substances can have 
nearly identical retention time 9 . each 
substance has only one retention time. 
This retention time is not influenced by 
the presence of other components. 
Retention times for this method vary 
between several minutes for substances 
with a lower K**, to thirty minutes or 
greater for substances with higher K^’s. 

(3) Principle of the test method. This 
test method is based on a reverse-phase 
high pressure chromatographic (IIPLC) 
separation procedure developed by 
Veith et al. (1979) under paragraph (d)(5) 
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of this section. The lest substance 
(solute) is injected onto an HPLC 
column containing a support onto which 
a long-chain hydrocarbon has been 
permanently bonded. A methanol/water 
solvent sy stem is used to elute the 
solute which is subsequently analyzed 
using an ultraviolet absorption detector, 
gas chromatograph, liquid scintillator or 
other suitable detector. During elution, 
the solute moves alone the column by 
partitioning between the mobile phase 
and the stationary hydrocarbon phase. 
The retention lime on the column is a 
function of the hydrophobicity of the 
solute: A water soluble solute has a 
short retention time while a 
hydrophobic solute has a long retention 
time. Once the retention time is 
measured on the chromatogram, the 
of the substance is estimated from a 
previously established linear regression 
equation between log 1* and log K<*,. The 
relationship between these two 
variables is determined through a 
calibration step that involves injecting 
into the chromatograph a mixture of six 
reference chemicals having a range of 
retention limes and known octanol/ 
water partition coefficients. The 
retention time for each chemical is 
measured and a plot of log t H vs. log 
is made. The data are also correlated 
using a linear regression and the 
resulting equation is used to calculate 
log from the log i a of lest 
substances; the correlation coefficient of 
the linear regression gives a measure of 
the "goodness of fit** of the calibration 
data to a straight line. 

(4) Applicability and specificity. The 
test method described in this guideline 
is designed to calculate an estimated 
value of the octanol/waler partition 
coefficient using an empirically derived 
equation that relates the of a 
substance to its experimentally 
determined retention time on a HPLC 
column. It must be emphasized that the 
shake-flask method In $ 796.1550 
remains the conventional method for 
determining K**. The HPLC method 
described herein is a rapid procedure for 
estimating log K.,* for a single substance 
or a mixture of substances. Estimates of 
log ICm should be limited to within two 
log units of the minimum and maximum 
values of the calibration substances, i.e., 
the method is applicable to substances 
with log between zero and eight. In 
the range of two to six leg units, 
estimates are within 22.5±2(>.l percent 
of the values reported in the literature 
obtained using other methods (Veith et 
al. 1979) under paragraph (d)(5) of this 
section. 

(b) Test procedures —(1) Tost 
condi*’ons —(i) Special laboratory 


equipment . (A) A liquid chromatograph 
equipped with a 6000 psi pump, a high- 
pressure stupflow injector, and 
appropriate recorder. 

(B) A preparative scale reverse phase 
column (250 mm X 8 mm under 
paragraph (a)(4) of this section), c.g.. 
Vartan Preparative Micropak C~H. 
consisting of a stainless steel tube filled 
with 10 micron LiChrosprb to which 
octadecylsilane is permanently bonded. 

(C) For chemicals that absorb in the 
ultraviolet (i.e., aromatics), either 254- 
nm fixed wavelength detector or 190 to 
ttOO nm variable wavelength detector, 
can be used. For chemicals that cannot 
be detected in the ultraviolet, a fraction 
collector can be used to collect fractions 
at suitable intervals (0.50 to 1.0-minutes 
near the retention time) for analysis by 
gas chromatography, liquid scintillation, 
or other suitable, sensitive, analytical 
detector. 

(ii) Purity of solvents and reagents. 

All solvents (water, methanol, acetone, 
and cyclohexane) and reagents used in 
this test procedure should be reagent or 
HPLC grade and contain no impurities 
that could interfere with the 
determination of the retention time of 
the test compound. Water meeting 
ASTM Type II standards or an 
equivalent grade is recommended to 
minimize the effects of dissolved salts 
and other impurities. ASTM Type II 
water is described in ASTM D 1193-77. 
“Standard Specification for Reagent 
Water". ASTM D 1193-77 is available 
for inspection at the Office of the 
Federal Register. Rm. 8401.1100 L St.. 
NW.. Washington. DC This 
incorporation by reference was 
approved by the Director of the Office of 
the Federal Register. This material is 
incorporated as it exists on the date of 
approval and a notice of any change in 
this material will be published in the 
Federal Register. Copies of the 
incorporated material may be obtained 
from the Document Control Officer (TS- 
793), Office of Toxic Substances. FPA. 
Rm. 107.401 M SL. SW.. Washington. 

DC 20460, and from the American 
Society for Testing and Materials 
(ASTM). 1916 Race Street. Philadelphia. 
PA 19103. 

(2) Preparation of reagents and 
solutions —(i) Solvents. For column 
elution and preparation of buffers, mix 
chromatographic or reagent grade 
methanol and water in an 85:15 v/v 
ratio. 

(ii) Calibration mixture. Prepare a 
standard calibration solution containing 
200 mg/L of each of the substances 
listed in the following Table 1 dissolved 
in acetone and cyclohexane (3:1 v/v) 
other suitable solvent. Twenty 


mierolltcrs of this solution injected into 
the chromatograph should give an 
adequate recortlt?r response (25 percent 
of scale) for calibration purposes. 

I lowever, both the concentration and 
amount injected may be increased or 
decreased without affecting the 
retention times, since t* is independent 
of concentration in dilute solutions. 

Table 1— Measured Octanol7Water Parti 
TION COEFFICIENTS AND TYPICAL HPLC RE¬ 
TENTION Times for the Chemicals Used in 
the Calibrate Mixture 



(iii) Test solution. Solutions of the test 
substance!*) are prepared similar to the 
calibration mixture: by dissolving the 
substam:e(s) to be tested in a 3:1 mixture 
of acetone and cyclohexane. The 
concentration of the substance(s). as 
determined by trial and error, should be 
sufficient to produce a chromatographs 
peak of at least 25 percent of the 
recorder scale. 

(3) Performance of the test, (i) After 
conditioning the column with 85:15 
methanol-water or buffered methanol- 
water, chromatograph the calibration 
mixture by injecting 20 microliters of the 
mixture into the column. Elute the 
column using a solvent flow rate of 
about 2.0 ml/min at a pressure of 
approximately 1200 psi. Determine the 
retention time for each substance in the 
mixture. The calibration mixture must 
be chromatographed daily because the 
retention time is sensitive to variations 
in the flow rate, temperature, solvent 
ratio, and the retention properties of the 
column. 

(ii) Chromatograph 20 microlitere of 
the test solution(s) directly following 
column calibration, using an identical 
flow rate and pump pressure. Determine 
the retention time(s) for the test 
substance(s). 

(c) Data and reporting —(1) Test 
n*port . (i) Using the measured retention 
rimes of the substances in the 
calibration mixture and the log K„„ foi 
each substance in Table 1 under 
paragraph (b)(2)(ii) of this section make 
a plot of log l R vs. log Ko*. From the dnt.i 
used in making this plot compute a 
linear regression equation of the form: 

togK*. mlog t»^b 
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i.e.. y - mx + b. For each set of test 
conditions (flow rate, pressure) report 
this equation, its correlation coefficient 
and the data used in its calculation. 

(ii) Calculate an estimated In# K f ,„ for 
each test substance from its retention 
time and corresponding regression 
equation. Report the retention time, its 
logarithm and log along with the 
above data. 

(2) Specific analytical procedures, (i) 
Provide a detailed description of* or 
reference for. the liquid chromatograph, 
separation column, and detector. 

(ii) Report the temperature at which 
the test(s) were conducted. 

(iii) Give a description of any 
problems (and their rectification) or 
changes in the test procedures. 

(d) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Hansch. C. Fujita. T. "A Method 
for the Correlation of Biological Activity 
and Chemical Structure/* American 
Chemical Society Journal. 86:1016 (1964). 

(2) 1 lansch, C., I-eo, A. Substituent 
Constants for Correlation Analysis in 
Chemistry and Biology. (|. Wiley ft 
Sons. New York, 1979). 

(3) Lyman, W.J.. RcehJ, W.f^ 
Rosenblatt. D.H. Handbook of Chemical 
Property Estimation Methods: 
Environmental Behavior of Organic 
Compounds. (McGraw-Hill Book Co.. 
New York. 1982). 

|4) Neely. W.B.. Branson. D.R.. Blau. 
G.E. "Partition Coefficient to Measure 
Bioconcentration Potential of Organic 
Chemicals in Fish." Environmental 
Science Technology , 8:113 (1974). 

(5) Veith. G.D., Austin. N.M., Morris. 
R.T. "A Rapid Method for Estimating 
Log P for Organic Chemicals," Water 
Research* 13:43 (1979). 

§796.1720 Octanol/Watcr Partition 
Coefficient, Generator Column Method. 

(a) Introduction — ( 1 ) Background and 
purpose* (i) Since the pioneering work of 
Fu#ta and Hansch (1961) wider 
paragraph (d)(2) of this section in the 
measurement and estimation of the 
octanol/water partition coefficient (K rm ). 
ibis property has become the 
cornerstone of a myriad of structure- 
activity relationships (SAR) Hansch 
and Leo (1979) under paragraph (d)(3) of 
this section have used the coefficient 
extensively for correlating structural 
changes in drugs with changes observed 
in biological, biochemical or toxic 
♦•fleets. These correlations are then used 
to predict the effect of a new drug for 
uhich a K 0 „ could be measured. 

bi) In the study.of the environmental 
of organic chemicals, the coefficient 
has become a key parameter. It has 


been shown to be correlated to water 
solubility, soil/sediment sorption 
coefficient, and bioconcentrution. The 
importance of this property to SAR is 
indicated by its discussion in the first 
chapter of Lyman. Rcrehl and 
Rosenblatt’s (1982) under parogi«iph 
(d)(4) of this section comprehensive 
compendium of methods for estimating 
the behavior of organic compounds in 
the environment. These authors consider 
the measurement or estimation of the 
coefficient to be the necessary first step 
in assessing the fate of new chemicals. 

(iii) Of the three properties that can be 
estimated from K**. water solubility is 
the most important because it affects 
both the fate and transport of chemicals. 
For example, highly soluble chemicals 
become quickly distributed by the 
hydrologic cycle, have low sorption 
coefficients for soils and sediments, and 
tend to be more easily degraded by 
microorganisms. In addition, chemical # 
transformation processes such as 
hydrolysis, direct photolysis, indirect 
photolysis (oxidation) and tend to occur 
more readily if a compound is soluble. 

(iv) Direct correlations between K 0 * 
and both the soil/sediment sorption 
coefficient and the bioconcentrution 
factor are to be expected. In these cases 
compounds that are more soluble in 
octanol (more hydrophobic) would be 
expected to partition out of the water 
and into the organic portion of soils/ 
sediments and into lipophilic tissue. The 
relationship between and the 
bioconcentration factor, as developed 
by Neely et al. (1974) under paragraph 
(d)(7) of this section, and other similar 
relationships, are the principal means of 
estimating bioconcentration factors. 
*l*huse factors are then used to predict 
the potential for a chemical to 
accumulate in living tissue. 

(v) This test method describes a 
method for determining the octanol/ 
water partition coefficient based on the 
dynamic coupled column liquid 
chromatographic technique, a technique 
commonly referred to as the generator 
column method. This method was the 
basis for a previous test method for 
water solubility, § 796.1860 and closely 
follows that section. The method 
described herein can be used in place of 
the standard shake-flask method 
described in 5 796.1550 for compounds 
with a log K** greater than 1.0. 

(2) Definitions and units, (i) The 
octanol/water partition coefficient (K«*J 
is defined as the ratio of the molar 
concentrations of a chemical in n- 
octanol and water, in dilute solution. 

The coefficient K 0 * is a constant for a 
given chemical at a given temperature. 
Since is the ratio of two molar 
concentrations, it is a dimensionless 


quantity. Sometimes K irw is reported as 
log K„ w . The mathematical statement of 

is. 

Equation l 



where and C»* UT arc the molar 

concentration of the solute In n-octanol 
and water, respectively, at a given 
temperature. This test procedure 
determines at 25 ^0.05 *C. 

(ii) A "generator column*' is used to 
partition the test substance between the 
octanol and water phases. The column 
in Figure 1 under paragraph 
(b)(1)(i)(A)(2) of this section is packed 
with a solid support and is coated with 
the test substance at a fixed 
concentration in n-octanol. The test 
substance is eluted from the column 
with water and the aqueous solution 
leaving the column represents the 
equilibrium concentration of the !«*nt 
substance that has partitioned from the 
m.tanol phase into the water phase. 
Preparation of the generator column la 
described under paragraph (b)(1)(i) of 
this section. 

(iii) An "extractor column" is used to 
extract the solute from the aqueous 
solution produced by the generator 
column. After extraction onto a bonded 
chromatographic support, the solute is 
eluted with a solvcnt/water mixture and 
subsequently analyzed by high pressure 
liquid chromatography (HPLC). A 
detailed description of the preparation 
of the extractor column is given in 
paragraph (b)(1)(i) of this section. 

(iv) The "sample loop" is a Yu in. 

O.D. (1.6mm) stainless steel tube with 
an Internal volume between 20 and 50 
pL The loop is attached to the sample 
injection valve of the HPLC and is used 
to inject standard solutions into the 
mobile phase of the HPLC when 
determining the response factor for the 
recording integrator. The exact volume 
of the loop must be determined as 
described in paragraph (b)(3)(ii)(C)(/) of 
this section when the HPLC method is 
used. 

(v) The "response factor" (RF) is the 
solute concentration required to give a 
one unit area chromatographic peak or 
one unit output from the 11PLC recording 
integrator at a particular recorder and 
detector attenuation. The factor is 
required to convert from units of area to 
units of concentration. The 
determination of the response factor is 
given in paragraph (b)(3)(ii)(C)(2) of this 
section. 
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(3) Principle of the test method, (i) 
This test method is based on the 
dynamic coupled column liquid 
chromatographic (DCCLC) technique for 
determining the aqueous solubility of 
organic compounds that was initially 
developed by May et al. (1978) under 
paragraph (d) (5) and (6) of this section, 
modified by DeVoe et al. (1981) under 
paragraph (d)(1) of this section, and 
finalized by VVasik et al. (1981) under 
paragraph (d)(8) of this section. The 
DCCLC technique utilizes a generator 
column, extractor column and HPLC 
coupled or interconnected to provide a 
continuous closed flow system. Aqueous 
solutions of the test compound are 
produced by pumping water through the 
generator column that is packed with a 
solid support coated with an 
approximately 1.0 percent (w/w) 
solution of the compound in octanol 
The aqueous solution leaving the 
column represents the equilibrium 
concentration of the test chemical which 
has partitioned from the octanol phase 
into the water phase. The compound is 
extracted from the aqueous solution 
onto an extractor column, then eluted 
from the extractor column with a 
solvent/water mixture and subsequently 
analyzed by HPLC using an ultraviolet 
absorption detector operating at a 
suitable wavelength. Chromatogram 
peaks are recorded and integrated using 
a recording integrator. The 
concentration of the compound in the 
effluent from the generator column is 
determined from the mass of the 
compound (solute) extracted from a 
measured volume of water (solvent). 

The octanol/water partition coefficient 
is calculated from the ratio of the molar 
concentration of the solute in the 1-0 
percent (w/w) octanol and molar 
concentration of the solute in water as 
determined using the generator column 
technique. 

(ii) Since the HPLC method is only 
applicable to compounds that absorb in 
the ultraviolet, an alternate gas 
chromatographic (GC) method is used 
for those compounds that do not absorb 
in the ultraviolet. In the GC method the 
saturated solutions produced in the 
generator column are extracted using an 
appropriate organic solvent that is 
subsequently injected into the GC for 
analysis of the test compound. 

(4) Applicability and specificity. The 
test guideline is designed to determine 
the octanol/water partition coefficient 
of solid or liquid organic chemicals in 
the range log 1.0 to >6.0 (10 to 
>10*). 

(b) Test Procedure—^) Test 
conditions —(i) Special laboratory 
equipment. (A) (/) Generator column— 


Either of two different methods for 
connecting to the generator column are 
used depending on whether the eluted 
aqueous phase is analyzed by HPLC 
(Procedure A) or by solvent extraction 
followed by GC analysis of solvent 
extract (Procedure B). 

(2) The design of the generator column 
is shown in the following Figure 1: 

Figure 1—Generator column 


INLET 



GLASS WOOL 


20cm 




«•— SUPPORT 0CXM2CMESM 

CHROMOSOR8 W* 



OUTLET 


The column consists of a 6 mm (Vi-inch) 
O.D. Pyrex tube joined to a short 
enlarged section of 9 mm Pyrex tubing 
which In turn is connected to another 
section of 6 mm (’A-inch) O.D. Pyrex 
tubing. Connections to the inlet Teflon 
tubing (Vfe-lnch O.D.) and to the outlet 
stainless steel tubing (Vis-inch O.D.) are 
made by means of stainless steel fittings 
with Teflon ferrules. The column is 
enclosed in a water jacket for 
temperature control as shown in the 
following Figure 2: 


Figure 2—Setup showing generator 
column enclosed in a water jacket and 
overall arrangement of the apparatus 
used in GC method 
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(B) Constant temperature bath with 
circulation pump-bath and capable of 
controlling temperature to 25±0.05 *C. 
(Procedure A and B): 

(C) High pressure liquid 
chromatograph equipped with an 
ultraviolet absorption detector operating 
at a suitable wavelength and a recording 
integrator (Procedure A); 

(D) Extractor column—6.6 x 0.6 cm 
stainless steel tube with end fittings 
containing 5 micron frits filled with a 
superficially porous phase packing 
(Bondapack Cu Corasil; Water 
Associates) (Procedure A); 

(E) Two 6-port high pressure rotarv 
switching valves (Procedure A); 

(F) Collection vessel under paragraph 
(b)[1)(i)(A)(2) Figure 2 of this section 8 x 
% inch section of Pyrex tubing with a 
flat bottom connected to a short section 
of -%-inch O.D. borosilicate glass tubing. 
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rhrr collecting vessel is sealed with a %- 
inch Teflon cap fitting (Procedure B); 

und 

(G) Gas chromatograph equipped with 
a detector sensitive to the solute of 
interest (Procedure B), 

(*i) Purity of Octanol and Water. 
Purified n-octanol, described In 
paragraph (b)(2) of this section, and 
wafer meeting A STM Type t] standards, 
or an equivalent grade, are 
recommended to minimize the effects of 
dissolved suits and other impurities. 
ASTM Type U water is described in 
ASTM D1193-77. -Standard 
Specification for Reagent Water". 

ASTM D 1193-77 is available for 
inspection at the Office of the Federal 
Register. Rm. 8401. lion t. St.. NW.. 
Washington. DC. This incorporation by 
reference was approved by the Director 
of the Office of the Federal Register. 

This material is incorporated as it exists 
on the date of approval and a notice of 
any change in this material will be 
published in the Federal Register. 

Copies of the incorporated material may 
be obtained from the Document Control 
Officer (TS-793). Office of Toxic 
Substances. KPA. Rm. 107. 401 M St. 

SW.. Washington. DC 20400. und from 
the American Society for Testing and 
Materials (ASTM). 1916 Rare Street, 
Philadelphia. PA 19103. 

(ill) fhirity of Solvents, it is important 
that all solvents used in this method bo 
reagent or HPl.C grade and contain no 
impurities which could interfere with the 
determination of the test < ompmind. 

(iv) Reference Compounds. In order to 
ensure that the HPl.C system is working 
properly, at least two of the follow ing 
five reference compounds should Ire run. 
The values obtained should be within 
* 0.1 log unit of the reference value 


ftopitAcefaito 
? HtfXartOn* 

*eroo»«t*nt*rw 

rvQcUnc 


*• 


t ... 
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3 34 
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Reference compounds should be reagent 
or IIPLC grade to avoid interference* by 
impurities. 

(2) Preparation of reagents cud 
solutions —(i) Octanot and Water, Very 
pure n-octanol con be obtain**J as 
follows: wash pure n-octanol (minimum 
98 percent pure) sequentially with 0.1 N 
H?SO«, with 0.1N NaOH. then with 
distilled water until neutral. Drv the n • 
octnnol with magnesium sulfate and 
distil) twice in a good distillation 
column under reduced pressure Jb p 
about 80 *C at 0.27 kPa (2 lorrj|. The 
octunol produced should be at least 99 W 
percent pure. Alternatively a grade 
equivalent to Fisher Scicntilx Co. No. 
A-402 “Certified Octanol-1" .ran be 
used. Distilled or reagent grade water 
should be used throughout the ti*sl 
procedure: ASTM Type II water as 
described in ASTM Dll93-77. ‘Standard 
Specification for Water", is 
recommended. ASTM Dl 193-77 is 
available for inspection at the Office of 
the Federal Register. Rm. 8401,11C0 I. 

St., NW., Washington. DC. This 
incorporation by reference was 
approved by the Director of the Office of 
the Federal Register. This material is 
incorporated as it exists on the date of 
approval and a notice of any change in 
this material will be published in the 
Federal Register. Copies of the 
incorporated material may be obtained 
from the Document Control Officer (TS- 
793). Office of Toxic Substances, EPA. 
Km. 107. 401 M St.. SW.. Washington, 

DC 20460, and from the American 
Society for Testing and Materials 


(ASTM), 1916 Race Street. Philadelphia. 
PA 19103. 

(ii) (Reserved! 

(3) Performance of the Test. Initially, 
an approximately 1.0 percent (w/w| 
solution of the test substance in n 
octanol is prepared Precise 
measurement of the solute concentration 
in this solution is required for the K,** 
calculation. Subsequently, the t.O 
percent (w/w) solution is coated on the 
generator column and using either 
Procedure A or B as described below, 
the molar concentration of the test 
substance in reagent grade water is 
determined. 

(i) Test sdutlon . The test solution 
consists of an approximately TO percent 
(w/w) solution of the test substance in 
octanol. A sufficient quantity (about 10- 
20 nil) of the test solution should be 
prepared to coat the generator column, 
the solution is prepared by accurately 
weighing out, using a tared bottle, 
quantities of both the test substance and 
octanol required to make a 1.0 percent 
(w/w) solution. When the weights are 
measured precisely (to the nearest 0.1 
mg. knowing the density of octanol 
(0.827 g/ml at 25 *C). then the molar 
concentration of the test substance in 
ihe octanol is sufficiently accurate for 
Ihe purposes of the test procedure. If 
desired however, a separate analytical 
determination (e.g^ by GC) may be used 
to check the concentration in the test 
solution. If storage is required the test 
solution should be kept stoppered to 
prevent volatilization of the test 
chemical. 

(ii) Procedure A — HPLC Method (A) 
lYocedure A covers the determination of 
ihe aqueous solubility of compounds 
which absorb in the ultraviolet. The 
HPl.C analytical system is shown 
schematically in the following Figure 3: 
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Figure 3—Schematic of I1FLC—generator column flow system 


GENERATOR COLUMN 



Two reciprocating piston pumps deliver 
the mobile phase (water or solvent/ 
water mixture) through two 8-port high 
pressure rotary valves and a 30 x 0.6 cm 
Ci» analytical column to an ultraviolet 
absorption detector operating at a 
suitable wavelength. Chromatogrum 
peaks are recorded and integrated with 
a recording integrator. One of the 8-port 
valves is the sample injection valve 
used for injecting samples of standard 
solutions of the solute in an appropriate 
concentration for determining response 
factors or standard solutions of basic 
chromate for determining the sample 
loop volume. The other 6-port valve in 
the system serves us a switching valve 
for the extractor column which is used 
to remove solute from the aqueous 
solutions. 

(B) The general procedure for 
analyzing the aqueous phase after 
equilibration is as follows: a detailed 
procedure is given in part d. of this 
section: 

(7) Direct the aqueous solution from 
the generator column to “Waste" in 
Figure 3 under paragraph (b)(3)(li)(A) of 
this section with the switching valve in 
the inject position in order to equilibrate 
internal surfaces with the solution, thus 
insuring that the analyzed sample would 


not be depleted by solute adsorption on 
surfaces upstream from the valve. 

[2) At the same time, water is pumped 
from the HPLC pumps In order to 
displace the solvent from the extractor 
column. 

p) The switching valve is next 
changed to the load position to div ert a 
sample of the solution from the 
generator column through the extractor 
column, and the liquid leaving the 
extractor column is collected in a tared 
weighing bottle. During this extraction 
step, the HPLC mobile phase is changed 
to a solvent/water mixture to condition 
the analytical column. 

\4) After the desired volume of sample 
is extracted, the switching valve is 
returned to the inject position for elution 
from the extractor column and analysis. 
Provided that all of the solute was 
adsorbed by the extractor column during 
the extraction step, the chromatographic 
peak represents all of the solute in the 
extracted sample. 

(5) The solute concentration in the 
aqueous phase is calculated from the 
peak area, the w eight of the extracted 
liquid collected in the weighing bottle, 
and the response factor. 

(C)(7) Determination of the Sample 
Loop Volume. Accurate measurement of 
the sample loop may be accomplished 


by using the spectropholometric method 
of Devoc et al, (1981) under paragraph 
(d)(1) of this section. For this method 
measure absorbance, Au**. at 373 nm for 
at least three solutions, each of which is 
prepared by collecting from the sample 
valve an appropriate number, n, of 
loopfuls of an aqueous stock solution of 
K?CrOi (1.3 percent by weight) and 
diluting to 30 mL with 0.2 percent KOI I. 
(For a 20 jxL loop, use n = 5; for a 50 fiL 
loop, use n = 2.) Also measure the 
absorbunce. A of the same stock 
solution after diluting 1:500 with 0.2 
percent KOH. Calculate the loop volume 
to the nearest 0.1 pL using the relation: 

V^«(A Mw //W)H0'Vn) 

[2] Determination o f the Response 
Factor(RF). (i) For all determinations 
adjust the mobile phase solvent/water 
ratio and flow rate to obtain a 
reasonable retention time on the HPLC 
column. For example, typical 
concentrations of organic solvent in the 
mobile phase range from 50 to 100 
percent while flow rates range from 1 to 
3 mL/min; these conditions often give a 
3 to 5 minute retention time. 

(//) Prepare standard solutions of 
known concentrations of the solute in a 
suitable solvent. Concentrations must 
give a recorder response within the 
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maximum response of the detector. 

Inject samples of each standard solution 
into the HPLC system using the 
calibrated sample loop. Obtain an 
average peak area from at least three 
injections of each standard sample at a 


Response Factor (RF}= 


(3) Loading of the Generator Column . 
(/) The design of the generator column 
was described in paragraph (b)(l)(i) of 
this section and is shown in Figure 1 
under paragraph (b)(t)(i)(A)(2) of this 
section. To pack the column, a plug of 
silanized glass wool is inserted into one 
end of the 6 mm Pyrex tubing. Silanized 
diatomaceous silica support (about 0,5g 
of 100-120 mesh Chromosorb W 
chromatographic support material) is 
poured into the tube with tapping and 
retained with a second plug of silanized 
glass wool. 

(//) The column is loaded by pulling 
the test solution through the dry support 
with gentle suction and then allowing 
the excess solution to drain out. After 
loading the column, draw water up 
through the column to remove any 
entrapped air. 

(*/) Analysis of the solute . Use the 
following procedure to collect and 
analyze the solute: 

(/) Pump water to the generator 
column by means of a minipump or 
pressurized water reservoir as shown in 
the following Figure 4: 


set detector absorbance unit full scale 
(AUKS), i.e.. at the same absorbance 
scale attenuation setting. 

[Hi] Calculate the response factor 
from the following equation: 


Concentration (M) 
(Average Area) (AUFS) 


Figure 4—Water reservoir for GC 
method 



With the switching valve in Figure 3 
under paragraph (b)(3)(ii)(A) of this 
section in the inject position (i.e.. water 
to waste), pump water through the 
generator column at a (low rate of 
approximately 1 mL/min for 
approximately 15 minutes to bring the 
system into equilibrium. 


(//) Flush out the organic solvent that 
remains in the system from previous 
runs by changing the mobile phase to 
100 percent HaO and allowing the water 
to reach the HPLC detector, as indicated 
by a negative reading. As soon as this 
occurs, place a 25 mL weighing bottle 
(weighed to the nearest mg) at the waste 
position and immediately turn the 
switching valve to the load position. 

[Hi) Collect an amount of water from 
the generator column (as determined by 
trial and error) in the weighing bottle, 
corresponding to the amount of solute 
adsorbed by the extractor column that 
gives a reasonable detector response. 
During this extraction step, switch back 
to the original HPLC mobile phase 
composition, i.e,, solvent/water mixture, 
to condition the HPLC analytical 
column. 

(/V) After the desired volume of 
sample has been extracted, turn the 
switching valve back to the inject 
position in Figure 3 under paragraph 
(b)(3)(ii)(A) of this section. As soon as 
switching valve is turned to the inject 
position, remove the weighing bottle, 
cap it and replace it with the waste 
container, at the same time turn on the 
recording integrator. The solvent/water 
mobile phase will elute the solute from 
the extractor column and transfer the 
solute to tiie HPLC analytical column. 

(v) Determine the weight of water 
collected to the nearest mg and record 
the corresponding peak area. Using the 
same AUFS setting repeat the analysis 
of the solute at least two more times and 
determine the average ratio of peak area 
to grams of water collected. Calculate 
the solute solubility in water using the 
following equation: 

S=(907 g7L)(RFl(V^)( AUFSMR) 
where 

S --solubility (M) 

RF-respon *e factor 

sample loop volume (L) 

R = ratio of area to grams of water. 

(iii) Procedure B—CC Method. In the 
GC method, aqueous solutions from the 
generator column enter a collecting 
vessel in Figure 2 under paragraph 
(b)(l)(i)(A)(2) of this section containing a 
known weight of extracting solvent 
which is immiscible in water. The outlet 
of the generator column is positioned 
such that the aqueous phase always 
enters below the extracting solvent. 
After the aqueous phase is collected, the 
collecting vessel is stoppered and the 
quantity of aqueous phase is determined 
by weighing. The solvent and the 
aqueous phase are equilibrated by 
slowly rotating the collecting vessel. A 
small amount of the extracting solvent is 
then removed and injected into a gas 
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chromatograph equipped with an 
appropriate detector. The solute 
concentration In the aqueous phase is 
determined from a calibration curve 
constructed using known concentrations 
of the solute. 

(A) Determination of calibration 
curve. (1) Prepare solute standard 
solutions of concentrations covering the 
expected range of the solute solubility. 
Select a column and optimum GC 
operating conditions for resolution 
between the solute and solvent and the 
solute and extracting solvent. Inject a 
known votume of each standard solution 
into the injection port of the GC. Fur 
each standard solution determine the 
average of the ratio R of peak area to 
volume (in pL) for the chromatographic 
peak of interest from at least three 
separate injections. 

(1') After running all the standard 
solutions, determine the coefficients, a 
and b. using linear regression analysis 
on the equation of concentration (C] vs. 

R in the form 
C .iK t b, 

(B) Loading of the Generator Column. 
The generator column is packed and 
loaded with solute in the same manner 
ns for the HPLC method in paragraph 
(b)(3)(ii) of this section. As shown in 
Figure 2 under paragraph (b)tl)MHA)t?) 
of this section, attach approximately 20 
cm of straight stainless steel tubing tu 
the bottom of the generator column. 
Connect the top of the generator column 
to a water reservoir in Figure 4 under 
paragraph (bH3Kii){C)(-IH/) of this 
section using Teflon tubing. Use air or 
nitrogen pressure (5 PSI) from an air or 
nitrogen cylinder to force water from the 
reservoir through the column. Collect 
water in an Erlenmeyer flask for 
approximately 15 minutes while the 
solute concentration in water 
equilibrates; longer time may be 
required for less soluble compounds. 

(C) Collection and extraction of the 
solute. During the equilibration time, 
add a known weigh! of ex trading 
solvent to a collection vessel which can 
be capped. The extracting solvent 
should cover the bottom of the 
collection vessel to a depth sufficient to 
submerge the collecting tube but still 
maintain 100:1 water/solvent ratio. 
Record the weight (to the nearest mgj of 
a collection vessel with cap and 
extracting solvent. Place the collection 
vessel under the generator column so 
that water from the collecting tube 
enters below the level of the extracting 
solvent in Figure Z under paragraph 
(b)(l J(tKA)(2) of this section. When the 
collection vessel is filled remove rt from 
under the generator column, replace cap. 
a id weigh the filled vessel. Determine 


the weight of water collected. Before 
analyzing for the solute, gently rotate 
the collection vessel content* for 
approximately 30 min., controlling the 
rate of rotation so as not tu form an 
emulsion; rotating the flask end over end 
five times per minute is sufficient. 

(D) Analysis of the solute. (7) After 
rotating, allow the collection vessel to 
stand for approximately 30 minutes; 
then remove a known volume of the 
extracting solvent from the vessel using 
a microliter syringe and inject in into the 
G.C. Record the ratio of peak area to 
volume injected and. from the regression 
equation of the calibration line, 
determine the concentration of solute in 
the extracting solvent. The molar 
concentration of solute in water C(M) is 
determined from the following equation 


<U gitto 


where C*, ra the molur concentration of 
solute in extracting solvent, d» r :o and d,, 
are the densities in gm/ml of water and 
extracting solvent, respectively, and g,.* 
and £h 3 o are the grams of extracting 
solvent and water, respectively, 
contained in the collection vessels. 

(2) Make replicate injections from 
each collecting vessel to determine the 
average solute concentration in water 
for each vessel. To make sure the 
generator column has reached 
equilibrium, run at least two additional 
(for a total of three) collection vessels 
and analyze the extracted solute as 
described above. Calculate (CM) from 
the average solute concentration in the 
three vessels. 

(iv) Analysis of reference compounds . 
Prior to analyzing the test solution, 
make duplicate runs on at least two of 
the five reference compounds given in 
paragraph (b)(l)(iv) of this section. 

When using the reference compounds, 
follow the same procedure previously 
described for preparing the test solution 
and running the test. If Ihe average 
value obtained for each compound is 0.1 
log unit of the reference value, then the 
lest procedure and HPLC system arc 
functioning properly; if not a thorough 
checking over of the HPLC and careful 
adherence to the test procedures should 
be done to correct the discrepancy. 

(v> Modification of procedures for 
potential problems—Decomposition of 
the test compound. If the test compound 
decomposes in one or more of the 
aqueous solvents required during the 
period of the test at a rate such that an 
accurate value for water solubility 
cannot be obtained, then it will be 
necessary to carry out detailed 


transformation studies: e g. hydrolysis 
under $ 796.35UU. If decomposition is due 
to aqueous photolysis* then it will be 
necessary to carry out water solubility 
studies in the dark* under red or yellow 
lights, or by any other suitable method 
to eliminate this transformation process. 

(c) Data and reporting —(1) Test 
report (ftFor the test solution, report 
the weights to the nearest 0.1 mg of the 
test substance and octanol. Also report 
the weight percent and molur 
concentration of the test substance in 
the* octanol. the density of /i-octanol at 
25 *C is 0.827 gm/ml. 

(ii> For each run provide the molar 
concentration of the test substance m 
water for each of three determinations, 
the mean value, and the standard 
deviation* 

liii). For each of the three 
determinations calculate the octanol/ 
water partition coefficient as five ratio of 
the molar concentration of the test 
substance in octanol to the molar 
concentration in water. Also calculate 
and report the mean and its 
standard deviation. Values of may 
be reported as their logarithms if 
desired. 

(iv) Report the temperature [± 0.05 
•C) at which the generator column w as 
controlled during the test. 

(v) For cuch reference compound 
report the individual values of log 
and the average of the tw'o runs. 

(vi) For compounds that decompose* at 
a rate such that a precise value for the 
solubility cannot be obtained, provide a 
statement to that effect 

(2) Specific analytical calibration 
ami recovery procedures (if—(A) For the 
HPLC method describe and/or report: 

(7) The method used to determine the 
sample loop volume and the average 
and standard deviation of that volume. 

[2] The average and standard 
deviation of the response factor. 

(J) Any changes made or problems 
encountered in the test procedures. 

(B) For the GC method report; 

(7) The column and GC operating 

conditions of temperature and flow rate 

(2) The average and standard 
deviation of thp average area /pi 
obtained for each of the standard 
solutions. 

(2) The form of the regression 
equation obtained in the calibration 
procedure. 

(*«/) The extracting solvent used. 

(5) The average and standard 
deviation of solute concentration in each 
collection vessel. 

(6) Any changes made or problems 
encountered in the test procedure. 

(C) If the concentration of the test 
substance in n-octanol is determined b> 
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an independent analytical method such 
as gas chromatography, provide a 
complete description of the method. 

(ii) [Reserved] 

(d) References. For additional 
background information on this test 
guideline the following reference should 
be consulted: 

(1) DeVoe, H.. Miller. MAI.. Wasik. 
S.P. "Generator Columns and High 
Pressure Liquid Chromatography for 
Determining Aqueous Solubilities and 
Octanol-W'ater Partition Coefficients of 
I lydrophobic Substances/' Journal of 
Research of the National Bureau of 
Standards. 66:361-366 (1981). 

(2) Fujita. T., Iwasa. J.. Hansch. C. “A 
New Substituent Constant. Derived from 
Partition Coefficients." American 
Chemical Si^ciety Journal. 86:5175 (1964). 

(3) Hansch. C. Leo. A. Substituent 
Constants for Correlation Analysis in 
Chemistry' and Biology. (Now York: 
Wiley & Sons, 1979). 

14) Lyman. W.J.. Reehl. W.F.. 
Rosenblatt. D.H. Handbook of Chemical 
Ptvperty Estimation Methods. 
Environmental Behavior of Organic 
Compounds. (McGraw Hill Book Co.. 
New York. 1982). 

(5) May. W.E.. Wasik, S.P.. Freeman. 
D.H. "Determination of the Aqueous 
Solubility of Polynuclear Aromatic 

I lydrocarbons by a Coupled Column 
Liquid Chromatographic Technique/* 

\ nalytical Chemistry. 50:175-179 (1976). 

(6) May, W.E., Wasik. S.P.. Freeman. 
D.H. "Determination of the Solubility 
Behavior of Some Polycyclic Aromatic 
Hydrocarbons in W ater." Analytical 
Chemistry. 50:997-1000 (1978). * 

(7) Neely. WJL. Bronson. D.R.. Blau. 
G.F.. "Partition Coefficient to Measure 
Bioconcentration Potential of Organic 
Chemicals in Fish." Environmental 
Science and Technology. 8:113 (1974). 

(6) Wasik. S.P.. Tevvari. Y.B.. Miller. 
MAI, Martin;, D.E. "Octanol/Water 
Partition Coefficient and Aqueous 
Solubilities of Organic Compounds," 
Report NBS1R 81-2406. National Bureau 
of Standards. U.S. Department of 
Commerce, Washington. D,C, (1981). 

5 796.1S40 Water Solubility. 

(a) Introduction —(1) Background and 
purpose, (i) The water solubility of a 
compound can be defined as the 
equilibrium concentration of the 
compound in a saturated aqueous 
solution at a given temperature and 
pressure. The water solubility of a 
chemical is an important factor in 
determining the environmental 
movement and distribution of any 
substance. Chemicals that arc relatively 
wilier soluble are more likely to be 
widely distributed by the hydrologic 


cycle than those which are relatively 
insoluble. 

(ii) Water provides the medium in 
which many organisms live, and water 
is a major component of the internal 
environment of all living organisms 
(except for dormant stages of certain life 
forms). Even organisms which are 
adapted to life in a gaseous environment 
require water for normal functioning. 
Water is thus the medium through which 
most other chemicals are transported to 
and into living cells. As a result, the 
extent to which chemicals dissolve in 
water will be a major determinant for 
movement through the environment and 
entry into living systems. 

(iii) The water solubility of a chemical 
has an effect on its adsorption on and 
desorption from soils and sediments and 
on volatilization from aqueous media. 
The more soluble a chemical substance 
is. the more likely it is to desorb from 
soils and sediments and the less likely it 
is to volatilize from water. The extent of 
chemical transformations via hydrolysis, 
photolysis, oxidation, reduction, and 
biodegradation in water depends on the 
chemical being soluble in water (i.e., 
homogeneous kinetics). Finally, the 
design of most chemical tests and many 
ecological and health tests requires 
precise knowledge of the water 
solubility of the chemical to be tested. 

(iv) Procedures in this test guideline 
have been described to enable sponsors 
to determine the water solubility for 
solid and liquid organic compounds. 

(2) Definitions end units, (i) "Colloidal 
dispersion" Is a mixture resembling a 
true solution but containing one or more 
substances that are finely divided but 
large enough to prevent passage through 
a semipermeable membrane. It consists 
of particles which are larger than 
molecules, which settle out very slowly 
with time, which scatter a beam of light, 
and which are too small for resolution 
with an ordinary light microscope. 

(ii) A "concentration vs. time study" 
results in a graph which plots the 
measured concentration of a given 
compound in a solution as a function of 
elapsed time. Usually, it provides a more 
reliable determination of equilibrium 
water solubility of hydrophobic 
compounds than can be obtained by 
single measurements of separate 
samples. 

(iii) "Concentration" of a solution is 
the amount of solute in a given amount 
of solvent and can be expressed as a 
weight/weight or weight/volume 
relationship. The conversion from a 
weight relationship to one of volume 
incorporates density as a factor. For 
dilute aqueous solutions, the density of 
the solvent is approximately equal to the 
density of the solutions; thus. 


concentrations in mg/dm 3 are 
approximately equal to 10' J g/l0 , g or 
parts per million (ppm); ones in pg/dm’ 
arc approximately equal to lO'^g/KHg 
or parts per billion (ppb). In addition, 
concentration can be expressed in terms 
of molarity, normality, molality, and 
mole fraction. For example, to convert 
from weight/volume to molarity one 
incorporates molecular mass as a factor. 

(iv) "Density" is the mass of a unit 
volume of a material. It is a function of 
temperature, hence the temperature at 
which it is measured should be 
specified. For a solid, it is the density of 
the impermeable portion rather than the 
bulk density. For solids and liquids, 
suitable units of measurement are g/ 
cm 3 . The density of a solution is the 
mass of a unit volume of the solution 
and suitable units of measurement are 
g/cm J . 

(v) An "oversaturated 
(supersaturated) solution" is a solution 
that contains a greater concentration of 
a solute than is possible at equilibrium 
under fixed conditions of temperature 
and pressure. 

(vi) A "saturated solution" is a 
solution in which the dissolved solute is 
in equilibrium with an excess of 
undissolved solute; or a solution in 
equilibrium such that at a fixed 
temperature and pressure, the 
concentration of the solution is at its 
maximum value and will not change 
even in the presence of an excess of 
solute. 

(vii) A "solution" is a homogeneous 
mixture of two or more substances 
constituting a single phase. 

(3) Principle of the test method. The 
test method is based on the 
conventional method of preparing 
saturated aqueous solutions. The 
method involves the coating of the 
compound to the walls of a vessel, 
adding water (i.e., very pure water, 
buffer solution, or artificial seawater), 
and determining the concentration of the 
compound in the water as a function of 
time at a fixed temperature. When the 
concentration reaches a plateau, 
equilibrium has been achieved, and the 
water is saturated with the compound. 
Specific procedures hove been 
incorporated in this test guideline to 
measure the water solubility of very 
hydrophobic compounds and to 

allev iate the problems of colloids and 
emulsions usually formed. 

(4) App!inability and specificity , (i) 
Procedures have been d»?scribed in this 
test guideline to determine the saturated 
water solubility for liquid or solid 
compounds. The water solubility can be 
determined in very pure water, buffer 
solution for compounds that reversibly 
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ionize or protonate. or in artificial 
seawater as a function of temperature 
fie- m the range of temperatures of 
environmental concern). Water 
solubility is usually not useful for gases 
because their solubility in water is 
measured when the gas above the water 
is at a partial pressure of one 
atmosphere which is several orders of 
magnitude greater than those existing 
under environmental conditions. A more 
important parameter for gases is 
\ lt?nry*s law constant which is the ratio 
of the vapor pressure of the compound 
to solution concentration at low partial 
pressures. 

(ii) This test guideline is designed to 
determine the saturated water solubility 
of a solid or liquid test chemical in the 
range infinity to 10 parts per billion 
(ppbf For chemicals whose solubility is 
below 10 ppb, the water solubility 
should be characterized as “less than 10 
ppb" with no further quantification. 

(h) Description of the test procedure — 
(1) Test conditions —(1) Special 
laboratory equipment. (A) A 
thermostatic bath with temperature 
control (±1 *C) in the approximate 
range of 5-30 *C. 

(B) An ultracentrifuge with 
temperature control (±1 *C) in the 
approximate range of 5-30 *C and 
capable of obtaining acceleration fC) 
values to 39.000 or higher. 

(Cl A pH meter capable of resolving 
differences of 0.1 pH units or less. 

(D) Centrifuge tubes with sealable 
cape; special glass tubes can be used up 
'to approximately 12.000 G; lubes to be 
used at G value >12.000 should he made 
of stainless steel. 

(ii) Purity of water Reagent grade 
water, e.g~, water meeting ASTM Type 
I1A standards or an equivalent grade, is 
highly recommended to minimize 
biodegradation and to minimize the 
effects of dissolved salts on water 
solubility. ASTM Type HA water is 
described in ASTM D1193-77. 

' Standard Specification for Reagent 
Water**. A SIM D1193-77 is available 
for inspection at the Office of the 
Federal Register, Rm. WOT 1100 L St., 
NW.. Washington. DC. This 
incorporation by reference whs 
approved by the Director of the Office of 
the Federal Register. This materia) is 
incorporated as it exists on the date of 
approval and a notice of any change in 
this material will be published in the 
Federal Register. Copies of the 
incorporated material may be obtained 
from the Document Control Officer (TS- 
793). Office of Toxic Substances. F.PA, 
RM. 107.401 M St.. SW.. Washington. 

DC 20460. and from the American 
Society for Testing and Materials 
(ASTM). 1916 Race Street. Philadelphia. 
PA 19103. 


(iii) Purity ofsoh*ents. It is important 
that all solvents used for coating test 
compounds on the w alls of vessels and 
in separation and analytical technique 
be reagent grade and contain no 
impurities which will interfere with the 
determination of the test compound 

(iv) Seawater. It is recommended that 
artificial seawater be used to determine 
the saturated water solubility in 
seawater. The preparation of artificial 
seawater is described in paragraph 
(b)(2)(h) of this section. 

(v) Agitation and equilibration time . It 
is important that contact time of test 
compounds with water be sufficient to 
obtain a saturated solution. The length 
of time necessary will depend upon such 
variables as the size of the vessel, the? 
extent and degree of agitation, the 
properties of the compound and particle 
size. To increase the rate of solution of 
hydrophobic compounds, a mild 
agitation is recommended. For 
hydrophobic compounds a minimum 
time of one day is required 

(vi) Effects of colloids and emulsions: 
Centrifugation . (A) It is important that 
gentle shaking be used to minimize the 
formation of colloids. The presence of 
colloids and emulsions wiU lead to 
solubility values that are higher than 
those in a true saturated solution. This is 
a common problem with hydrophobic 
solids and liquids but can usually be 
overcome by centrifugation, it is 
recommended that centrifugation be 
conducted in tightly sealed tubes that 
are almost filled to capacity to avoid 
partitioning with air. 

(B) it is extremely important that 
centrifugation be carried out at two or 
three different G values (minimum of 
12,000 G] for at least 30 minutes at 25 *C 
until concentration changes are small 
For hydrophobic compounds (solubility 
< 10 ppm). U is extremely important that 
the acceleration G values differ by 
10,000 G and include a determination of 
39.000 or higher. 

(vii) Effect of pH on solubility. It is 
recommended that all experiments be 
carried out at pH's 5.0. 7A and 9.0 for 
any chemical which reversibly ionizes 
or protonate* (e.g.. carboxylic acids, 
phenols, amines). Buffers described in 
paragraph (b)(2Hi) of this section can be 
used. 

(riii) Analysis of saturated solutions. 
Any suitable analytical method may be 
used; where practicable, precision 
should be within ±5 percent Preferred 
analytical methods are those that are 
specific for the compound to be tested, 
to the exclusion of other compounds. 
Chromatographic methods which 
incorporate separation, and therefore, 
specification, are recommended 

(ix) Adsorption to glass or other 
surfaces . Hydrophobic compounds have 


a tendency to adsorb to glass or other 
surfaces, e.g. stainless steel. Thus, when 
transferring the solution to any glass 
vessel or container, it is essential topre* 
rinse the surfaces of the vessel or 
container with the solution. Failure to do 
so will lead to solubility values that ore 
lower than those of true equilibrium 
water solubility because the compound 
will adsorb to the unrinsed surface. 
However, when hydrophobic 
compounds are extracted with organic 
solvent the extraction vessels should 
not be pre-rinsed since this would lead 
to solubility values that are greater than 
those of true equilibrium water 
solubility. 

(2) Preparation of reagents and 
solutions —(i) Buffer solutions. Prepare 
buffer solutions using reagent grade 
water as follows: 

pH 5.0—To 250 mL of aiM potassium 
hydrogen phthalate add 113 mL of 0.1M 
sodium hydroxide; adjust the final 
volume to 500 mL with reagent water. 

pH 7.0—To 250 mL of (XlM potassium 
dihydrogen phosphate add 145 mL of 
0.1M sodium hydroxide; adjust the final 
volume to 500 mL with reagent 
gra dewater. 

pH 9.0—To 250 mL of 0.075M borax 
add 69 ml of 0.1M HCL: adjust the final 
volume to 500 mL with reagent 
gra dewater. 

Check the pH of each buffer solution 
with a pH meter at 25 # C and adjust to 
pH 5.0, 7.0. or 9.0, if necessary. If the pH 
of the solution has changed by ±0.2 pH 
units or more after the addition of the 
test compound, then a more 
concentrated buffer is required for that 
pH determination. The sponsor should 
then choose a more amiable buffer. 

(it) Artificial seawater Add the 
reagent-grade chemicals listed in the 
following Table 1 in the specified 
amounts and order to 890 mL of reagent* 
grade water. It is important that each 
chemical be dissolved before another 
one is added. 


Table 1 —Cokstctuehts Of Aptiroal 
Seawater 1 
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(3) Performance of the test. Determine 
the saturated water solubility of the test 
compound a! 25 *C in reagent grade 
water or buffer solution, if appropriate. 
Under certain circumstances, it may be 
necessary to determine the water 
solubility of a test compound at 25 *C In 
artificial seawater. The water solubility 
can also be determined at other 
temperatures of environmental concern 
by adjusting the temperature of the 
water bath to the appropriate 
temperature. 

(i ) Procedure for the determination of 
so /ids and liquids in water at 25 *C. (A) 
Dissolve a sufficient amount of the solid 
compound in a suitable volatile organic 
solvent and coat on the walls of a 
vessel. Viscous liquids may be coated 
on vessels in a similar fashion; nom 
viscous liquids do not require solvents. 
Remove the solvent under reduced 
pressure or with a pure nitrogen gas 
stream. When all the solvent is 
removed, add reagent grade water or, 
for compounds which reversibly ioni/.e 
or protonate. the appropriate buffer 
solution and slowly stir or agitate the 
mixture under temperature control. 
Mixing may be accomplished by use of a 
Teflon coated stirring bar and should be 
continued for a minimum of 24 hours 
before aliquots are withdrawn. Prior to 
taking aliquots, the mixture should be 
left to stand at constant temperature for 
at least one hour to permit separation of 
any small particles. To determine the 
concentration of the compound in the 
aqueous phase, aliquots should be 
centrifuged at two or three different G 
values (minimum of 12,000 G) for at least 
30 minutes at 25 *C until concentration 
changes are small. The concentration 
value so obtained is plotted against the 
time of mixing. At a latter time, aliquots 
are again taken and analyzed in the 
same fashion to produce another data 
point on a concentration vs. time plot. 
When the concentration reaches a 
plateau, equilibrium is assumed. For 
hydrophobic compounds (solubility < 10 
ppm) it is extremely important that the 
acceleration (G) values differ by 10.000 
G and include a determination at 39,000 
C or higher. 

fB) For more soluble compounds 
(solubility > 500 ppm) coating the walls 
of the vessel is not necessary and 
filtration may be substituted for 
centrifugation. Use filters which are 
adequate to remove suspended 
particles. If the concentration of the 
solute exceeds lOg/dm 1 . then determine 
ihe density of the solution. This can be 
done by weighing known volumes of the 
solution at the same temperature as the 
constant temperature bath. Sufficient 


solution should be used so that each 
determination is made on a fresh 
aliquot. Carry out solubility and density 
experiments in triplicate. 

(ii) Modification of Procedures for 
Potential Problems —(A) Interference of 
Soluble Impurities. Interference by 
soluble impurities in the test sample can 
be avoided by the use of an analytical 
technique that is specific to the 
compound being tested. If this is not 
practical, interferences can sometimes 
be minimized by repeatedly preparing 
saturated solutions from the same 
sample chemical until the concentration 
of the impurity has been depleted, 

(B) Decomposition of the test 
compound 1 If the test compound 
decomposes in one or more of the 
aqueous solvents required during the 
period of the test at a rate such that an 
accurate value for water solubility' 
cannot be obtained, then it will be 
necessary to carry' out detailed 
transformation studies e.g., hydroly sis. If 
decomposition is due to aqueous 
photolysis, then it will be necessary to 
carry out the water solubility studies in 
the dark, under red or yellow lights, or 
by any other suitable method to 
eliminate this transformation process. 

(c) Data and reporting—Test 
report (i) For each set of conditions. 

(e g., temperature, pure water, buffer 
solution, artificial seawater) required for 
the study, provide the water solubility 
value for each of three determinations, 
the mean value, and the standard 
deviation. 

(ii) For compounds that decompose at 
a rate such that a precise value for the 
water solubility cannot be obtained, 
provide a statement to that effect. 

(iii) For compounds with water 
solubility below 10 ppb. report the value 
as ‘less than 10 ppb.'* 

(iv) For compounds with water 
solubility greater than 10g/dm\ report 
the density of the solution at each 
required temperature. 

(2) Specific analytical and recovery 
procedures , (i) Provide a detailed 
description or references for the 
analytical procedure used, including the 
calibration data and precision; and 

(ii) If extraction methods were used to 
separate the solute from the aqueous 
solution provide a description of the 
extraction method as well as the 
recovery data. 

9 796. i860 Water Sofufrility (Generator 
Column Method). 

(a) Introduction —(1) Bockgrovjfd and 
purpose . (i) The water solubility' of a 
chemical is defined as the equilibrium 
concentration of the chemical m a 
saturated aqueous solution at a given 


temperature and pressure. The aqueous 
phase solubility is an important factor in 
governing the movement, distribution, 
and rate of degradation of chemicals in 
the environment. Substances that are 
relatively water soluble are more likely 
to be widely distributed by the 
hydrologic cycle than those which arc 
relatively insoluble. Furthermore, 
substances with higher water solubility 
are more likely to undergo microbial or 
chemical degradation in the 
environment because dissolution makes 
them “available** to interact and, 
therefore, react with other chemicals 
and microorganisms. Both the extent 
and rate of degradation via hydrolysis, 
photolysis, oxidation, reduction, and 
biodegradation depend on a chemical 
being soluble in water (i.e.. 
homogeneous kinetics). 

(ii) Water provides the medium in 
which many organisms live, and water 
Is a major component of the internal 
environment of all living organisms 
(except for dormant stages of certain life 
forms). Even organisms which are 
adapted to life in a gaseous environment 
require water for normal functioning. 
Water is thus the medium through which 
most other chemicals are transported to 
and into living cells. As a result, the 
extent to which chemicals dissolve in 
water will be a major determinant for 
movement through the environment and 
entry into living systems. 

(iii) The water solubility of a chemical 
also has an effect on its adsorption on 
and desorption from soils and 
sediments, and on volatilization from 
aqueous media. The more soluble a 
chemical substance is. the less likely it 
is to adsorb to soils and sediments and 
the less likely it is to volatilize from 
water. Finally, the design of most 
chemical tests and many ecological and 
health tests requires precise knowledge 
of the water solubility of the chemical to 
be tested. 

(2) Definitions and units . (I) 
“Concentration** of a solution is the 
amount of solute in a given amount of 
solvent or solution and can be 
expressed as a weight/weight or 
weight/volume relationship. The 
conversion from a weight relationship to 
one of volume incorporates density us a 
factor. For dilute aqueous solutions, the 
density of the solvent is approximately 
equal to the density of the solution; thus, 
concentrations in mg/L are 
approximately equal to 10 or 

parts per million (ppm); ones in pg/L are 
approximately equal to lO^g/lO’gor 
parts per billion (ppb). In addition, 
concentration can be expressed in terms 
of molarity, normality, molality, and 
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mole fraction. For example, to convert 
from weight/volume to molarity one 
incorporates molecular mdss as a factor. 

(ii) ‘ Density** is the mass of a unit 
volume of a material. It is a function of 
temperature, hence the temperature at 
which it is measured should be 
specified. For a solid, it is the density of 
the impermeable portion rather than the 
bulk density. For solids and liquids, 
suitable units of measurement are g/ 
cm 1 . The density of a solution is the 
mass of a unit volume of the solution 
and suitable units of measurement are 
g/cm 1 

(iii) A “saturated solution'* is a 
solution in which the dissolved solute is 
in equilibrium with an excess of 
undissolved solute; or a solution in 
equilibrium such that at a fixed 
temperature and pressure, the 
concentration of the solute in the 
solution is at its maximum value and 
will not change even in the presence of 
an excess of solute. 

fiv] A “solution" is a homogeneous 
mixture of two or more substances 
constituting a single phase. 

(v) A “generator column" is used to 
produce or generate saturated solutions 
of a solute in a solvent. The column (see 
Figure 1 under paragraph (b)(l)(i)(A) of 
this section) is packed with a solid 
support coaled with the solute, i.c.. the 
organic compound whose solubility is to 
be determined. When ivater (the 
solvent) is pumped through the column, 
saturated solutions of the solute are 
generated. Preparation of the generator 
column is described under paragraph 
(b)(1)(i) of this section. 

(vi) An “extractor column" is used to 
extract the solute from the saturated 
solutions produced by the generator 
column. After extraction onto a 
chromatographic support, the solute is 
eluted with a solvent/water mixture and 
subsequently analysed by high pressure 
liquid chromatography (HPLC). A 
detailed description of the preparation 
of the extractor column is given in 
paragraph (b)(l)(i) of this section. 

(vii) The “sample loop" is a Via in. 
O.D. (1.6 mm) stainless steel tube with 
an internal volume between 20 and 50 
pL The loop is attached to the sample 
injection valve of the HPLC and is used 
to inject standard solutions into the 
mobile phase of the 1IPLC when 
determining the response factor for the 
recording integrator. The exact volume 
of the loop must be determined as 
described in paragraph (b)(3)(i)(B)(f J of 
this section when the HPLC method is 
used. 

(viii) The “response factor” (RF) is the 
solute concentration required to give a 
one unit area chromatographic peak or 
one unit output from the HPLC recording 


integrator at a particular recorder 
attenuation. The factor is required to 
convert from units of area to units of 
concentration. The determination of the 
response factor is given in paragraph 
(b)(3)(i)(B)(2) of this section. 

(3) Principle of the test method (i) 

This test method is based on the 
dynamic coupled column liquid 
chromatographic (DCCLC) technique for 
determining the aqueous solubility of 
organic compounds that was initially 
developed by May et al. (1978) under 
paragraph (d)(2) and (3) of this section, 
modified by DeVoe et al. (1981) under 
paragraph (d)(1) of this section, and 
finalized by Wastk et al. (1981) unde* 
paragraph (d)(4) of this section. The 
DCCLC technique utilizes a generator 
column, extractor column and HPLC 
coupled or interconnected to provide a 
continuous closed flow system. 

Saturated aqueous solutions of the test 
compound are produced by pumping 
water through the generator column that 
is packed with a solid support coated 
with the compound. The compound is 
extracted from the saturated solution 
onto an extractor column, then eluted 
from the extractor column with a 
solvent/water mixture and subsequently 
analyzed by HPLC using an ultraviolet 
absorption detector operating at a 
suitable wavelength. Chromatogram 
peaks are recorded and integrated using 
a recording integrator. The 
concentration of the compound in the 
effluent from the generator column, i.e.. 
the water solubility of the compound, is 
determined from the mass of the 
compound (solute) extracted from a 
measured volume of water (solvent). 

(ii) Since the HPLC method is only 
applicable to compounds that absorb in 
the ultraviolet, an alternate gas 
chromatographic (GC) method is used 
for those compounds that do not absorb 
In the ultraviolet. In the GC method the 
saturated solutions produced in the 
generator column are extracted using an 
appropriate organic solvent that is 
subsequently injected into the CC for 
analysis of the test compound. 

(4) Applicability and specificity, (i) 
Procedures are described-in this test 
guideline to determine the water 
solubility for liquid or solid compounds. 
The water solubility can be determined 
in very pure water, buffer solution for 
compounds that reversibly ioniae or 
protonate, or in artificial seawater as a 
function of temperature (i.e.. in the range 
of temperatures of environmental 
concern). This guideline is not 
applicable to the water solubility of 
gases. 

(ii) This test guideline is designed to 
determine the water solubility of a solid 
or liquid test chemical in the range of 10 


parts per billion (ppb) to 1000 ppm. For 
chemicals whose solubility is below 10 
ppb. the water solubility should be 
characterized as “less than 10 ppb" with 
no further quantification. For solubilities 
greater than 1000 ppm. the shake flask 
method under $ 796.1840 should be used. 

(b) Test procedure —(1) Test 
conditions —(i) Special laboratory 
equipment. (A) Generator column. Either 
of two different designs are used 
depending on whether the eluted 
aqueous phase is analyzed by HPLC 
under paragraph (b)(3](i) of this section 
or by solvent extraction followed by GC 
analysis of solvent extract under 
paragraph (b)(3)(h) of this section. The 
design of the generator column is shown 
in the following figure. Figure 1; 

Figure 1—Generator column 
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The column consists of a 8 mm (Vi-inch) 
O.D. Pyrex tube joined to a short 
enlarged section of 9 mm Pyrex tubing 
which in turn is connected to another 
section of 6 mm (Vi-inch) O.D. Pyrex 
tubing. Connections to the inlet Teflon 
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tubing (Vi-inch O.D.) and to the outlet 
stainless steel tubing (VWinch 0.13.) are 
made by means of stainless steel ratings 
with Teflon ferrules. The column is 
enclosed in a water jacket for 
temperature control as shown in the 
following Figure 2: 

Figure 2—Setup showing generator 
column enclosed in a water jacket and 
overall arrangement of the apparatus 
used in the GC method 
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(B) Constant temperature bath with 
circulation pump-bath and capable of 
controlling temperature to ± 0.05 X. 

(See paragraph (b)(3) (i) and (it) of this 

section.) 

(C) High pressure liquid 
chromatograph equipped with an 
ultraviolet absorption detector operating 
at a suitable wavelength and a recording 
integrator under paragraph (b)(3)fi) of 
this section. 

(D) Extractor column. 8.6 x 0.6 cm 
Painless steel tube with end fittings 
containing 5 pm frits filled with a 


superficially porous phase packing 
(Bondapack (WCorasit: Waters 
Associates) under paragraph (b)(3)(f) of 
this section. 

(E) Two 6-port high pressure rotary 
switching valves under paragraph 
(b)(3)(i) of this section. 

(F) Collection vessel. 8 x % inch 
section of Pyrex tubing with a flat 
bottom connected to a short section of 
%-inch O.D. borosilicate glass tubing in 
Figure 2 under paragraph (b)(l)(i)(A) of 
this section. The collecting vessel is 
sealed with a H-inch Teflon cap fitting 
under paragraph (b)(3](it) of this section. 

(C) Cas chromatograph equipped with 
a detector sensitive to the solute oi 
interest under paragraph (b)(3)(h) of this 
section. 

(ii) Purity of water. Water meeting 
ASTM Type U standards or an 
equivalent grade, is recommended to 
minimize the effects of dissolved salts 
and other impurities on water solubility. 
ASTM Type 11 water is described in 
ASTM D 1193-77, "Standard 
Specification for Reagent Water". 

ASTM D 1193-77 is available for 
inspection at the Office of the Federal 
Register. Rm. 8401.1100 L St.. NW.. 
Washington, DC. This incorporation by 
reference was approved by the Director 
of the Office of the Federal Register. 

This material is incorporated as it exists 
on the date of approval and a notice of 
any change in this materia) will be 
published in the Federal Register. 

Copies of the incorporated material may 
be obtained from the Document Control 
Officer (TS-793), Office of Toxic 
Substances, F.PA, Rm. 107,401 M St. 
SW„ Washington. DC 20460. and from 
the American Society for Testing and 
Materials (ASTM). 1918 Race Street. 
Philadelphia. PA 19103. 

(hi) Purity of solvents. It is important 
that all solvents used in this method be 
reagent or HPLC grade and contain no 
impurities which could interfere with the 
determination of the test compound. 

(iv) Seawater. When the water 
solubility in seawater is desired, the 
artificial seaw ater described in 
paragraph (b)(2)(h) of this section should 
be used. 

(v) Effect of pH on solubility. For 
chemicals that reversibly ionize or 
protonate (e g., carboxylic acids, 
phenols, amines), experiments should be 

K 'ormed at pH 5Jk 7.0. and 9.0 using 
era described in paragraph (b)(2)(i) 
of this section. 

(2) Preparation of reagents and 
solutions —(i) Buffer solutions. Prepare 
buffer solutions as follows: 

(A) pH 5.0—To 250 mL of CUM 
potassium hydrogen phthalate add 113 
mL of O.lM sodium hydroxide: adjust the 


final volume to 500 mL with reagent 
grade water. 

(B) pH 7.0—To 250 mL of O.lM 
potassium dihydrogen phosphate add 
145 mL of O.lM sodium hydroxide; 
adjust the final volume to 500 mL with 
reagent grade water. 

(C) pi 1 9.0—To 250 mL of 0.075M 
borax add 69 mL of O.lM I (Cl; adjust the 
final volume to 500 mL with reagent 
grade water. 

Check the pH of each buffer solution 
with a pH meter at 25 *C and adjust to 
pH 5.0, 7.0. or 9.0, if necessary, if the pH 
of the solution has changed by ±0.2 pH 
units or more after the addition of the 
test compound, then a more 
concentrated buffer is required for that 
pll determination. The sponsor should 
then choose a more suitable buffer. 

(ii) Artificial s e a wa ter. Add the 
reagent-grade chemicals listed in the 
following Table 1 in the specified 
amounts and order to 890 mL of reagent- 
grade water It is important that each 
chemical be dissolved before another 
one is added. 


Table 1.—Constituents of Artificial 
Seawater* 


Cttoftocal 

Amour* 

M-F - -.- —.- ~. . —.-. 

3 mg 

20 mg 

X *■» 

'.00 rag 

TOO *4 

1 47 g 

SfCMN.O .. -.- 

K.6CX - . 

KRt 

ka 

CiC K^VO . ... ...... 

NfeSO. . . ... _ 

4 00g 

io?$g 

• 

AX) mg 

MgCNSM.O ._ 

N*C1 . . .. 

NtoSOrRH t O .... ... __ 

NaHGO* 



Um netoftne » <ttut«c? to I aJtJK deemtor fl 

*to»L IN* atfevty Mtouto bo 34 ±0.S g.*a «nd v«j pH SO 
• 0 2 Tbo tool nftoy •• otwnod by dxncn or ttow 

o* u«o 

(3) Performance of the tesL Using 
either the procedures under paragraph 
(b)(3) (i) or (ii) of this section, determine 
the water solubility of the test 
compound at 25 *C in reagent grade 
water or buffer solution, as appropriate. 
Under certain circumstances, it may be 
necessary to determine the water 
solubility of a test compound at 25 *C in 
artificial seawater. The water solubility 
can also be determined at other 
temperatures of environmental concern 
by adjusting the temperature of the 
water bath to the appropriate 
temperature. 

(i) Procedure A—HPLC Method. (A) 
Scope. (1) Procedure A covers the 
determination of the aqueous solubility 
of compounds which absorb in the 
ultraviolet. The HPLC analytical system 
is shown schematically in the following 
Figure 3: 
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Figure 3 —Schematic of HPLC—generator column flow system 


GENERATOR COLUMN 



Two reciprocating piston pumps deliver 
the mobile phase (water or solvent/ 
water mixture) through two 8-port high 
pressure rotary valves and a 30 x 0.6 cm 
Cit/Corosil analytical column to an 
ultraviolet absorption detector operating 
at a suitable wavelength; chromutogram 
peaks are recorded and integrated with 
a recording integrator. One of the 8-porl 
valves is the sample injection valve 
used for injecting samples of standard 
solutions of the solute in an appropriate 
concentration for determining response 
factors or standard solutions of basic 
chromate for determining the sample 
loop volume. The other 6-port valve in 
the system serves as a switching valve 
for the extractor column which is used 
to remove solute from the aqueous 
solutions. # 

{2 ) The general procedure for 
analyzing the aqueous phase is as 
follows: a detailed procedure is given in 
paragraph fb)(3)(i)(B}(-#) of this section: 

(/) Direct the aqueous solution to 
"Waste" (see Figure 3 under paragraph 
(b)(3)(i)(A)(7) of this section) with the 
switching valve in the inject position in 
order to equilibrate internal surfaces 
with the solution, thus insuring that the 
analyzed sample would not be depleted 
by solute adsorption on surfaces 
upstream from the valve. 


(//) At the same time, water is pumped 
from the HPLC pumps in order to 
displace the solvent from the extractor 
column. 

(///) The switching valve is next 
changed to the load position to divert a 
sample of the solution through the 
extractor column, and the liquid leaving 
this column is collected in a weighing 
bottle. During this extraction step, the 
mobile phase is changed to a solvent/ 
water mixture to condition the 
analytical column. 

(/V) After the desired volume of 
sample is extracted, the switching valve 
is returned to the inject position for 
elution and analysis. Provided that there 
is no breakthrough of solute from the 
extractor column during the extraction 
step, the chromatographic peak 
represents all of the solute in the 
sample. 

[v) The solute concentration in the 
aqueous phase in calculated from the 
peak area and the weigh! of the 
extracted liquid collected in the 
weighing bottle. 

(B) Determinations .—(7) Sample Ijoop 
Volume . Accurate measurement of the 
sample loop may be accomplished by 
using the spectrophotometric method of 
Devoe et al. (1981) under paragraph 
(d)(1) of this section. For this method 


measure absorbance. A 373 nm of 
at least three solutions, each of which is 
prepured by collecting from the sample 
valve an appropriate number, n, of 
loopfuls of an aqueous stock solution of 
K 2 C 1 O 4 (1.3 percent by weight) and 
diluting to 50 mL with 0.2 percent KOH. 
(For a 20 pL loop, use n^=5; for a 50 pL 
loop, use n=2.) Also measure the 
absorbance, A of the same stock 
solution after diluting 1:500 with 0.2 
percent KOH. Calculate the loop volume 
to the nearest 0.1 pL using the relation: 

Vi^p- (A^/A^u)(10'Vn) 

(2) Response Factor (RFl (/) For all 
determinations adjust the mobile phase 
solvent/water ratio and flow rate to 
obtain a reasonable retention time on 
the HPLC column. For example, typical 
concentrations of solvent in the mobile 
phase range from 50 to 100 percenl while 
flow rates range from 1 to 3 mL/min: 
these conditions give a 3 to 5 minute 
retention time. 

(//) Prepare standard solutions of 
known concentrations of the solute in a 
suitable solvent. Concentrations must 
give a recorder response within the 
maximum response of the detector. 
Inject samples of each standard solution 
into the HPLC system using the 
calibrated sample loop. Obtain an 
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average peak area from at least three 
injections of each standard sample at a 
set absorbance unit full scale (AUFS), 
i.e., at the same absorbance scale 
attenuation setting. 


Response Factor |RF] = 


( 3) Loading of the Generator Column. 
(/) The design of the generator column 
was described in paragraph (b)[l)(i) of 
thid section and is shown in Figure 1 
under paragraph (b)(t)(i)(A) of this 
section. To pack the column, a plug of 
silanized glass wool is inserted into one 
end of the 6 mm Pyrex tubing. Silanized 
diatomaceous silica support (about 0.5g 
100-120 mesh Chromosorb W 
chromatographic support material) is 
poured into the tube with tapping and 
retained with a second plug of silanized 
glass wool. 

(i7) If the solute is a liquid, the column 
is loaded by pulling the liquid solute 
through the dry support with gentle * 
suction. If the solute is a solid, a 1 
percent solution of the solid in a volatile 
solvent is added to the dry packing. The 
solvent is then distilled off the column 
under reduced pressure. After loading 
the column draw water up through the 
column to remove entrapped air. 

(V) Analysis of the solute . Use the 
following procedure to collect and 
analyze the solute. 

(/) Pump water to the generator 
column by means of a minipump or 
pressurized water reservoir as shown in 
the following Figure 4: 


[Ui] Calculate the response factor 
from the following equation: 


Figure 4—Water reservoir for GC 
method 



With the switching valve (Figure 3 under 
paragraph (b)(3)(i)(A)(7) of this section) 
in the inject position (i.e.. water to 
waste), pump water through the 
generator column at a flow rate of 
approximately 1 mL/min for 
approximately 5 minutes to bring the 
system into equilibrium. 

(#’/) Flush out the solvent that remains 
in the system from previous runs by 
changing the mobile phase to 100 


percent 1LO and allowing the water to 
reach the HPLC detector, as indicated 
by a negative reading. As soon as this 
occurs, place a 25 mL weighing bottle 
(weighed to the nearest mg) at the waste 
position and immediately turn the 
switching valve to the load position. 

[iii] Collect an amount of water (as 
determined by trial and error) in the 
weighing bottle, corresponding to the 
amount of solute adsorbed by the 
extractor column that gives a large on- 
scale detector response. During this 
extraction step, switch back to the 
original HPLC mobile phase 
composition, i.e.. solvent/water mixture, 
to condition the HPLC analytical 
column. 

(;V) After the desired volume of 
sample has been extracted, turn the 
swindling valve back to the inject 
position (Figure 3 under paragraph 
(b)(3)(i)(A)(l) of this section); at the 
same time turn on the recording 
integrator. The solvent/water mobile 
phase will elute the solute from the 
extractor column and transfer the solute 
to the HPLC analytical column. 

[v) Remove the weighing bottle, cap it 
and replace it with the waste container. 
Determine the weight of water collected 
to the nearest mg and record the 
corresponding peak area. Using the 
same AUKS setting repeat the analysis 
of the solute at least two more times and 
determine the average ratio of peak area 
to grams of water collected. Calculate 
the solute solubility in water using the 
following equation: 

•=(997 g/L)( RF)( Vw*J( AUFS)( R) 
where 

s = solubility (M) 

RF reiponse factor 

sample loop volume (L) 

R = ratio of area to grams of water. 

(//) Procedure B-GCMethod. (A) 
Scope . In the GC method, aqueous 
solutions from the generator column 
enter a collecting vessel (Figure 2 under 
paragraph (b)(l)(i)(A) of this section) 
containing a known weight of extracting 
solvent which is immiscible in water. 
The outlet of the generator column is 
positioned such that the aqueous phase 
always enters below the extracting 
solvent. After the aqueous phase is 
collected, the collecting vessel is 
stoppered and the quantity of aqueous 
phase is determined by weighing. The 
solvent and the aqueous phase are 
equilibrated by slowly rotating the 
collecting vessel. A small amount of the 
extracting solvent is then removed and 
injected into a gas chromatograph 
equipped with an appropriate detector. 
The solute concentration in the aqueous 
phase is determined from a calibration 


Concentration (M) 
(Average Area) (AUFS) 
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curve constructed using known 
concentrations of the solute. 

(13) Determinations. — {lf.Cuhhration 
Curve, (i) Prepare solute standard 
solutions of concentrations covering the 
range of the solute solubility. Select a 
column and optimum GC operating 
conditions for resolution between the 
solute and solvent and the solute and 
extracting solvent. Inject a known 
volume of each standard solution into 
the injection port of the GC. For each 
standard solution determine the average 
of the ratio R of peak area to volume (in 
pL) for three chromatographic peaks 
from three injections. 

(ii) After running all the standard 
solutions, determine the coefficients, u 
and b. using a linear regression equation 
of concentration (c) vs. R in the 
following form 

c=aR +b. 

[2] Loading of the Generator Cotumn. 
The generator column is packed and 
loaded with solute in the same manner 
as for the HPLC method (see paragraph 
(b)(3)(i)(B)(3) of this section). As shown 
in Figure 2 under paragraph (b)(1)(i)(A) 
of this section, attach approximately 20 
cm of straight stainless steel tubing to 
the bottom of the generator column. 
Connect the top of the generator column 
to a water reservoir (Figure 4 under 
paragraph (b)(3)(i)(B)(4)(i) of this 
section) using Teflon tubing. Use air or 
nitrogen pressure (5 PSi) from an air or 
nitrogen cylinder to force water from the 
reservoir through the column. Collect 
water in an Erlenmeycr flask for 
approximately 15 minutes while the 
solute concentration in water 
equilibrates; longer time may be 
required for less soluble compounds. 

(.1) Collection and extraction of the 
solute. During the equilibration time, 
add a known weight of extracting 
solvent to a collection vessel which can 
be capped. The extracting solvent 
should cover the bottom of the 
collection vessel to a depth sufficient to 
submerge the collecting tube but still 
maintain 100:1 water/solvent ratio. 
Record the weight (to the nearest mg) of 
a collection vessel with cap and 
extracting solvent. Place the collection 
vessel under the generator column so 
that water from the collecting tube 
enters below the level of the extracting 
solvent (Figure 2 under paragraph 
(b)(l)(i)(A) of this section). When the 
collection vessel is filled, remove it from 
under the generator column, replace cap. 
and weigh the filled vessel. Determine 
the weight of water collected. Before 
analyzing for the solute, gently shake 
the collection vessel contents for 
approximately 30 min., controlling the 
rate of shaking so as not to form an 


emulsion; rotating the flask end over end 
five times per minute is sufficient. 

14) Analysis of the solute. (/) After 
shaking, allow the collection vessel to 
stand for approximately 30 minutes; 
then remove a known volume of the 
extracting solvent from the vessel using 
a microliter syringe and inject it into the 
G.C. Record the ratio of peak area to 
volume injected and, from the regression 
equation of the calibration line, 
determine the concentration of solute in 
the extracting solvent The 
concentration of solute in water C(M) is 
determined from the following equation: 


C(M)HOJ 


d»r-o N,, 
<U, g»p(» 


where C„ is the concentration of solute 
in extracting solvent (M). d|<joo and d„ 
are the densities of water and extracting 
solvent, respectively, and and gtp<, 
are the grams of extracting solvent and 
water, respectively, contained in the 
collection vessel, 

[ii) Make replicate injections from 
each collecting vessel to determine the 
average solute concentration in water 
for each vessel. To make sure the 
generator column has reached 
equilibrium, run at least two additional 
(for a total of three) collection vessels 
and analyze the extracted solute as 
described above. Calculate the water 
solubility of the solute from the average 
solute concentration in the three vessels. 

{Hi] Modification of procedures for 
potential problems —(A) Decomposition 
of the test compound. If the test 
compound decomposes in one or more 
of the aqueous solvents required during 
the period of the test at a rate such that 
an accurate value for water solubility 
cannot be obtained, then it will be 
necessary to carry out detailed 
transformation studies; e.g.. hydrolysis 
under $796.3500. If decomposition is due 
to aqueous photolysis, then it will be 
necessary to carry out water solubility 
studies in the dark, under red or yellow 
lights, or by any other suitable method 
to eliminate this transformation process. 

(B) [Reserved]. 

(c) Data and reporting — (1) Test 
report, (i) For each set of conditions. 

(e.g.. temperature, pure water, buffer 
solution, artificial seawater) required for 
the study, provide the water solubility 
value for each of three determinations, 
the mean value, and the standard 
deviation. 

(ii) For compounds that decompose at 
a rate such that a precise value for the 
water solubility cannot be obtained, 
provide a statement to that effect. 


(iii) For compounds with water 
solubility below 10 ppb. report the value 
as “less than 10 ppb M . 

(2) Specific analytical, calibration 
and recovery procedures, (i) For the? 

IIPLC method describe and/or report: 

(A) The method used to determine the 
sample loop volume and the average 
and standard deviation of that volume. 

(B) The average and standard 
deviation of the response factor. 

(C) Any chJnges made or problems 
encountered in the test procedure 

(ii) For the GC method report: 

(A) The column and GC operating 
conditions of temperature and flow rate, 

(B) The average and standard 
deviation of the average area/pL 
obtained for each of the standard 
solutions. 

(C) The form of the regression 
equation obtained in the calibration 
procedure. 

(D) The extracting solvent used. 

(E) The average and standard 
deviation of solute concentration in each 
collection vessel. 

(F) Any changes made or problems 
encountered in the test procedure. 

(<f) deferences. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) DeVoe. H.. Miller, M M.. Wasik. 
S.P. ‘‘Generator columns and high 
pressure liquid chromatography for 
determining aqueous solubilities and 
octanol-water partition coefficients of 
hydrophobic substances,” Journal of 
Research . National Bureau of 
Standards. 86:361-366 (1981). 

(2) May. W.E.. Wasik. S.P.. Freeman. 
DTI. Determination of the Aqueous 
Solubility of Polynuclear Aromatic 
Hydrocarbons by a Coupled Column 
Liquid Chromatographic Technique, 
Analytical Chemistry. 50:175-179. 

(3) May, W.E., Wasik. S.P., Freeman. 
DJi “Determination of the solubility 
behavior of some polycyclic aromatic 
hydrocarbons in the water,” Analytical 
Chemistry. 50:997-1000 (1978). 

(4) Wasik. S.P., Tewari. YJB., Miller, 
M.M., Martire, D.E. “Octanol/Water 
Partition Coefficient and Aqueous 
Solubilities of Organic Compounds ” 
NBS Report NBSIR 81-2406. 

Washington, DC: National Bureau of 
Standards. U.S. Department of 
Commerce, 1981. 

§ 796.1950 Vapor pressure. 

(a) Introduction —(1) Background and 
purpose, (i) Volatilization, the 
evaporative loss of a chemical, depends 
upon the vupor pressure of chemical and 
on environmental conditions which 
influence diffusion from a surface. 
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Volatilization is an important source of 
material for airborne transport and may 
lead to the distribution of a chemical 
over wide areas and into bodies of 
water far from the site of release. Vapor 
pressure values provide indications of 
the tendency of pure substances to 
vaporize in an unperturbed situation, 
and thus provide a method for ranking 
the relative volatilities of chemicals. 
Vapor pressure data combined with 
water solubility data permit the 
» alculation of Henry’s law constant, a 
parameter essential to the calculation of 
volatility from water. 

(iij Chemicals with relatively low 
vapor pressures, high adsorptivity onto 
solids, or high solubility in water are 
Jess likely to vaporize and become 
airborne than chemicals with high vapor 
pressures or with low water solubility or 
low adsorptivity to solids and 
sediments. In addition, chemicals that 
ire likely to be gases at ambient 
temperatures and which have low water 
solubility and low adsorptive tendencies 
are less likely to transport and persist in 
soils and water. Such chemicals are less 
likely to biodegrade or hydrolyze and 
are prime candidates for atmospheric 
oxidation and photolysis (e.g.. smog 
formation or stratospheric alterations). 
On the other hand, nonvolatile 
chemicals are less frequently involved 
in atmosphere transport, so that 
concerns regarding them should focus 
on soils and water. 

(iii) Vapor pressure duta are an 
important consideration in the design of 
other chemical fate and effects tests; for 
example, in preventing or accounting for 
the loss of violatile chemicals during the 
course uf the test. 

(2) Definitions and units. 

(i) "Desorption efficiency" of a 
particular compound applied to a 
sorbent and subsequently extracted 
with a solvent is the weight of the 
compound which can be recovered from 
the sorbent divided by the weight of the 
compound originally sorbed. 

(ii) "Pascal" (Pa) is the standard 
international unit of vapor pressure and 
is defined as newtons per square meter 
(N/m*). A newton is the force necessary 
to give acceleration of one meter per 
second squared to one kilogram of mass. 

(iii) The "torr" is u unit of pressure 
which equals 133.3 pascals or 1 mm Hg 
at 0 'C. 

(lv) "Vapor pressure" is the pressure 
at which a liquid or solid is in 
equilibrium with its vapor at a given 
temperature. 

(v) "Volatilization" is the loss of a 
substance to the air from a surface or 
from solution by evaporation. 

(3) Principle of the test methods, (i) 

The isotcniscope procedure uses a 


standardized technique |ASTM 1976] 
that was developed to measure the 
vapor pressure of certain liquid 
hydrocarbons. The sample is purified 
within the equipment by removing 
dissolved and entrained gases until the 
measured vapor pressure is constant, a 
process called "degassing." Impurities 
more volatile than the sample will tend 
to increase the observed vapor pressure 
and thus must be minimized or removed. 
Results are subject to only slight error 
for samples containing nonvolatile 
impurities. 

(ii) Gas saturation (or transpiration) 
procedures use a current of inert gas 
passed through or over the test material 
slowly enough to ensure saturation and 
subsequent analysis of either the loss of 
material or the amount (and sometimes 
kind) of vapor generated. Gas saturation 
procedures have been described by 
Spencer and Clialh (1969) under 
paragraph (d)(2) of this section. Results 
are easy to obtain and can be quite 
precise. The same procedures also can 
be used to study volatilization from 
laboratory scale environmental 
simulations. Vapor pressure is computed 
on the assumption that the total 
pressure of a mixture of gases is equal to 
the sum of the pressures of the separate 
or component gases and that the ideal 
gas law is obeyed. The partial pressure 
of the vapor under study can be 
calculated from the total gas volume and 
the weight of the material vaporized. If v 
is the volume which contains w grams of 
the vaporized material having a 
molecular weight M. and if p is the 
pressure of the vapor in equilibrium at 
temperature T (K). then the vapor 
pressure, p. of the sample is calculated 
by 

p-(w/M)(RT/v), 

where R is the gas constant (8.31 Pa 
m%»ol" 1 K" *) when the pressure is In 
pascals (Pa) and the volume is in cubic 
meters. As noted by Spencer and Cliath 
(1970) under paragraph (d)(3) of this 
section, direct vapor pressure 
measurements by gas saturation 
techniques are more directly related to 
the volatilization of chemicals than are 
other techniques. 

(iii) In an effort to improve upon the 
procedure described by Spencer and 
Cliath (1969) under paragraph (d)(2) of 
this section, and to determine the 
applicability of the gas saturation 
method to a wide variety of chemical 
types and structures, EPA has sponsored 
research and development work at SRI 
International (EPA 1982) under 
paragraph (d)(1) of this section. The 
procedures described in this Test 
Guideline are those developed under 
that contract and have been evaluated 


with a wide variety of chemicals of 
differing structure and vapor pressures. 

(4) Applicability and specificity, (i) A 
procedure for measuring the vapor 
pressure of materials released to the 
environment ideally would cover a wide 
range of vapor pressure values, at 
ambient temperatures. No single 
procedure can cover this range, so two 
different procedures are described in 
this section, each suited for a different 
part of the range. The isoteniscopc 
procedure is for pure liquids with vapor 
pressures from 0.1 to 100 kPa. For vapor 
pressures of 10'* to 10 s Pa. a gas 
saturation procedure is to be used. 

(ii) With respect to the isotcniscope 
method, if compounds that boil close to 
or form azeotropes with the test material 
are present, it is necessary to remove 
the interfering compounds and use pure 
test material. Impurities more volatile 
than the sample will tend to increase the 
observed vapor pressure above its true 
value but the purification steps will tend 
to remove these impurities. Soluble, 
nonvolatile impurities will decrease the 
apparent vapor pressure. However, 
because the isotcniscope procedure is a 
static, fixed-volume method in which an 
insignificant fraction of the liquid 
sample is vaporized, it is subject to only 
slight error for samples containing 
nonvolatile impurities. That is, the 
nonvolatile impurities will not be 
concentrated due to vaporization of the 
sample. 

(iii) 'Hie gas saturation method is 
applicable to solid or liquid chemicals. 
Since the vapor pressure measurements 
are made at ambient temperatures, the 
need to extrapolate data from high 
temperatures is not necessary and high 
temperature extrapolation, which can 
often cause serious errors, is avoided. 
The method is most reliable for vapor 
pressures below 10 3 Pa. Above this limit, 
the vapor pressures are generally 
overestimated, probably due to aerosol 
formation. Finally, the gas saturation 
method is applicable to the 
determination of the vapor pressure of 
impure materials. 

(b) Test Procedures —(1) Test 
conditions, (i) The apparatus in the 
isoteniscopc method is described in 
paragraph (b)(2)(i) of this section. 

(ii) The apparatus used in the gas 
saturation method is described in 
paragraph (b)(2)(ii) of this section. 

(2) Performance of the tests —(i) 
Isotcniscope Procedure . The 
isotcniscope procedure described as 
ANSJ/ASTM Method D 2879-75 
(Reapproved 1980) is applicable for the 
measurement of vapor pressures of 
liquids with vapor pressures of 0.1 to 100 
kilopuscals (kPa) (0.75 to 750 torr). 
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ASTM D 2879-75 (Reapprvvod 1980) is 
available for inspection at the Office of 
the Federal Register, Rra. 8401,1100 L 
St.. NW., Washington. DC. This 
incorporation by reference was 
approved by the Director of the Office of 
the Federal Register. This material is 
incorporated as it exists on the dale of 
approval and a notice of any change in 
this material will be published in the 
Federal Register. Copies of the 
incorporated material may be obtained 
from the Document Control Officer (TS- 
793), Office of Toxic Substances. EPA. 
Rm. 107. 401 M St.. SW.. Washington. 

DC 204(30, and from the American 
Society for Testing and Materials 
(ASTM). 1916 Race Street. Philadelphia. 

- PA 19103. The isoteniscope method 
involves placing liquid sample in a 
thermos la ted bulb (the isotenjscope) 
connected to a manomeler and a 


vacuum pump. Dissolved and entrained 
gases are removed from the sample in 
the isotcniscope by degassing the 
sample at reduced presssurc. The vapor 
pressure of the sample at selected 
temperatures is determined by 
balancing the pressure due to the vapor 
of the sample against a known pressure 
of an inert gas. The vapor pressure of 
the test compound is determined in 
triplicate at 25 ±0.5 *C and at any other 
suitable temperatures (±0.5*). It is 
important that additional vapor pressure 
measurements be made at other 
temperatures, as necessary, to assure 
that there is no need for further 
degassing, as described in the ASTM 
method. 

(ii) Cos Saturation Procedure . (A) The 
test procedures require the use of a 
constant-temperature box as depicted in 
the following Figure 1. 


Figure 1—Schematic diagram of vapor saturation apparatus 


INSULATED BOX 


N 3 IN- 



H 7 OUT TO 
FLOW METE* 


N* OUT 


The insulated box. containing sample 
holders, may be of any suitable size and 
shape. The sketch in Figure 1 shows a 
box containing three solid sample 
holders and three liquid sample holders, 
which allows for the triplicate analysis 
of either a solid or liquid sample. The 
temperature withtn the box is controlled 
to ±0.5* or better. Nitrogen gas. split 
into six streams and controlled by fine 
needle valves (approximately 0.79 mm 


orifice), flows into the box via 3.8 mm 
(0.125 in.) i.d. copper tubing. After 
temperature equilibration, the gas flows 
through the sample and the sorbent trap 
and exits from the box. The flow rate of 
the effluent carrier gas is measured at 
room temperature with a bubble flow 
meter or other suitable device. The flow 
rate is checked frequently during the 
experiment to assure that there is an 
accurate value for the total volume of 


carrier gas. The flow rate is used to 
calculate the total volume (at room 
temperature) of gas that has passed 
through the sample and sorbent |(vo!/ 
time) X time = volume). The vapor 
pressure of the test substance can be 
calculated from the total gas volume and 
the mass of sample vaporized. If v is the 
volume of gas that transported mass w 
of the vaporized test material having a 
molecular weight M. and if p is the 
equilibrium vapor pressure of the 
sample at temperature T. then p is 
calculated by the equation 

P-(w/M)(RT/v). 

In this equation. R is the gas constant 
(8 31 Pa m»moF» K" 1 ). The pressure is 
expressed in pascals (Pa), the volume in 
cubic meters (m 1 ), mass in grams and T 
in kelvins (K). T=- 273.15 +t. if t is 
measured in degrees Celsius l*C). 

(B) Solid samples are loaded into 5 
mm i.d. glass tubing between glass wool 
plugs. The following Figure 2 depicts a 
drawing of a sample holder and 
absorber system. 

Figure 2—Solid compound sampling 
system 



(C) Liquid samples are contained in a 
holder as shown in the following Figure 
3. 
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Figure 3—Liquid compound sampling 
system 



The most reproducible method for 
measuring the vapor pressure of liquids 
is to coat the liquid on glass beads and 
to pack the holder in the designated 
place wrfth these beads. 

(D) At very low vapor pressures and 
sorbent loadings, adsorption of the 
chemical on the glass wool separating 
the sample and the sorhent and on the 
glass surfaces may be a serious 
problem. Therefore, very low loadings 
should be avoided whenever possible. 
Incoming nitrogen gas (containing no 
interfering impurities) passes through a 
coarse frit and bubbles through a 38 cm 
column of liquid sdYnple. The stream 
passes through a glass wool column to 
trap aerosols and then through a sorbent 
tube, &9 described above. The pressure 
drop across the glass wool column and 
the sorbent tube are negligible. 

(E) With both solid and liquid 
samples, at the end of the sampling time, 
the front and backup sorbent sections 
are analyzed separately. The compound 
on each section is desorbed by adding 
the sorbent from that section to 1.0 ml of 
desorption solvent in a small vial and 
allowing the mixture to stand at a 
suitable temperature until no more test 
compound desorbs. It is extremely 
important that the desorption solvent 
contain no impurities which would 
interfere with the analytical method of 
choice. The resulting solutions are 
analyzed quantitatively by a suitable 
analytical method to determine the 
weight of sample desorbed from each 
section. The choice of the analytical 
method, sorbent, and desorption solvent 
is dictated by the nature of the test 
material. Commonly used sorbents 


include charcoal. Tenax GC. nnd XAD- 
2. Descrihe in detail the sorbent, 
desorption solvent, and analytical 
methods employed. 

(P) Measure the desorption efficiency 
for every combination of sample, 
sorbent, and solvent used. The 
desorption efficiency is determined by 
injecting a known mass of sample onto a 
sorbent and later desorbing it and 
analyzing for the mass recovered. For 
each combination of sample, sorbent, 
and solvent used, carry out the 
determination in triplicate at each of 
three concentrations. Desorption 
efficiency may vary with the 
concentration of the actual sample und 
it is important to measure the efficiency 
at or near the concentration of sample 
under gas saturation test procedure 
conditions. 

(G) To assure that the gas is indeed 
saturated with test compound vapor, 
sample each compound at three differing 
gas flow rates. Appropriate flow rates 
will depend on the test compound and 
test temperature. If the calculated vapor 
pressure shows no dependence on flow 
rate, then the gas is assumed to be 
saturated. 

(c) Data and reporting. (1) Report the 
triplicate calculated vapor pressures for 
the test material at each temperature, 
the average calculated vapor pressure at 
each temperature, and the standard 
deviation. 

(2) Provide a description of analytical 
methods used to analyze for the test 
material and all analytical results. 

(3) For the isoteniscope procedure, 
include the plot of p vs. the reciprocal of, 
the temperature in K. developed during 
the degasing step and showing linearity 
in the region of 296.15 K (25 *C) and any 
other required test temperatures. 

(4) For the gas saturation procedure, 
include the data on the calculation of 
vapor pressure at three or more gas flow 
rates at each test temperature, showing 
no dependence on flow rate. Include a 
description of sorbents and solvents 
employed and the desorption efficiency 
calculations. 

(5) Provide a description of any 
difficulties experienced or any other 
pertinent information. 

(d) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) U.S. Environmental Protection 
Agency. Evaluation of Gas Saturation 
Methods to Measure Vapor Pressures ; 
Final Report EPA Contract No. 68-01- 
5117 with SRI International. Menlo Park, 
California (1982). 

(2) Spencer. W.F. and Cliath, M.M. 
‘"Vapor Density of Dieldrin." Journal of 


Agricultural and Food Chemistry . 3:664- 
670 (1909). 

(3) Spencer. W.F. and Cliath. M.M. 
“Vapor Density ond Apparent Vapor 
Pressure of Lindane." Journal of 
Agricultural and Food Chemistry . 
18:529-530 (1970). 

Subpart C—Transport Processes 

§796.2700 Soil thin-layer 
chromatography. 

(a) Introduction — (1) Background ond 
purjtose. (i) Leaching of chemicals 
through soil is an important process 
which affects a chemical’s distribution 
in the environment. If a chemical is 
tightly adsorbed to soil particles, it will 
not leach through the soil profile but will 
remain on the soil surface. If a chemical 
is weakly adsorbed, it will leach through 
the soil profile and may reach ground 
waters and then surface waters. 
Knowledge of the leaching potential is 
essential under certain circumstances 
for the assessment of the fate of 
chemicals in the environment. 

(ii) Chemical leaching also affects the 
assessment of ecological and human 
health effects of chemicals. If a chemical 
reaches ground water, deleterious 
human health effects may arise due to 
the consumption of drinking water. If a 
chemical remains at the soil surface, 
deleterious environmental and human 
health effects may arise due to an 
increased concentration of the chemical 
in the zone of plant growth, possibly 
resulting in contamination of human 
food supplies. 

(iii) Soil thin-layer chromatography 
(TLC) is a qualitative screening tool 
suitable for obtaining an estimate of a 
chemical’s leaching potential. This test 
is one of several tests which can be used 
in obtaining a rough estimation of a 
chemical’s Teaching potential. 

(2) Definitions and units . (i) "Cation 
exchange capacity" (CEC) is the sum 
total of exchangeable cations that a soil 
cun adsorb. The CEC is expressed in 
milliequivulents of negative charge per 
100 grams (meq/lOOg) or 
milliequivalents of negative charge per 
gram (meq/g) of soiL 

(ii) "Particle size analysis" is the 
determination of the various amounts of 
the different particle sizes in a soil 
sample (i.e., sand, silt, clay) usually by 
sedimentation, sieving, micrometry or 
combinations of these methods. The 
names and size limits of these particles 
as widely used in the United States are: 


Mm 

Oma rang# 

Vwy oo*r%t land_ 

2 0 lo 10 mm 

Comeamd . 

10 Id 0 5 mm 

Med*** Mrd 

OS to 025 mm 

Fm# und ... _ ..j 

0.25 lo Q.12S mn» 
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Nm 

Diameter rang* 

Vary ftr* tsns 

0.125 to 0 002 mm 
0062 lo 0002 mm 
< 0002 mm 

Srfl . 

City__ 



(iii) ’*Rf M is the furthest distance 
traveled by a test material on a thin- 
layer chromatography plate divided by 
the distance traveled by a solvent front 
(arbitrarily set at 10.0 cm in soil TLC 
studies). 

(iv) "Soil" is the unconsolidated 
mineral material on the immediate 
surface of the earth that serves as a 
natural medium for the growth of land 
plants; its formation and properties are 
determined by various factors such as 
parent material, climate, macro- and 
microorganisms, topography, and time. 

(v) “Soil aggregate" is the combination 
or arrangement of soil separates (sand, 
silt, clay) into secondary units. These 
units may be arranged in the profile in a 
distinctive characteristic pattern that 
can be classified on the basis of size, 
shape, and degree of distinctness into 
classes, type, and grades. 

(vi) "Soil classification" is the 
systematic arrangement of soils into 
groups or categories. Broad groupings 
arc made on the basis of general 
characteristics, subdivisions, on the 
basis of more detailed differences in 
specific properties. The soil 
classification system used today in the 
United States is the 7th Approximation 
Comprehensive System. The ranking of 
subdivisions under the'system is; order, 
suborder, great group, family and scries. 

(vii) “Soil horizon" is a layer of soil 
approximately parallel to the land 
surface. Adjacent layers differ in 
physical, chemical, and biological 
properties or characteristics such as 
color, structure, texture, consistency, 
kinds, and numbers of organisms 
present, and degree of acidity or 
alkalinity. 

(viii) “Soil order" is the broadest 
category of soil classification and is 
based on general similarities of 
physical/chemical properties. The 
formation by similar genetic processes 
causes these similarities. The soil orders 
found in the United States are: Alfisol, 
Aridisol. Entisol. Histosol. inceptisol. 
Molliso). Oxisol, Spodosol. Ultisul, and 
Vertisol. 

(ix) “Soil organic matter" is the 
organic fraction of the soil; it includes 
plant and animal residues at various 
stages of decomposition, cells and 
tissues of soil organisms, and 
substances synthesized by the microbial 
population. 

(x) “Soil p! I" is the negative logarithm 
to the base 10 of the hydrogen ion 
activity of a soil as determined by 


means of a suitable sensing electrode 
coupled with a suitable reference 
electrode at a 1:1 soikwater ratio. 

(xi) “Soil series" is the basic unit of 
soil classification and is a subdivision of 
a family. A series consists of soils that 
were developed under comparable 
climatic and vegetational conditions. 

The soils comprising a series are 
essentially alike in all major profile 
characteristics except for the texture of 
the “A" horizon (i.e.. the surface layer of 
soil). 

(xii) "Soil texture" refers to the 
classification of soils based on the 
relative proportions of the various soil 
separates present. The soil textural 
classes are: clay, sandy clay, silty clay, 
clay loam, silty clay loam, sandy clay 
loam. loam, silt loam. silt, sandy loam, 
loamy sand, and sand. 

(3) Principle of the test method, (i) 
Before 196ft. methods of investigating the 
mobility of nonvolatile organic 
chemicals within soils were based on 
the use of field analysts, soil adsorption 
isotherms, and soil columns. In 1968. 
Helling and Turner introduced soil thin- 
layer chromatography (soil TLC) as an 
alternative procedure; it is analogous to 
conventional TLC. with the use of soil 
instead of silica gels, oxides, etc., as the 
adsorbent phase. 

(it) The papers by Helling (1968,1971) 
under paragraph (d) (5). (6), and (7) of 
this section and Helling and Turner 
(1968) under paragraph (d)(3) of this 
section were the basis of this test 
guideline. The soil and colloid chemistry 
literature and the analytical chemistry 
literature substantiate the experimental 
conditions specified in the guideline. 

(iii) The soil TLC offers many 
desirable features. First, mobility results 
are reproducible. Mass transfer and 
diffusion components are 
distinguishable. The method has 
relatively modest requirements for 
chemicals, soils, laboratory space, and 
equipment. It yields data that arc 
amenable to statistical analyses. A 
chemical extraction-mass balance 
procedure to elicit information on 
degradation and chemical 
transformations occurring at colloid 
interfaces can be incorporated into this 
test. The ease with which the R f and 
mass balance are performed will depend 
upon the physical/chemical properties 
of the test chemical and the availability 
of suitable analytical techniques for 
measuring the chemical. 

(4) Applicability and specificity, (i) 

Soil TLC can be used to determine the 
soil mobility of sparingly water soluble 
to infinitely soluble chemicals. In 
general, a chemical having a water 
solubility of less than 0.5 ppm need not 
be tested since the literature indicates 


that these chemicals are. in general, 
immobile, see Goring and Hamaker 
(1972) under paragraph (d)(1) of this 
section. However, this does not preclude 
future soil adsorption/transformation 
testing of these chemicals if more 
refined data are needed for the 
assessment process. 

(ii) Soil TLC may be used to test the 
mobility of volatile chemicals by placing 
a clean plate over the spotted soil TI.C 
plate and then placing both plates in a 
closed chromatographic chamber. 

(iii) Soil TLC was originally designed 
for use with soils. The literature shows 
no published use of this method with 
sediments as the absorbent phase, 
probably due to the fact that sediment 
surface properties change significantU 
during air drying. It is extremely 
important that the TLC plate with the 
adsorbent be air dried before leaching 
studies can be undertaken. 

(b) Test procedures —(1) Test 
conditions . (i) Equipment required: 
Distilled-deionized water adjusted to pi I 
7 by boiling to remove CO*; clean glass 
plates (TLC); glass rods or a variable 
thickness plate spreader; masking tape: 
dosed chromatographic chambers; 
analytical instrumentation necessary 
and appropriate for the detection and 
quantitative analysis of the test 
chemical. 

(ii) The test procedure may be run at 
23 ±5 *C. 

(iii) It is recommended that three 
replicate plates for each soil be used 

(2) Test procedures, (i) To reduce 
aggregate size before or during sieving, 
crush and grind the Air-dried soil very, 
very gently. 

(ii) Sieve air-dried soils with a 250 
micrometer sieve. 

(iii) Add water to the sieved soil until 
a smooth, moderately fluid slurry is 
attained (approximately % ml H-O 
added for each gram of soil). 

(iv) Spread the slurry evenly and 
quickly across the clean glass plate 
using a variable thickness plate 
spreader, a glass rod, or other available 
method. If a glass rod is used, control 
the layer thickness by affixing multiple 
layers of masking tape along the plate 
edges. Soil layer thickness should be 
0.50-0.75 mm. 

(v) Air dry the plates at 25 # C for a 
minimum of 24 hours after uniform 
slurry' application is achieved. 

(vi) Scribe a horizontal line 11*5 cm 
above the base through the soil layer 
down to the glass so as to stop solven 
movement. 

(vii) Spot the test chemical, in 
solution, 1.5 cm above the base. For 
radiolabeled materials. 0.5-5 pg 
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containing 0.01-0.03 pCi of *^C labeled 
compound may be used. 

(vfli) If the compound is volatile, it is 
extremely important that a clean plate 
be placed over the soil TLC plnte to 
impede volatilization. 

(ix) Immerse the plate with the base 
down at some angle from the vertical in 
a closed chromatographic chamber 
containing H 2 0 at a height of 0.5 cm. 

|x) Allow the solvent front to migrate 
to the 11.5 cm line before removing the 
plates from the chamber. 

(xi) Determine the R c values. Zonal 
extraction, plate scanning, or any other 
method or combination of methods 
suitable for detection of the parent test 
chemical may be used. 

Ixii) Determine the amount of the 
parent test chemical on the entire soil 
TLC plate after test chemical migration. 
Any method or combination of methods 
suitable for the extraction and 
quantitative detection of the parent test 
chemical may be used. 

(c) Data and reporting. Report the 
following information, ft) Temperature 
at which the test was conducted. 

(2) Amount of the test chemical 
applied and amount recovered from the 
plates. 

(3) Detailed description of the 
analytical technique used in the R, 
determination, the chemical extraction, 
and the quantitative recovery and 
analysis of the parent chemical. 

(4) The mean frontal R, value with the 
standard deviation for each soil tested. 

(5) A photograph or diagram of the 
TLC plate which shows the entire 
leaching pattern (from 1.5 to 11.5 cm). 

(6) Soil information: soil order, series, 
texture, sampling location, horizon, 
general clay fraction mineralogy. 

(7) Soil physical/chemical properties: 
percent sand, percent silt and percent 
clay (particle size analysis); percent 
organic mutter pH (soil-to-water ratio. 
1:1). and cation exchange capacity. 

(d) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Coring, C.A.L* Hamaker. J.W, 
Organic Chemicals in the Soil 
Environment. Vol. I & IJ (New York: 
Marcel Dekker, Inc., 1972). 

(2) Helling, C.S. “Pesticide mobility 
investigations using soil thin-layer 
chromatography/ 4 American Society for 
Agronomy Abstracts (1968). 

( 3 ) Helling. C.S.. Turner. B.C. 

"Pesticide mobility: Determination by 
soil thin layer chromatography/’ 

Science . 162:562 (1968). 

(4) Helling, C.S.. “Movement of s- 
triazine herbicides in soils/' Residue 
Review. 32:175-210 (1970). 


(5) Helling. CS. “Pesticide mobility in 
soils I. Parameters of soil thin layer 
chromatography/ 4 Soil Science Society 
of America Proceedings. 35:732-737 
(1971). 

(6) Helling. C.S. “Pesticide mobility in 
soils II. Applications of soil thin layer 
chromatography/ 4 Soil Science Society 
of America Proceedings . 35:737-743 
11971). 

(7) Helling. C.S. “Pesticide mobility in 
soils III. Influence of soil properties/ 4 
Soil Science of America Proceedings. 
35:743-748 (1971). 

§ 796.2750 Sediment and soil adsorption 
Isotherm. 

(a) Introduction —(1) Background and 
purpose. The adsorption of chemicals to 
sediments and 9oils is an important 
process that affects a chemical’* 
distribution in the environment. If a 
chemical is adsorbed lo soil particles, it 
will remain on the soil surface and will 
no! reach ground water. If a chemical is 
not adsorbed, it will leach through the 
soil profile and may reach ground 
waters and then surface waters. 
Similarly, if a chemical adsorbed to 
sediment, it will accumulate in the bed 
and suspended load of aquatic systems. 
If a chemical is not adsorbed to 
sediment it will accumulate in the water 
column of aquatic systems. Information 
on the adsorption potential is needed 
under certain circumstances to assess 
the transport of chemicals in the 
environment. This section describes 
procedures that will enable sponsors to 
determine the adsorption isotherm of a 
chemical on sediments and soils. 

(2) Definitions and units, (i) The 
“cation exchange capacity 44 (CEC) is the 
sum total of exchangeable cations that a 
sediment or soil can adsorb. The CEC is 
expressed in milliequivulents of 
negative charge per 100 grams (meq/ 
lOOg) or milliequivalents of negative 
charge per gram (meq/g) of soil or 
sediment, 

(ii) “Clay mineral analysis'* is the 
estimation or determination of the kinds 
of clay-size minerals and the amount 
present in a sediment or soil. 

(iii) “Organic matter" is the organic 
fraction of the sediment or soil; it 
includes plant and animal residues at 
various stages of decomposition, celts 
and tissues of soil organisms, and 
substances synthesized by the microbial 
population. 

(iv) "Particle size analysis" is the 
determination of the various amounts of 
the different particle sizes in a sample 
(i.e , sand. silt, clay), usually by 
sedimentation, sieving, micrometry, or 
combinations of these methods. The 
names and diameter range commonly 
used in the United States are: 


Nimo 

IXomrtar rttvyp 


2.0 lo 1 0 thru 

Coarse Mnd 

1.0 to 0 5 mm 

Medfcm swd .—... ... 

Fm und .. ... 

05 to 025 mm 

025 to 0125 own 

V<y> fcn* sand 

0125 to 0062 mm 

Stft . 

0062 to 0002 mm 

Ctay . 

. 0 002 mm 



(v) The "pH” of a sediment or soil is 
the negative logarithm to the base ten of 
the hydrogen ion activity of the 
sediment or soil suspension. It is usually 
measured by a suitable sensing 
electrode coupled with a suitable 
reference electrode at a l/l solid/ 
solution ratio by weight. 

(vi) The adsorption ratio. "K«." is the 
amount of test chemical adsorbed by a 
sediment or soil (i.e.. the solid phase) 
divided by the amount of test chemical 
in the solution phase, which is tn 
equilibrium with the solid phase, at a 
fixed solid/solution ratio. 

(vii) "Sediment" is the unconsolidated 
inorganic and organic material that is 
suspended in and being transported by 
surface water, or has settled out and has 
deposited into beds. 

(viii) “Soil" is the unconsolidated 
mineral material on the immediate 
surface of the earth that serves as a 
natural medium for the growth of land 
plants. Its formation and properties are 
determined by various factors such as 
parent material, climate, macro- and 
microorganisms, topography, and lime. 

(ix) "Soil aggregate" is the 
combination or arrangement of soil 
separates (sand, silt clay) into 
secondary units. These units may l>c 
arranged in the soil profile in a 
distinctive characteristic pattern that 
can be classified according to size, 
shape, and degree of distinctness into 
classes, types, and grades. 

(x) “Soil classification 44 is the 
systematic arrangement of soils into 
groups or categories. Broad groupings 
are based on general soil characteristics 
while subdivisions are based on more 
detailed differences in specific 
properties. The soil classification system 
used in this standard and the one used 
today in the United States is the 7th 
Approximation-Comprehensive System. 
The ranking of subdivisions under this 
system is: Order. Suborder, Croat group, 
family, and series. 

(xi) A “soil horizon" is a layer of soil 
approximately parallel to the land 
surface. Adjacent layers differ in 
physical, chemical, and biological 
properties such as color, structure, 
texture, consistency, kinds and numbers 
of organisms present, and degree of 
acidity or alkalinity. 
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(xii) '’Soil Order" is the broadest 
category of soil classification and is 
based on the general similarities of soil 
physical/chemical properties. The 
formation of soil by similar general 
genetic processes causes these 
similarities. The Soil Orders found in the 
United States are: Alfisol, Aridisol. 
Hntisol. Histosol, Inceptisol. Mollisol. 
Oxisol. Spodosol, Ultisol, and Vertisol. 

(xiii) "Soil series" is the basic unit of 
soil classification and is a subdivision of 
a family. A series consists of soils that 
were developed under comparable 
climatic and vegetational conditions. 

The soils comprising a series are 
essentially alike in ail major profile 
characteristics except for the texture of 
the "A" horizon (i.e.. the surface layer of 
soil). 

(xiv) "Soil texture" is a classification 
of soils that is based on the relative 
proportions of the various soil separates 
present. The soii lextural classes arc: 
clay, sandy clay, silty clay, clay loam, 
silty clay loam, sandy clay loam, loam, 
silt bam. silt, sandy loam, loamy sand, 
and sand. 

(3) hinciple of the test method, (i) The 
extent of adsorption of a chemical onto 
sediment or soil is measured, using this 
test guideline, by equilibrating aqueous 
solutions containing different, but 
environmentally realistic, 
concentrations of the test chemical with 
a known quantity of sediment or soil. 
After equilibrium is reached, the 
distribution of the chemical between the 
water phase and the solid phase is 
quantitatively measured by a suitable 
analytical method. Then, sorption 
constants are calculated by using the 
Freundlich equation: 

Equation 1 

x/m-C*^ KC* , ' n 
where: 

C,= Equilibrium concentration of the 
chemical in the solution phase 
= Equilibrium concentration of the 
chemical in the solid phase 
K * Freundlich adsorption coefficient 
The mass of the solid in grams 
*'•=Exponent where n is a constant 
x=The mass in microgroms of the chemical 
adsorbed by m grams of solid. 

Logarithmetic transformation of the 
Freundlich equation yields the following 
linear relationship: 

Equation 2 

log C,= log K +(l/n) log C, 

(ii) In order to estimate the 
environmental movement of the test 
chemical, the values K and l/n are 
compared with the values of other 
chemicals whose behavior in soil and 
sediment systems is well-documented in 
scientific literature. 


(iii) The adsorption isotherm (Al) test 
has many desirable features. First, 
adsorption results are highly 
reproducible. The test provides 
excellent quantitative data readily 
untenable to statistical analyses. Also, it 
has relatively modest requirements for 
chemicals, soils, laboratory space, and 
equipment. It allows solution phase 
organic chemical determinations that 
are relatively uncomplicated. A 
chemical extraction-mass balance 
procedure to elicit information on 
chemical transformations occurring at 
colloid interfaces can be incorporated 
into this test. The ease of performing the 
isotherm test and mass balance will 
depend upon the physical/chemical 
properties of the lest chemical and the 
availability of suitable analytical 
techniques to measure the chemical. 

(iv) The papers by Aharonson and 
Kafkafi (1975) under paragraph (d)(1) of 
this section. Harvey (1974) under 
paragraph (d)(3) of this section. Murray 
(1975) under paragraph (d)(4) of this 
section. Saltzman (1972) under 
paragraph (d)(5) of this section, Weber 
(1971) under paragraph (d)(6) of this 
section, and Wu (1975) under paragraph 
(d)(7) of this section served as the basis 
for this section. The soil and colloid 
chemistry literature and the analytical 
chemistry literature substantiate the 
experimental conditions and procedures 
specified in this guideline as accepted, 
standard procedures. 

(4) Applicability and specificity. The 
Al Test Guideline can be used to 
determine the soil and sediment 
adsorption potential of sparingly water 
soluble to infinitely soluble chemicals. 

In general, a chemical having a water 
solubility of less than 0.5 ppm need not 
be tested with soil as the solid phase, 
since the literature indicates that these 
chemicals are. in general, immobile in 
soils, see Goring and Hamakcr (1972) 
under paragraph (d)(2) of this section. 
However, this does not preclude future 
soil adsorption/transformation testing of 
these chemicals if more refined duta are 
needed for the assessment process. 

(b) Test procedures —(1) Test 
conditions —(i) Special laboratory 
equipment. (A) Equilibrating solutions 
that contain, besides the test chemical, 
0.01M calcium nitrate dissolved in 
sterilized, distilled-deionized H.O 
adjusted to neutral pH 7 by boiling to 
remove COj. 

.(H) Containers that are composed of 
material that (/) adsorb negligible 
amounts of test chemical, and (2) 
withstand high speed centrifugation. The 
volume of the container is not a major 
consideration: however, it is extremely 
important that the amount of soil or 
sediment and the solid/solution ratio 


used in the study result in minima) 
container headspace. It is ulso 
extremely important that the containers 
be sterilized before use. 

(C) A 150 micron (100 mesh) stainless- 
steel or brass sieve. 

(D) Drying oven, with circulating air. 
that can attain 100 *C. 

(E) Vortex mixer or a comparable 
device. 

(F) Rotary shaker or a comparable 
device. 

(G) High speed temperature-controlled 
centrifuge capable of sedimenting 
particles greater than 0 5 micron from 
aqueous solution. 

(ii) Temperature . It is recommended 
that the test procedure be performed at 
23±5 *C. 

(iii) Replications . It is recommended* 
that three replications of the 
experimental treatments be used. 

(iv) Soil pretreatment . It is extremely 
important that these soil pretreatment 
steps be performed under the following 
conditions: 

(A) Decrease the water content, air or 
oven-dry soils at or below 50 ‘C. 

(B) Reduce aggregate size before and 
during sieving, crush and grind dried soil 
very gently. 

(C) Eliminate microbial growth during 
the test period using a chemical or 
physical treatment that docs not alter or 
minimally alters the soil surface 
properties. 

(D) Sieve soils with a 100 mesh 
stainless-steel or brass sieve. 

(E) Store all solutions and soils at 
temperatures between 0 and 5 *C. 

(v) Sediment pretreatment. It is 
extremely important that these sediment 
pretreatment steps be performed under 
the following conditions: 

(A) Decrease the H 2 0 content by air 
or oven-drying sediments at or below 50 
*C. Sediments should not be dried 
completely and should remain moist at 
all times prior to testing and analysis. 

(B) Eliminate microbial growth during 
the test period by using a chemical and/ 
or physical treatment that does not alter 
or minimally alters the colloid surface’s 
properties. 

(C) Store at temperatures between 0 
and 5 *C. 

(vi) Solid/solution ratio . It is 
recommended that the solid/solution 
ratio be equal to or greater than 1/10. If 
possible, the ratios should be equal to or 
greater than 1/5. The sediment or soil 
dry weight after drying for a 24-hour 
minimum at 90 f C is recommended for 
use as the weight of the solid for ratio 
and data calculations. 

(vii) Equilibration time . The 
equilibration time will depend upon the 
length of time needed for the parent 
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chemical to attain an equilibrium 
distribution between the solid phase and 
the aqueous solution phase. It is 
recommended that the equilibration time 
he determined by the following 
procedure: 

(A) Equilibrate one solution 
containing a known concentration of the 
test chemical with the sediment or soil 
in a solid/solution ratio not exceeding 
1/10 and preferably equal to or greater 
than 1/5. It is important that the 
concentration of the test chemical in the 
equilibrating solution (/) does not 
exceed one-half of its solubility and ( 2 ) 
should be 10 ppm or less at the end of 
the equilibration period. 

(fi) Measure the concentration of the 
chemical in the solution phase at 
frequent intervals during the # 

equilibrution period. 

(C) Determine the equilibration time 
by plotting" the measured concentration 
versus time of sampling; the 
equilibration time is the minimum period 
of time needed to establish a rate of 
change of solution concentration of 5 
percent or less per 24 hours. 

(viii) Centrifugation time. Calculate 
the centrifugation time, t*. necessary to 
remove particles from solution greater 
than approximately 0.5 micron (5x10 * 
micron) equivalent diameter (which 
represents all particles except the fine 
clay fraction) using the following 
equation: 

Equation 3 

Un»in) = 1.41 X10* |log(Ra/Ri))/N* 

where: 

t« centrifuge time in minutes 
R: distance from centrifuge spindle to 
deposition surface of centrifuge 
R- distance from spindle to surface of the 
sample 

N number of revolutions of the centrifuge • 
per minute. 

(i x) Storage of solutions. If the 
chemical analysis is delayed during the 
course of the experiment, store all 
solutions between 0 and 5 m C. 

(x) So/vents for extraction. It is 
extremely important that (A) the purity 
of the solvent used to extract the 
chemical that is adsorbed on the 
sediment or soil is analytical grade or 
better and (B) the minimum solubility of 
the test chemical in the solvent Is 10g/l 

(2) Test procedure (i) Equilibration. 
Add six solutions containing different 
concentrations of the test chemical to at 
It ist one gram of each solid. The initial 
* ont entration of the test chemical in 
iKise solutions will depend on the 
affinity the chemical has for the 
sediment or soil. Therefore, after 
equilibrium is attained, it is extremely 
important that the highest concentration 
the test chemical in the equilibrating 


solution docs not exceed 10 ppm. is at 
least one order of magnitude greater 
than the lowest concentration reported, 
and does not exceed one half of its 
solubility. 

(A) Immediately after the solutions 
are added to the solids, tightly cap the 
containers and vigorously agitate them 
for several minutes with a vortex 
mixture or similar device. 

(B) Shake the containers throughout 
the equilibration period at a rate that 
suspends all solids in the solution phase. 

(ii) Centrifugation . When the 
equilibration time has expired, 
centrifuge the containers for 1*. minutes. 

(iii) Chemical extraction. (A) After 
centrifugation, remove the supernatant 
aqueous phase from the solid-solution 
mixture. 

(Bj Extract the chemical adsorbed on 
the sediment or soil colloid surfaces 
with solvent. 

(tv) Chemical analysis. Determine the 
amount of parent test chemical in the 
aqueous equilibrating solution and 
organic solvent extractions. Use any 
method or combination of methods 
suitable for the identification and 
quantitative detection of the parent test 
chemical. 

(< ) Reporting. Report the following 
information: 

(1) Temperature at which the test was 
conducted. 

(2) Detailed description of the 
analytical technique(s) used in the 
chemical extraction, recovery, and 
quantitative analysis of the parent 
chemical. 

(3) Amount of parent test chemical 
applied, the amount recovered, and the 
percent recovered. 

(4) Extent of adsorption by containers 
and the approach used to correct the 
data for adsorption by containers. 

(5) The individual observations, the 
mean values, ond graphical plots of x/m 
as a function of C* for each sediment or 
soil for (i) the equilibration time 
determination and (ii) the isotherm 
determination. 

(6) The quantities K, n. and !/n. 

(7) Soil information; Soil Order, series, 
texture, sampling location, horizon, 
general clay fraction mineralogy. 

(8) Sediment information: sampling 
location, general clay fraction 
mineralogy. 

(9) Sediment and soil physical- 
chemical properties: percent sand, silt, 
and day (purticle size analysis); percent 
organic matter, pH (1/1 solids/1 bO): 
and cation exchange capacity. 

(10) The procedures used to determine 
the physical/chemical properties listed 
under paragraphs (c) (7) through (9) of 
this section. 


(d) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Aharonson. N., Kafkafi. U. 
"Adsorption, mobility arid persistence of 
thiabendazole and methyl 2- 
benzimidasole carbamate in soils/' 
Journal of Agricultural and Food 
Chemistry. 23:720-724 (1975). 

(2) Goring. C.A.I., Hamaker. J.W., 

(eds). Organic Chemicals in the Soil 
Environment . Vol. I & II (New York; 
Marcel Dekker, Inc., 1972). 

(3) Harvey, R.G. et al. "Soil adsorption 
und volatility of dinitroaniline 
herbicides/' Weed Science. 22:120-124 
(1974). 

(4) Murray. D.S. et at "Comparative 
adsorption, desorption, and mobility of 
dipropetryn and prometryn in soil," 
Journal o f Agricultural and Food 
Chemistry. 23:578-581 (1973). 

(5) Saltzman. S.L et al. "Adsorption, 
desorption of purathion as affected by 
soil organic mutter." Journal of 
Agricultural and Food Chemistry, 
20:1224-1226 (1972). 

(6) W'eber, J.B. "Model soil system, 
herbicide leaching, and sorption," Weed 
Science . 19:145-160 (1971). 

(7) Wu, C.H., et al. "Napropamide 
adsorption, desorption, and movement 
in soils," Wet'd Science. 23:454-457 
(1975). 

Subpart D—Transformation Processes 

§ 796.3100 Aerobic aquatic 
biodegradation. 

(a) Introduction —(1) Purpose, (i) This 
Guideline is designed to develop data on 
the rate ond extent of aerobic 
biodegradation that might occur when 
chemical substances are released to 
aquatic environments. A high 
biodegradability result in this test 
provides evidence that the test 
substance will be biodegradable In 
natural aerobic freshwater 
environments. 

(ii) On the contrary, a low 
biodegradation result may have other 
causes than poor biodegradability of the 
test substance. Inhibition of the 
microbial inoculum by the test 
substance at the test concentration may 
be observed. In such cases, further work 
is needed to assess the uerobic aquatic 
biodegradubility and to determine the 
concentrations at which toxic effects are 
evident. An estimate of the expected 
environmental concentration will help to 
put toxic effects Into perspective. 

(2) Definitions. (i) v Adaptation" is the 
process by which a substance induces 
the synthesis of any degradutive 
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enzymes necessary to catalyze the 
transformation of that substance. 

(ii) “Ultimate Biodegradability" is the 
breakdown of an organic compound to 
COi. water, the oxides or mineral salts 
of other elements and/or to products 
associated with normal metabolic 
processes of microorganisms. 

(iii) “Ready Biodegradability" is an 
expression used to describe those 
substances which, in certain 
biodegradation test procedures, produce 
positive results that are unequivocal and 
which lead to the reasonable 
assumption that the substance will 
undergo rapid and ultimate 
biodegradation in aerobic aquatic 
environments. 

(3) Principle of the test method. This 
Guideline method is based on the 
method described by William Gledhill 
(1975) under paragraph (d)(1) of this 
section. The method consists of a 2 - 
week inoculum buildup period during 
which soil and sewage microorganisms 
are provided the opportunity to adapt to 
the test compound. This inoculum is 
added to a specially equipped 
Erlenmeyer flask containing a defined 
medium with test substance. A reservoir 
holding barium hydroxide solution is 
suspended in the test flask. After 
inoculation, the test flasks are sparged 
with CCVfree air, waled, and incubated, 
with shaking in the duik. Periodically, 
samples of the test mixture containing 
water-soluble test substances are 
analyzed for dissolved organic carbon 
(DOC) and the Ba(OHk from the 
reservoirs is titrated to measure the 
amount of CO 3 evolved. Differences in 
the extent of DOC disappearance and 
CO? evolution between control flasks 
containing no test substance, and flasks 
containing test substance are used to 
estimate the degree of ultimate 
biodegradation. 

(4) Prerequisites. The total organic 
carbon (TOC) content of the test 
substance should be calculated or. if this 
is not possible, analyzed, to enable the 
percent of theoretical yield of carbon 
dioxide and percent of DOC loss to he 
calculated. 

( 5 ) Guideline information . (i) 
Information on the relative proportions 
of the major components of the test 
substance will be useful in interpreting 
the results obtained, particularly in 
those cases where the result lies dose to 
a "pass level.** 

(ii) information on the toxicity of the 
chemical may be useful in the 
interpretation of low results and in the 
selection of appropriate test 
concentrations. 

( 6 ) Reference substances. Where 
investigating a chemical substance, 
reference compounds may be useful and 


an inventory of suitable reference 
compounds needs to be identified. In 
order to check the activity of the 
inoculum the use of a reference 
compound is desirable. Aniline, sodium 
citrate, dextrose, phthalic acid and 
trimellitic acid will exhibit ultimate 
biodegradation under the conditions of 
this Test Guideline method. These 
reference substances must yield 60 
percent of theoretical maximum CO* 
and show a removal of 70 percent DOC 
within 28 days. Otherwise the test is 
regarded as invalid and should be 
repeated using an inoculum from a 
different source. 

(7) Reproducibility . The 
reproducibility of the method has not yet 
been determined: however it is believed 
to be appropriate for a screening test 
which has solely an acceptance but no 
rejective function. 

( 8 ) Sensitivity . The sensitivity of the 
method is determined by the ability to 


measure the endogenous COi production 
of the inoculum in the blank flask and 
by the sensitivity limit of the dissolved 
organic carbon analysis. If the test is 
adapted to handle M C-labeIed test 
substances, test substance 
concentrations can be much lower. 

(9) Possibility of standardization . This 
possibility exists. The major difficulty is 
to standardize the inoculum in such a 
way that interlaboratory reproducibility 
is ensured. 

( 10 ) Possibility of automation None at 
present, although parts of the analyses 
may be automated. 

(b) Test procedures —( 1 ) 
Preparations— (i) Apparatus . The shake 
flask apparatus under the following 
Figure 1 contains 10 mL of 0.2N Ba(OHh 
in an open container suspended over 1 
liter of culture medium in a 2 -liter 
F.rlcnm.»yer flask. 


Figure 1 —Shake-flask system for carbon dioxide evolution 



#10 RUBBER STOPPER 
VENT TUBE 


9mm 0.0. x 3mm 1.0. TUBE 

RESERVOIR FOR Ba(OH >2 

2mm 0.0. POLYPROPYLENE TUBE 
0.2 N Ba(OH> 2 , 10 ML 
AERATION AND SAMPLING TUBE 

1000 ML MEDIUM 


The Ba(OH)s container is made by 
placing a constriction just above the 10 
mL mark of a 50 mL heavy-duty 
centrifuge tube and attaching the 
centrifuge tube to a 2 mm I.D. X 9 mm 
O.D. glass tube by means of 3 glass 
support rods. The centrifuge tube 
opening is large enough to permit CO* to 


diffuse into the Bu(OH) s . while the 
constriction permits transferal of the 
flask to and from the shaker without 
Bu(OH)i spillage into the medium. For 
periodic removal and addition of base 
from the center well, a polypropylene 
capillary tube, attached at one end to a 
10 ml disposable syringe, is inserted 
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through the 9 mm O.D. glass tube Into 
the Ba(OI lb reservoir. The reservoir 
access port is easily scaled during 
tncubation with a scrum bottle stopper. 
Two glass tubes are added for sparging, 
venting, and medium sampling. The tops 
of these tubes are connected with a 
short section of flexible tubing during 
incubation. 

(ii) Reagents and stock solutions 

(A) Stock solutions, J.!!. and fit under 
the following Table 1. 

(B) Yeast extract. 

(C) Vitamin-free casamino acids. 

(D) 70 percent O, in nitrogen or C() 3 - 
free air. 

(E) 0 2N Ba(OH),. 

(F) 0.1 NHC1. 

(C) 20 percent H,SO«. 

(H) Phenolphthalein. 

(I) Dilution water—distilled, deionized 
water IDIW). 

(iii) Soil Inoculum. A fresh sample of 
an organically rich soil is used as the 
inoculum in the ultimate biodegradation 
test. Soil is collected, prepared, and 
stored according to the 
recommendations of Pramer and Borthu 
(1972) under paragraph (d)(2) of this 
section. The soil surface is cleared of 
litter and a soil sample is obtained 10 to 
20 cm below the surface. The sample is 
screened through a sieve with 2 to 5 mm 
openings and stored in a polyethylene 
bag at 2 to 4 *C for not more than 30 
days prior to use. The soil is never 
allowed to air-dry, and should not be 
frozen during storage. 

Table 1—Medium Employed for Assay of 
CO* Evolution 



My) Acclimation Medium . Acclimation 
medium is prepared by adding, for each 
liter of distilled, deionized water (D1W): 

1 ml. each of solutions l U. and III in 
i able 1 in paragraph (b)(l)(ii)(A) of this 
section. 1.0 gm of soil inoculum 
(prepared according to paragraph 
of this section). 2.0 ml. of 
uerated mixed liquor (obtained from an 
activated sludge treatment plant not 


more than 2 days prior to commencing 
the acclimation phase, and stored in the 
interim at 4 *C) and 50 ml. raw domestic 
influent sewage. This medium is mixed 
for 15 minutes and filtered through a 
glass wool plug in a glass funnel. The 
filtrate is permitted to stand for 1 hour, 
refiltered through glass wool, and 
supplemented with 25 mg/L each of 
Difco vitamin-free casamino acids and 
yeast extract. Appropriate volumes are 
added to 2-liter Erlenmeyer flasks. Test 
compounds are added incrementally 
during the acclimation period at 
concentrations equivalent to 4. 8, and 8 
mg/L carbon on days 0. 7, and 11. 
respectively. On day 14. the medium is 
refiltered through glass wool prior to use 
in the test. For evaluating the 
biodegradability of a series of 
functionally or structurally related 
chemicals, media from all inoculum 
flasks moy be combined before final 
filtration. 

(2) Procedures, (i) Inoculum (100 mL of 
acclimation medium) is added to 900 mL 
DIW containing 1 mL each of solutions I. 
II. and Ill in Table 1 under paragraph 
(b)(1)(ii)(A) of this section in a 2-liter 
Erlenmeyer flask. Test compound 
equivalent to 10 mg/liter carbon is 
added to each of the replicate flasks 
containing the test medium. Ten ml. of 
0.2 N Ba (OH), are added to the 
suspended reservoir in each flask and 
duplicate 10 mL samples of Bu(OH), are 
also saved as titration blanks for 
analysis with test samples. Flasks are 
sparged with CO,-free air (for volatile 
test materials, sparging is done prior to 
addition of the chemical), sealed, and 
placed on a gyrotary shaker 
(approximately 125 rpm) at 20 to 25 *C in 
the dark. For each set of experiments, 
each test, reference, inhibited, and 
control system should be analyzed at 
time zero and at a minimum of four 
other times from time zero through day 
2a Sampling must be made with 
sufficient frequency to allow for a 
smooth plot of biodegradation with time. 
Sampling times should be varied by the 
investigator as deemed appropriate to 
match the rale of degradation of the test 
substance. Tests may be terminated 
when biodegradation reaches a plateau 
and is consistent (±10 percent) over 3 
consecutive days or on day 28, 
whichever occurs first. For chemicals 
which are water soluble at the test 
concentration, an adequate volume (5 to 
10 ml.) of medium is removed for DOC 
Analysis. Each sample for DOC analysis 
should be filtered through a membrane 
Biter of 0.45 micrometer pore diameter 
before DOC analysis. For all test and 
reference compounds. Ba(Oil), from the 
center well is removed for analysis. The 
center well is rinsed with 10 mL CO,- 


free DIW and is refilled with fresh base. 
Rinse water is combined with the 
Ba(OH)* sample to be analyzed. Flasks 
are resealed and placed on the shaker. 
On the day prior to terminating the test. 
3 mL of 20 percent H,SO< are added to 
the medium to release carbonate bound 
CO,. 

(ii) For each set of experiments, each 
test substance should be tested in 
triplicate. 

(iii) For each set of experiments, one 
or two reference compounds arc 
included to assess the microbial activity 
of the test medium. Duplicate reference 
flasks are prepared by adding reference 
compound equivalent to 10 mg/liter 
carbon to each of two flasks containing 
the test medium. Reference compounds 
which are positive for ultimate 
biodegradability include: sodium citrate, 
dextrose, phthalic acid, trimellitic acid, 
and aniline. 

(iv) For each test set, triplicate 
controls receiving inoculated medium 
and no test compound, plus all test and 
reference flasks, are analyzed for CO_- 
evolution and DOC removal. Results 
from unalysis of the control flasks 
(DOC. CO- evolution, etc.) are 
subtracted from corresponding 
experimental flasks containing test 
compound in order to arrive at the net 
effect due to the test compound. 

(v) A test system containing a growth 
inhibitor should be established as a 
control for each substance tested for 
biodegradation by this method. That 
inhibited system must contain the same 
amount of water, mineral nutrients, 
inoculum, and test substance used in l^e 
uninhibited test systems, plus 50 mg/L 
mercuric chloride (HgCb) to inhibit 
microbial activity. 

(vi) Flasks should be incubuted in the 
dark to minimize both photochemical 
reactions and algal growth. Appropriate 
sterile controls or controls containing a 
metabolic inhibitor, such as 50 mg/L 
HgCb, arc needed to correct for 
interferences due to non-biological 
degradation. With volatile organic, 
materials, sparging w ith CO- free uir is 
performed only once, just prior to 
addition of the test^hemical. Analyses 
for CO, evolution ond DOC removal are 
conducted within 2 to 3 hours of 
sampling to minimize interferences 
which may occur in storage. All 
glussw ure should be free of organic 
carbon contaminants. 

(3) Analytical measurements . The 
quantity of COj evolved is measured by 
titration of the entire Ba{OHh sample? 

(10 mL Ba(OI I), y 10 ml. rinse water) 
with 0.1 N HCI to the phenolphthalein 
end point. Ba(OHb blanks are also 
supplemented with 10 mL COa-frec DIW 
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and titrated in a similar manner. 
Samples (5 mL) for DOC are centrifuged 
and/or filtered and supernatant or 
filtrate analyzed by a suitable total 
organic carbon method. 

|c) Onto and reporting —(1) Twot/vent 
of results, (i) Test compound (10 mg 
carbon) is theoretically converted to 
0.833 mmol CO?. Absorbed COj 
precipitates as BaCOj from B;t(OHk. 
causing a reduction in alkalinity by the 
equivalent of 16 67 ml. of 0.1 N HCl for 
complete conversion of the test 
compound carbon to CO*. Therefore, the 
percent theoretical COi evolved from 
the test compound is calculated at any 
sampling time from the formula: 

Percent COj c\olution= |ITF-CF)/1«LB7) 100 
(for 10 mg/I. test compound carfmn) 
where: 

TK - mLO.1 N MCI required to titrate B.i|OH}? 

samples from the test flask 
CF t mL 0.1 N HCl required to titrate BjIOI I)? 
samples from the control flask. 

(ii) The cumulative percent CO? 
evolution at any sample time is 
calculated as the summation of the 
percent CO? evolved at all sample 
points of the test. 

(iii) *Flie percent DOC disappearance 
from the test compound is calculated 
from ihe following equation: 

Percent DOC Rrmoval = |1 - (DTF, - DCF,)/ 
(DTF # ~DCPJ|100 
where: 

DTK - Dissolved organic carbon from test 
flask 

DO* - Dissolved organic. cjtrlxm from control 
flask 

o Day zero measurements 
x- Day of measurements during lest. 

(iv) The difference between the 
amount of 0.1 N HCl used for the 
Ba(OM)? titration blank samples and the 
Bu(OH)? samples from the control units 
(no test compound) is an indication of 
Ihe activity of the microorganisms in the 
test system. In general, this difference is 
approximately 1 to 3 mL of 0.1 N HCl at 
each sampling time. A finding of no 
difference in the titration volumes 
between these two samples indicates a 
poor inoculum. In this case, the validity 
of the test results is questionable and 
the test scl should be rerun beginning 
wilh the acclimation phase. 

(v) CO? evolution in the reference 
flasks is also indicative of the activity of 
the microbial test system. The suggested 
reference compounds should alt yield 
final CO? evolution values in the range 
80 to 100 percent of theoretical CO?. If. 
Tor any test set. the percent theoretical 
COj evolution value for the reference 
flasks is outside this range, the test 
results are considered invalid and the 
test is rerun. 


(vi) Inhibition by the test compound is 
indicated by lower CO- evolution in the 
test flasks than in the control flasks. If 
inhibition is noted, the study for this 
compound is rerun beginning with the 
acclimation phase. During the test phase 
for inhibitory compounds, the test 
chemical is added incrementally 
according to the schedule: Day 0 - 0.5 
mg/liter as organic carbon. Day 2—1 
mg/liter C, Day 4—1.5 mg/liter C, Day 

7—2 mg/liter C. Day 10—5 mg/liter C. 
For this case, the Ba(OHh is sampled on 
Day 10, and weekly thereafter. The total 
test duration remains 28 days. 

(vii) The use of ‘^C-labeled chemicals 
is not required. If appropriately labeled 
test substance is readily available and if 
the investigator chooses to use this 
procedure with labeled test substance, 
this is an acceptable alternative. If this 
option is chosen, the investigator may 
use lower test substance concentrations 
if those concentrations are more 
representative of environmental levels. 

(2) Test report (i) For each test and 
reference compound, the following data 
should be reported. 

(ii) Information on the inoculum, 
including source, collection date, 
handling, storage and adaptation 
possibilities (i.e.. that the inoculum 
might have been exposed to the test 
substance either before or after 
collection and prior to use in the test). 

(iii) Results from each test, reference, 
inhibited (with HgClj) and control 
system at each sampling time, including 
an averuge result for the triplicate test 
substance systems and the standard 
deviation for that average. 

(iv) Average cumulative percent 
theoretical CO? evolution over the test 
duration. 

(v) Dissolved organic carbon due to 
test compound at each sampling time 
(DTF-DCF). 

(vi) Average percent DOC removal at 
each sampling time. 

(vii) Twenty-eight day standard 
deviation for percent COj evolution and 
DOC removal. 

(d) References. For additional 
background information on this test 
guideline the follow ing references 
should be consulted: 

(1) Gledhill. WJL “Screening Test for 
Assessment of Ultimate 
Biodegradability: Linear Alkyl Benzene 
Sulfonate/’ Applied Microbiology , 
30:922-929 (1975). 

(2) Pramer. D.. Bartha. R. ’’Preparation 
and Processing of Soil Samples for 
Biodegradation Testing.” Environmental 
Letters, 2:217-224 (1972). 


§ 796.3140 Anaerobic biodegradability of 
organic chemicals. 

(a) Intrxxluction —(1) Purpose, (i) This 
section has been developed for 
screening for anaerobic biodegradability 
of organic chemicals. A high 
biodegradability result in this test 
provides evidence that the test 
substance will be biodegradable in 
sewage-treatment plant anaerobic 
digestors and in many natural anaerobic 
environments such as swamps, flooded 
soils and surface water sediments. 

(ii) On the contrary, a low 
biodegradation result may have other 
causes than poor biodegradability of the 
lest substance. Inhibition of the 
microbial inoculum by the substance at 
the test concentration may be observed. 
In such cuses further work is needed to 
assess the anaerobic biodegradability 
and to determine the concentrations at 
which toxic effects are evident. An 
estimate of the expected environmental 
concentration will help to put toxic 
effects into perspective. 

(2) Principle of the test method, (i) 
This section is based on anaerobic 
biodegradability methods referenced in 
paragraph Id) of this section. 

(ii) A chemically defined anaerobic 
medium, containing resazunn as an 
oxidation/reduction indicator and 10 
percent (v/v) primary anaerobic dlgestoi 
sludge from a waste treatment plant, is 
dispensed in 100 mL portions into 160 
mL capacity serum bottles. Sel«?cted 
bottles are supplemented with test 
substance at a concentration equivalent 
to 50 mg/L as organic carbon. Gas 
production is measured with a pressure 
transducer. The extent of 
biodegradation is determined by 
comparing gas production from blank 
control bottles and bottles containing 
the lest substance. 

(iii) The average cumulative gas 
production (Cl U 4* CO»), in mL, is 
reported for blank controls, solvent 
controls, test substances and any 
reference compounds. Also reported is 
the percent of theoretical anaerobic 
biodegradation at test completion or 56 
days (whichever comes first) and the 
standard deviation between replicate 
bottles. 

(3) Prt'requis/tes . The total organic 
carbon content of the test material 
should be calculated or. if this is rot 
possible, analyzed, to enable the 
theoretical yield of carbon dioxide and 
methane to be calculated. 

(4) Guidance information, (i) 
Information on the relative proportions 
of the major components of the test 
material will be useful in interpreting 
the results obtained, particularly in 
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hose Lases where the result lies close tu 
a pass level.* 4 

til) Information on the toxicity of the 
chemical may be useful in the 
interpretation of low results and in the 
selection of appropriate test 
concentrations. 

(5) Reference substances. In some 
easel, when investigating h substance, 
reference substances may be useful und 
an inventory of suituble reference 
substances needs to be identified. In 
order to check the activity of the 
inoculum the use of a reference 
substance is desirable. Ethanol may tit- 
used for this purpose. The ethanol must 
exhibit anaerobic biodegradation (us 
gas production) greater than 50 percent 
of the theoretical maximum within 56 
days. Otherw ise the test is regarded as 
invalid and should be repeated using an 
inoculum from a different source. 

(6) Applicability. The method is only 
applicable to those organic test 
substances which, at the concentration 
used in the test, are not Inhibitory to 
bacteria. 

(7) Reproducibility . The 
reproducibility of the method has not yet 
been determined: however, it is believed 
to be appropriate for a screening test 
which has solely an acceptance but no 
rejectfve function 

(8) Si*nsitJvity. The sensitivity of the 
method is largely determined by the 
necessity to compare gas production in 
tf bt-aubstance bottles with gas 
production in blank control Ixdtle*. The 
method suggests the use of test 
substance at a concentration of 50 mg/L 

organic carbon. This concentration 
vyill produce a maximum of 10.5 mL of 
C! b and CO? gases at 35 "C. Actual 
measured gas production will be less 
due to (i) incomplete conversion of all of 
tHo organic carbon into CH 4 and COi 
(ii) the extent to which the CO* and 
f-lli remain solubilized in the aqueous 
phase. The use of test substance at 50 
mg/L as organic carbon represents a 
compromise between the desire to 
maximize gas production and thus the 
sensitivity of the lest and the desire to 
minimize the possibility of toxicity to 
thi* microbial population. 

{^Possibility of standardization. This 
possibility exists. The major difficulty is 
to standardize the inoculum in such a 
wa > that interlaboratory reproducibility 
is ensured. 

(10) Possibility of automation. None at 

present. 

(b) Test procedures—{l) 

Preparations— {i) Apparatus. (A) If gas 
production is measured with a pressure 
t-ansducer. apparatus such as a 20- 
gmige syringe needle attached by means 
•d an inert capillary tube to a three-w'ay 
\alve (Hamilton Minineri valve 3-FLM- 


IX or equivalent) Titled to a pressure 
transducer (Unimeasurt* 100-500 ohm/ 
2mA pressure transducer or equivalent) 
and an appropriate ohmmetcr (c.g. 
Digitec Model 2120). 

(B) If gas production is measured with 
a syringe, apparatus such as a 20 ml. 
capacity gas-tight glass syringe fitted 
with a 20-gauge syringe needle. 

(C) If methane (CfL) and carbon 
dioxide (CO?) are quantified using an 
analytical procedure specific for CH. 
and CO?, apparatus necessary to cany- 
nut that analysis, such as a gas 
chromatograph equipped with a suitable 
detector. 

(D) An incubator sufficient to store 
the test bottles at 35±1 # C for the 
duration of the test. 

(F.) Apparatus suitable for the 
maintenance of anaerobic conditions 
during medium preparation and 
inoculation, such as that shown in thp 
following Figure 1: 

Figure 1—Schematic diagram of 
apparatus suitable for maintenance of 

anaerobic conditions during medium 
preparation and inoculation 



(F) A supply of 160 mL capacity serum 
bottles with butyl rubber stoppers. 

(il) Nutrient medium— (A) Stock 
solutions. (1) S-l Prepare a solution in 
distilled water containing resazurin at 
0.5 g/L. 

(2) S-2 Dissolve 20 g ammonium 
monohydrogen phosphate. (NFLbHFOi. 
and 100 g ammonium chloride. NHXL in 
distilled water and dilute to 1 L 

(3) S-3 Dissolve 18 g calcium chloride. 
CaCt: 180 g magnesium chloride. 
MgCb.bHjO; 130 g potassium chloride, 
KC1; 2 g manganous chloride. MnCb> 

41LO: 3 g cobalt chlonde.CoCb.4tkO. 

0.6 g boric acid. FkBO?; 0 23 g cupric 
chloride, CuCb: 1.0 g sodium molybdate. 
Na-Mo()«2H 3 0 and 0.2 g zinc chloride. 
ZnCIa, in distilled water and dilute to 1 
L 

(4) S-4 Dissolve 368 g ferrous chloride. 
FeCh 411*0. in distilled water and dilute 
to 1 L. 


(5) S-5 Dissolve 50 g sodium sulfide. 
Na.-S.9fLO, in distilled water and dilute 
1L. 

(B) Reagents. Sodium bicarbonate. 
NaHCQj. 

(iii) inoculum . (A) The inoculum 
should consist of sludge from an 
anaerobic sludge digestor. It is 
recommended that well-mixed primary 
sludge from a digestor with a sludge 
retention time of 15 to 25 days be used 
At the time of collection, the sludge 
should be sieved through a 2 mm mesh 
screen. 

(B) Most sludges can be stored for up 
to 2 weeks at 4 C. if necessary, but it is 
recommended that fresh sludge be used. 

(C) Care should be taken to minimize 
exposure of the sludge to oxygen during 
collection, handling and storage. 

(2) Procedure —(») Inoculated medium. 
(A) Prereduced medium is prepared by 
adding 8 mL of stock solution S-1, 8 ml. 
of S-2 and 40 mL of S-3 to 
approximately 3500 mL of deionized 
water in o 4-liter Florence or Erlenmeyer 
flask. This medium is heated to a boil, 
w hile being stirred with a magnetic stir 
bar and sparged with oxygen (OsFfree 
nitrogen. Ihe Oj-free nitrogen is 
obtained by passing nitrogen gas 
through a quartz cy linder filled with 
copper filings heated to GOO *C. 
Alternatively, commercial nitrogen free 
of oxygen may be used. 

(B) The flask containing the medium is 
placed in an ice bath and Os-free carbon 
dioxide (CO?) is introduced into the 
stream of 0»-free nitrogen to a 
concentration in the gas stream of 30 
percent (v/v). 

(C) When the medium has cooled to 35 
'C, the flask is removed from the ice 
bath and the following components 
added: 4 mL of solution S-4: 40 mL of 
solution S-5; 10.56 g sodium 
bicarbonate: and 400 mL of sludge 
inoculum. The final volume should be 
approximately 4 liters. 

(ii) Filling test l>ottles. (A) One- 
bundred mL portions of the inoculated 
medium are transferred anaerobically 
into serum bottles with a total capacity 
of about 160 mL. An apparatus suitable 
for the maintenance of anaerobic 
conditicns during medium preparation 
and transfer is shown in Figure 1. Vt 
and V2 are valves that are used to 
control the transfer of medium to the 
serum bottles. Inoculated medium is 
draw-n into the pipet by suction, the 
pipe! is moved and the tip inserted into 
a serum bottle. During these processes 
the serum bottle and neck of the medium 
flask are continually sparged with the 
o\ygen-frce mixture of Nj and CO?. 

(B) The medium in the pipet is 
discharged into the serum bottle. 
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(C) A new butyl rubber serum-bottle 
stopper is inserted into the neck of the 
bottle while the needle being used to 
sparge the contents with the N 2 and CO* 
mixture is removed. 

(iii) Test and reference chemicals. (A) 
Test and reference chemicals are added 
to serum bottles to yield a final 
concentration of 50 mg/L as organic 
carbon. These chemicals may be added 
to the bottles prior to the addition of 
inoculated medium or following medium 
addition, depending upon the nature of 
the test or reference substance and 
whether or not it must be added to the 
bottles dissolved in a volatile solvent. 

(B) Test or reference chemicals with 
sufficiently high wafer solubility may be 
added to test bottles from a neutralized 
stock solution. The stock solution should 
be prepared so that a minimal volume is 
needed to yield 50 mg/L as organic 
carbon in the medium. 

(C) Suitable liquid test or reference 
chemicals may be added directly by 
injection from a calibrated syringe. 

(D) Test or reference chemicals with 
relatively low water solubility may be 
added to test bottles by a direct addition 
of weighed amounts or by using an 
organic solvent. Direct addition is 
recommended. If a volatile organic 
solvent is used, a suitable procedure is 
to dissolve the chemical in the solvent. 

C ipet an appropriate amount into the 
ottle, allow the solvent to evaporate, 
and then add the inoculated mexiium. 
Diethyl ether is a suitable solvent for 
many organics but it must be completely 
removed from the bottle because it will 
adversely affect methanogenesis. If an 
organic solvent is used without removal 
of the solvent before the test, the solvent 
must neither significantly inhibit nor 
contribute to apparent gas production. 
Acetonitrile, dioxane and pyridine have 
been found acceptable for this purpose. 

(E) Bottles containing inoculated 
medium but no test or reference 
chemical are employed in each test. 
These are the blank controls. 

(F) If an organic solvent is used to add 
chemical to lest bottles without 
evaporation of the solvent before the 
test, bottles containing inoculated 
medium and an equivalent amount of 
the organic solvent, but no test or 
reference chemical, must be employed 
for each solvent used. These are the 
solvent controls. 

(G) The substance bottles, blank 
controls and solvent controls, should be 
prepared in triplicate. 

(iv) Incubation. (A) At the start of the 
incubation, pressure in each bottle must 
be released. 

(B) Bottles are incubated in the dark 
at 35±1 *C for 8 weeks or until 


biodegradation is complete. Bottles 
containing oxidized (pink) resazurin 
should be discarded. 

(3) Analytical measurements, (i) A 
sufficient number of measurements of 
gas pressure or gas volume should be 
made to establish the pattern of gas 
production with time. Measurements are 
generally made weekly for up to 8 
weeks. The frequency of measurements 
may be varied by the investigator as 
deemed appropriate to match the 
degradation rate of the chemical. 

(ii) Gas production is measured for 
each bottle, using a pressure transducer, 
syringe or other suitable apparatus. 

(iii) The use of a pressure transducer 
is recommended. The ohmmeter should 
be calibrated by injecting known 
volumes of gas into bottles containing 
medium and a standard curve of gas 
volume vs. meter reading plotted. Excess 
pressure should be vented after each 
measurement so that all bottles will 
have the same internal pressure 
following each measurement time. 

(iv) If a syringe is used to measure gas 
volume, the following procedure is 
recommended. The syringe is flushed 
with 30 percent (v/v) COi in Oj-frec 
nitrogen. The syringe is held in a 
horizontal position during the 
measurement, taking care to keep the 
needle within the gas space of the serum 
bottle. Gas production is determined by 
allowing the syringe plunger to move 
freely to equalize the vessel and 
atmospheric pressures. 

(v) Methane and carbon dioxide may 
be determined using analytical methods 
suitable for the detection and 
quantification of those compounds. 

(c) Data and reporting — (1) Treatment 
of results, (i) Cumulative average gas 
volume from the anaerobic 
biodegradation of test or reference 
substances is calculated by subtracting 
the cumulative average gas volume 
production for triplicate blank controls 
(or solvent controls, if an organic 
solvent was included) from the average 
value for triplicate test or reference 
substance bottles at the same incubation 
time. The percent of theoretical gas 
volume produced is calculated by 
dividing cumulative average gas volume 
from test or reference chemical by the 
theoretical maximum gas production 
and multiplying by 100. 

(ii) The maximum methane plus 
carbon dioxide production theoretically 
obtainable from an organic chemical in 
this test is 10.5 mL if the starting 
concentration is 50 mg/L as organic 
carbon. This can be calculated as shown 
below, using benzoic acid as an 
example. 


CTLO, +12 HjO -7COa +15 H* 

7 CO, 4 15 lb-3.75 CLL -4 3.25 CO, 4 7.5 11,0 
0:11*0*4-4.5 HsO—3.75 Cl L + 3.25 CO, 

(iii) At a concentration of 50 mg/L as 
organic carbon in a 100 mL aqueous 
phase at 35 *C, the maximum volume of 
gas produced is calculated as follows: 

At 50 mg/L as carbon, in 100 mL there 
are 7.27 mg benzoic acid. 

7.27 mg benzoic add = 0.0595 m moles. 

0.0595 X 3-75=0.2232 m moles ClL 
0.0605 X 3-25=0.1934 m moles CO, 


=0.4107 m motes total gas 

production. 

At 35* and atmospheric pressure, one 
mole of gas occupies approximately 
25.25 liters. 

Thus. 0.4167 m moles at 35* will 
occupy 10.5 mL. 

(iv) Likewise, any test compound 
added at a concentration that provides 5 
mg of organic carbon to the test bottle 
will have a theoretical maximum gas 
production of 10.5 mL 

(2) Test report, (i) Information on the 
inoculum including information on the 
source, retention time, percent volatile 
solids, date of collection, storage, 
handling and adaption possibilities (i.e.. 
information on the possibility that the 
inoculum was exposed to the test 
chemical or related chemicals before tbr 
test). Retention time and percent volatile 
solids of the sludge are generally 
obtainable from the waste treatment 
plant operator. 

(ii) Average cumulative gas 
production (mL) from blank control 
bottles, solvent control bottles, test 
substance bottles and reference 
compound bottles at each measurement 
time. 

(iii) Percent of theoretical anaerobic 
biodegradation for each test substance 
and reference compound at each 
measurement time. 

(iv) The standard deviation for each 
replicate set of bottles at the final 
measurement time. 

(v) A plot of the percent of theoretical 
anaerobic biodegradation vs. time for 
each test substance and reference 
compound. 

(vl) A description of any deviations 
from this test guideline, such as 
variations in the medium or the 
concentration of test substance, test 
conditions, and analytical techniques 

(d) References. For additional 
background information on this test 
guideline, the following references 
should be consulted: 

(1) Gossett, J.M.. Healy. J.B.. Stuckey 
D C.. Young. LY., and McCarty. P L 
“Heat treatment of refuse for increasing 
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r'.naeroblc biodegradability" Stanford 
University Civil Engineering Technical 
Report Ato. 205. (1978). 

(2) Mealy. J.B., Owen. W.F., Stuckey. 
D.C. Young, LY,. and McCarty, P.L. 

Heat treatment or organics for 
increasing anaerobic biodegradability," 
Stanford University Civil Engineering 
Technical Report No. 222. (1977). 

(3) Mealy, J.B. and Young. LY. 
Degradation of simple aromatic 

compounds under methanogenic 
conditions/' Abstracts—Annual Meeting 
American Society for Microbiology. Vol. 
013(1977). p. 263! 

(4) U.S. Environmental Protection 
Agency. Mealy, J.B. and Young, LY. 
“Methanogenic biodegradation of 
uromatic compounds." Workshop: 
Microbial Degradation of Pollutants in 
Marine Environments. EPA Report No. 
000/9-79-012 (Gulf Breeze. Florida. 

1978). 

(5) Owen, W.F., Stuckey. D.C, Mealy. 
J.R. Jr.. Young, LY. and McCarty, P.L 

Bioassay for Monitoring Biochemical 
Methane Potential and Anaerobic 
Toxicity," Water Research. 13:485-492 
(1979). 

(6) Healy. J.B., Jr., and Young. LY. 
Anaerobic Biodegradation of Eleven 

Aromatic Compounds to Methane." 
Applied Environmental Microbiology. 
38:84-39 (1979). 

(7) Miller, T.C, and Wolin. M.J. "A 
Serum Bottle Modification of the 
Hungate Technique for Cultivating 
Obligate Anaerobes." Applied 
Microbiology. 27:985-987 (1974). 

{ 794.3500 Hydrolysis as a function of pH 

at 25 C. 

(a) Introduction—(1) Background and 
purpose, (i) Water is one of the most 
widely distributed substances in the 
etu ironment. it covers a large portion of 
the earth s surface as oceans, rivers, and 
lakes. The soil also contains water, as 
dues the atmosphere in the form of 
water vapor. As a result of this 
ubiquitousness, chemicals introduced 
into the environment almost always 
come into contact with aqueous media. 
Certain classes of these chemicals, upon 
such contact, can undergo hydrolysis, 
which is one of the most common 
reactions controlling chemical stability 
and is, therefore, one of the main 
chemical degradation paths of these 
substances in the environment. 

(ii) Since hydrolysis can be such an 
important degradation path for certain 
classes of chemicals, it is necessary, in 
assessing the fate of these chemicals in 
the environment, to know whether, at 
what rate, and under what conditions a 
substance will hydrolyze. Some of these 
reactions can occur so rapidly that there 
may be greater concern about the 


products of the transformation than 
about the parent compounds. In other 
cuses, e substance w ill be resistant to 
hydrolysis under typical environmental 
conditions, while, in still other 
instances, the substance may have an 
intermediate stability that can result in 
the necessity for an assessment of both 
the original compound and its 
transformation products. The 
importance of transformation of 
chemicals via hydrolysis in aqueous 
media in the environment can be 
determined quantitatively from data on 
hydrolysis rate constants. This 
hydrolysis Test Guideline represents a 
test to allow one to determine rates of 
hydrolysis at any pH of environmental 
concern at 25 *C. 

(2) Definitions and units, (i) 
“Hydrolysis" is defined as the reaction 
of an organic chemical with water, such 
that one or more bonds are broken and 
the reaction products of the 
transformation incorporate the elements 
of water (HsO). 

(ii) “Elimination" is defined in this 
Test Guideline to be a reaction of an 
organic chemical (RX) in water in which 
the X group is lost. These reactions 
generally follow the same type of rate 
laws that hydrolysis reactions follow* 
and, thus, are also covered in this Test 
Guideline. 

(iii) A “first-order reaction" is defined 
as a reaction in which the rate of 
disappearance of the chemical 
substance being tested is directly 
proportional to the concentration of the 
chemical substance and is not a function 
of the concentrations of any other 
substances present in the reaction 
mixture. 

(hr) ITie “half-life" of a chemical is 
defined as the time required for the 
concentration of the chemical substance 
being tested to be reduced to one-half its 
initial value. 

(v) “Hydrolysis" refers to a reaction of 
an organic chemical with water such 
that one or more bonds are broken and 
the reaction products incorporate the 
elements of water (HjO). This type of 
transformation often results in the net 
exchange of a group X. on an organic 
chemical RX. for the OH group from 
water. This can be written as: 

RX+HOH—ROH+HX. 

(A) Another result of hydrolysis can 
be the incorporation of both H and OH 
in a single product. An example of this 
is the hydrolysis of epoxides, which can 
be represented by 


t 

(B) The hydrolysis reaction can be 
catalyzed by acidic or basic species, 
including Oil' and ILO* (IF). The 
promotion of the reaction by HiO” or 
OH' is culled specific acid or specific 
base catalysis, respectively, as 
contrasted with general acid or base 
catalysis encountered with other 
cationic or anionic species. Usually, the 
rate law* for chemical RX can be written 
as: 

Equation 7 

-d|RX|/«. -kJRXi-kdli'llRXI 
+ k,|OH~| lRX) + k * (11,0) [RXJ. 

where K A . k» and k' x are the second- 
order rate constants for acid and base 
catalyzed and neutral water processes, 
respectively. In dilute solutions, such as 
are encountered in following this Test 
Guideline, water is present in great 
excess and its concentration is. thus, 
essentially constant during the course of 
the hydrolysis reaction. At fixed pH. the 
reaction, therefore, becomes pseudo 
first-order, and the rate constant (k A ) 
can be wTitten as: 

Equation 2 

k*=MHT+MOHHk,, 

where k* is the first-order neutral water 
rate constant. Since this is a pseudo 
first-order process, the half-life is 
independent of the concentration and 
can be written as: * 

Equation 3 
ti n -<0.699/k|. 

At constant pH. Equation 1 can be 
integrated to yield the first order rale 
expression 

Equation 4 

lugjo C— - f logto C* 

where C is the concentration of the test 
chemical at time t and Go is the initial 
chemical concentration (t^0). 

(C) At a given pH. Equation 2 under 
paragraph (a)(2)[v)(B) of this section 
contains three unknowns. k A . k B , and k v 
Therefore, three equations (i.e.. 
measurements at three different pH*s at 
a fixed temperature) are required if one 
wishes to solve for these quantities. 
Making suitable approximations for 
quantities that are negligible, the 
expressions for k A . k R . and k* using 
values of k h measured at pH 3.7, and 11 
are: 
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Equation 5 

k % «t0 3 |k« (3) M?)« 10 •Mill) 
k.-10 J |k(11) k*(7b 10 •k h |3)| 
k* -kfc (7) —10* * |k h (3)4 k h (11)| 

Tnc calculated rate constants from 
equation 5 under this paragraph can be 
employed in equation 2 under paragraph 
(a)(2)(v)(B) of this section to calculate 
the hydrolysis rate of a chemical at any 
pi I of environmental concern. 

(D) The equations under paragraph 
(a)(2) of this section apply whether the 
test chemical has one or more 
hydrolyzable groups. In the latter case, 
the rate may be written as: 

Equation 6 

— d|RXJ/*» |RX|4 k 3 |RX| + - |RX| 

(k, .k„) |RX] k fc |RX|. 

Equation 6 applies to the hydrolysis rate 
of a molecule having n hydrolyzable 
groups, each of which follows first-order 
reaction kinetics. The measured k h is 
now the sum of the individual reaction 
rotes and is the only rate constant 
required in this section. 

(3) Principle of the test method. 
Procedures described in this section 
enable sponsors to obtain quantitative 
information on hydrolysis rates through 
a determination of hydrolysis rate 
constants and half-lives of chemicals at 
pH 3.00, 7.00, and 11.00 at 25 X The 
three measured rate constants are used 
to determine the acidic, basic, and 
neutral rate constants associated with a 
hydrolytic reaction. The latter constants 
can then be employed in determining the 
hydrolysis rates of chemicals at any pH 
of environmental concern at 25 X. 

(4) Applicability and specificity. 

There arc several different common 
classes of organic chemicals that are 
subject to hydrolysis transformation, 
including esters, amides, lactones, 
carbamates, organophosphates, and 
alkyl halides. Processes other than 
nucleophilic displacement by water can 
also take place. Among these are 
elimination reactions that exhibit 
behavior similar to hydrolysis and. 
therefore, are also covered in this 
section. 

(b) Test procedures—{ 1) Test 
conditions —(i) Special laboratory 
equipment. (A) A thermostatic bath that 
can be maintained at a temperature of 
25 ±1 *C 

(B) A pH meter that cun resolve 
differences of 0.05 pH units or less. 

(C) Stoppered volumetric flasks (no 
grease) or glass ampoules that can be 
sealed. 

(ii) Purity of water. Reagent-grade 
water (c.g.« water meeting ASTM Type 
HA standards or an equivalent grade) is 
highly recommended to minimize 
biodegradation. ASTM Type IIA water 


is described in ASTM D 1193-77. 
“Standard Specification for Reagent 
Water/’ ASTM D 1193-77 is available 
for Inspection at the Office of the 
Federal Register. Rm. 8401,1100 L St., 
NW.. Washington, DC. This 
incorporation by reference was 
approved by the Director of the Office of 
the Federal Register. This material is 
incorporated as it exists on the date of 
approval and a notice of any change in 
this material will be published in the 
Federal Register. Copies of the 
incorporated materia) may be obtained 
from the Document Control Officer (TS- 
793). Office of Toxic Substances, EPA, 

Rm 107, 401 M St.. SW.. Washington. DC 
20460, and from the American Society 
for Testing and Materials (ASTM). 1910 
Race Street. Philadelphia. PA 19103. 

(iii) Sterilization. It is extremely 
important to sterilize all glassware and 
to use aseptic conditions in the 
preparation of all solutions and in 
carrying out all hydrolysis experiments 
to eliminate or minimize biodegradation. 
Glassware can be sterilized in an 
autoclave or by any other suitable 
method. 

(iv) Precautions for volatility. If the 
chemical is volatile, it is extremely 
important that the reaction vessels be 
almost completely filled and sealed. 

(v) Temperature controls. It is 
important that all hydrolysis reactions 
be carried out at 25 'C and the 
temperature is controlled to ±1*C. 

(vi ) pH conditions. It is recommended 
that all hydrolysis experiments be 
performed at pH 3.00. 7.00, and 11.00 ± 
0.05 using the appropriate buffers 
described in paragraph (b)(2)(i)(A) of 
this section. 

(vii) Concentration of solutions of 
chemical substances. It is extremely 
imprtant that the concentration of the 
test chemical be less than one-half the 
chemical’s solubility in water and not 
greater than 10“ 3 M. 

(viii) Effect of acidic and basic 
groups. Complications can arise upon 
measuring the rate of hydrolysis of 
chemicals that reversibly ionize or are 
protonated in the pH range 3.00 to 11.00. 
Therefore, for these chemicals, it is 
recommended that these hydrolysis 
tests be performed at pH 5.00. 7.00. and 
900+0.05 using the appropriate buffers 
described in paragraph (b)(2)(i)( A) and 
(B) of this section. If a test chemical 
reversibly ionizes or protonates in the 
pH range 5.00 to 9.00, then it is 
recommended that additional hydrolysis 
tests should be carried out at pH 6.00 
and 8.00±0.05 using the buffers 
described in paragraph (b)(2)(i)(B) of 
this section. 

(ix) Buffer catalysis. For certain 
chemicals, buffers may catalyze the 


hydrolysis reaction. If this is suspected, 
it is extremely important that hydrolysis 
rate determinations be carried out with 
the appropriate buffers and that the 
same experiments be repeated at buffer 
concentrations lowered by at least a 
factor of five. If the hydrolysis reaction 
produces a change of greater than 0.05 
pH units in the lower concentration 
buffers at the end of the measurement 
time, then it is extremely important that 
the test chemical concentrations also be 
lowered by at least a factor of five. 
Alternatively, test chemical 
concentrations and buffer 
concentrations may both be lowered 
simultaneously by a factor of five. A 
sufficient criterion for minimization of 
buffer catalysis is an observed equality 
in the hydrolysis rate constant of two 
different solutions differing in buffer or 
test chemical concentration by a factor 
of five. 

(x) Photosensitive chemicals . The 
solution absorption spectrum can be 
employed to determine whether a 
particular chemical is potentially subjin \ 
to photolytic transformation upon 
exposure to light. For chemicals that 
absorb light of wavelengths greater than 
290 nm, it is important that the 
hydrolysis experiment Ik? carried out in 
the dark, under amber or red safelights, 
in amber or red glassware, or employing 
other suitable methods for preventing 
photolysis. The absorption spectrum of 
the chemical in aqueous solution can be 
measured under 5 796.1050. 

(xi) Chemical analysis of solutions. In 
determining the concentrations of the 
test chemicals in solution, any suitable 
analytical method may be employed, 
although methods which are specific for 
the compound to be tested are preferred 
Chromatographic methods are 
recommended because of their 
compound specificity in analyzing the 
parent chemical without interferences 
from impurities. Whenever practicable, 
the chosen analytical method should 
have a precision within ±5 percent. 

(2) Preparation —(i) Reagents and 
solutions —(A) Buffer solutions. Prepare 
buffer solutions using reagent-grade 
chemicals and reagent-grade water as 
follows: 

(1) pH 3.00 use 250 mL of 0.100M 
potassium hydrogen phthalatc: 111 ml. 
of 0.100M hydrochloric acid; ond adjust 
volume to 500 mL wjth reagent-grade 
water. 

(2 ) pH 7.00 use 250 mL of 0.100M 
potassium dihydrogen phosphate: 145 
mL of 0.100M sodium hydroxide: and 
adjust volume to 500 mL with reagent- 
grade water. 

(3) pH 12.00 use 250 mL of 0.0500M 
sodium bicarbonate; 113 mL of Q.10QM 









Federal Register / Vul. 50, No, 188 / Friday. September 27, 1985 / Rules and Regulations 39285 


sodium hydroxide; and adjust volume to 
500 ml. with reagent-grade water. 

(B) Additional buffer solutions. For 
chemicals that ionize or are protonated 
as discussed in paragraph (h)(l)(viii) of 
this section, prepare buffers using 
reagent-grade water and reagent grade 
chemicals as follows: 

(/) pH 5.00 use 250 mL of 0.1 OOM 
potassium hydrogen phthalate; 113 mL 
ofO lOOM sodium hydroxide; and adjust 
volume to 500 mL with reagent-grade 
water. 

(2) pi I 6.00 use 250 mL of 0.100M 
potassium dihydrogen phosphate: 28 mL 
of 0.1 OOM sodium hydroxide: and adjust 
volume to 500 mL with reagent-grade 

water. 

(3) pH 8.00 use 250 mL of 0.100M 
potassium dihydrogen phosphate: 234 
ml. of 0.100M sodium hydroxide; and 
adjust volume to 500 mL with reagent- 
grade water. 

(4) pi 1 9.00 use 250 mL of 0.0250M 
borax (NaaBtO?); 23 mL of 0.100M 
hydrochloric aid; and adjust volume to 
500 mL with reagent-grude water. 

(C) Adjustment of buffer 
concentrations. (/) The concentrations 
of all the above buffer solutions are the 
maximum concentrations to be 
employed in carrying out hydrolysis 
measurements. If the initiai 
concentration of the test chemical is less 
than 10**1 it is extremely important 
that the buffer concentrations be 
lowered by a corresponding amount: 

e g., if the initial test chemical 
concentration is 10 *L then reduce the 
concentration of the above buffers by a 
factor of 10. In addition, for those 
reactions in which an add or base to not 
a reaction product, then employ the 
minimum buffer concentration 
necessary for maintaining the pH within 
- 0.05 units. 

(«?) Check the pH of all buffer 
solutions with a pi! meter at 25 and 
adjust the pH to the proper value, if 

necessary. 

|D) Preparation of test solution. (/) If 
the test substance is readily soluble in 
water, prepare an aqueous solution of 
the chemical in the appropriate buffer 
nr.d determine the concentration of the 
chemical. Alternatively, a solution of the 
chemical in water may be prepared and 
added to an appropriate buffer solution 
and the concentration of the chemical 
then determined. In the latter case, it is 
Important that the aliquot be small 
enough so that the concentration of the 
buffer in the final solution and the pH of 
the solution remain essentially 
unchanged. Do not employ heat in 
dissolving the chemical. R is extremely 
Important that the final concentration 
not bn greater than one-half the 


substance's solubility in water and not 
greater than 10 *1 

(2) If the test chemical is too insoluble 
in pure water to permit reasonable 
handling and analytical procedures, it is 
recommended that the chemical be 
dissolved in reagent-grade acetonitrile 
and buffer solution then added to an 
aliquot of the acetonitrile solution. Do 
not employ heat to dissolve the chemical 
in acetonitrile. It is extremely important 
that the final concentration of the test 
substance not be greater than one-half 
the chemical's solubility in water and 
not greater than 10"*! In addition, it is 
extremely important that the final 
concentration of the acetonitrile be one 
volume percent or less. 

(3) Performance of the test. Carry out 
nil hydrolysis experiments by employing 
one of the procedures described in this 
paragraph. Prepare the test solutions as 
described in paragraph (b)(2)(i) of this 
section at pH 3.00, 7.00. and 11.00±0.05, 
and determine the initial test chemical 
concentration (Co) in triplicate. Analyze 
each reaction mixture in triplicate at 
regular intervals, employing one of the 
following procedures: 

(i) Procedure 1, Analyze each test 
solution at regular intervals to provide a 
minimum of six measurements with the 
extent of hydrolysis between 20 and 70 
percent. Rates should be rapid enough 
so that 60 to 70 percent of the chemical 
is hydrolyzed in 672 hours. 

(ii) Procedure 2. If the reaction is too 
slow to conveniently follow hydrolysis 
to high conversion in 672 hours but still 
rapid enough to attain at least 20 
percent conversion, take 15 to 20 time 
points at regular intervals after 10 
percent conversion is attained. 

(iii) Procedure 3. (A) If chemical 
hydrolysis is less than 20 percent after 
672 hours, determine the concentration 
(C) after this time period. 

(B) If the pH at the end of 
concentration measurements employing 
any of the above three procedures has 
chunged by more than 0.05 units from 
the initial pH, repeat the experiment 
using a solution having a test chemical 
concentration lowered sufficiently to 
keep the pH variation within 0.05 pH 
units. 

(iv) Analytical methodology. Select an 
analytical method that is most 
applicable to the analysis of the specific 
chemical being tested under paragraph 
(!>)(1)(xi) of this section. 

(c) Data and reporting —(1) Treatment 
of results, (i) If Procedure 1 or 2 were 
employed in making concentration 
measurements, use a linear regression 
analysis with Equation 4 under 
paragraph (a)(2)(v)(B) of this section to 
calculate k h at 25 # C for each pi I 
employed in the hydrolysis experiments. 


Calculate the coefficient of 
determination (R*) for each rate 
constunt. Use Equation 3 under 
paragraph (u)(2)(v)(B) of this section to 
calculate the hydrolvsis half-life using 

K 

(ii) If Procedure 3 was employed in 
making rate measurements, use the 
mean initial concentration (C D ) and the 
mean concentration of chemical (C) in 
Equation 4 under paragraph (a)(2)(v)(B) 
of this section to calculate k h for each 
pH used in the experiments. Calculate 
the hydrolysis half-life using k* in 
Equation 3 under paragraph (a)(2)(v)(B) 
of this section. 

(iii) For each set of three 
concentration replicates, calculate the 
mean value of C and the standard 
deviation. 

(iv) For test chemicals that are not 
ionized or protonated between pH 3 and 
11. calculate k v k H . and k s using 
Equation 5. 

(2) Specific analytical and recovery 
procedures . (i) Provide a detailed 
description or reference for the 
analytical procedure used, including the 
calibration data and precision. 

(ii) If extraction methods were used to 
separate the solute from the aqueous 
solution, provide a description of the 
extraction method as well as the 
recovery data. 

(3) Test data report, (i) For procedures 
1 and 2. report k h . the hydrolysis half-life 
(It /*)« and the coefficient of 
determination (R 3 ) for each pH 
employed in the rate measurements. In 
addition, report the individual values, 
the mean value, and the standard 
deviation for each set of replicate 
concentration measurements. Finally, 
report k A . k», and k v 

(ii) For Procedure 3, report k* and the 
half-life for each pH employed in the 
rate measurements. In addition, report 
the individual values, the mean value, 
and the standard deviation for each set 
of replicate concentration 
measurements. Finally, report k A . k,„ and 
ks- 

(iii) If. after 672 hours, the 
concentration (C) is the same as the 
initial concentration (Co) within 
experimental error, then k h cannot be 
calculated and the chemical can be 
reported as being persistent with respect 
to hydrolysis. 

$ 796.3700 Photolysis In aqueous solution 
in sunlight. 

(a) Introiluction —(1) Background and 
purpose. Numerous chemicals enter 
natural aquatic systems from a variety 
of sources. For example, chemical 
wastes arc discharged directly into 
natural water bodies, and chemicals 
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leach into natural water bodies from 
landfills. Pesticides are applied directly 
into water bodies, and are applied to 
soils and vegetation, and subsequently 
leach into water bodies. Pollutants 
present in aqueous media can undergo 
photochemical transformation in the 
environment (i.e., in sunlight by direct 
photolysis or by sensitized photolysis). 
As a result, there is considerable 
interest in photolysis in solution, 
especially the photolysis of pesticides. 

I lowever. most of these studies have 
been qualitative in nature and involved 
the identification of photolysis products. 
Quantitative data in the form of rate 
constants and half-lives are needed to 
determine the importance of 
photochemical transformation of 
pollutants in aqueous media. This test 
method describes a two-tiered screening 
level approach fur determining direct 
photolysis rate constants and half-lives 
of chemicals in water in sunlight. 

(2) Definitions anti units, (i) “Radiant 
energy.” or radiation, is defined as the 
energy traveling as a wave 
unaccompanied by transfer of matter. 
Examples include x-rays, visible light, 
ultraviolet light, radio waves, etc. 

(ii) “Absorbance (A*)" is defined as 
the logarithm to the base 10 of the ratio 
of the initial intensity fl u ) of a beam of 
radiant energy to the intensity (l) of the 
same beam after passage through a 
sample at a fixed wavelength X. Thus. 

Aa-1o*,4UI). 

(iii) The "Beer-Lambert law" states 
that the absorbance of a solution of a 
given chemical species, at a fixed 
wavelength, is proportional to the 
thickness of the solution ( 1 ). or the light 
patldength, and the concentration of the 
absorbing species (C). 

(iv) "Molar absorptivity fix ) 44 >* 
defined as the proportionality constant 
in the Beer-Lamberl law when the 
concentration is given in terms of moles 
per liter (i.e.. molar concentration). Thus, 
Aa -cxCl. where A* and represent the 
absorbance and molar absorptivity at 
wavelength X and / and C are defined in 
(3). The units of €* are molar * 1 cm* •. 
Numerical values of molar absorptivity 
depend upon the nature of the absorbing 
species. 

(v) A "first-order reaction" is defined 
as a reaction in which the rate of 
disappearance of a chemical is directly 
proportional to the concentration of the 
chemical and is not a function of the 
concentration of any other chemical 
present in the reaction mixture. 

(vi) The "half-life (h. j)" of a chemical 
is defined us the time required for the 
concentration of the chemical being 
tested to be reduced to one-half its 
initial value 


(vil) The "sunlight direct aqueous 
photolysis rate constant (k^" is the 
first-order rate constant in the units of 
day 1 and is a measure of the n!e of 
disappearance of a chemical dissolved 
in a water body in sunlight. 

(viii) The "solar irradiance in water 
(Lx)” is related to the sunlight intensity 
in water and is proportional to the 
average light flux (in the units of 10 3 
einsteins cm 2 day ‘) that is available to 
cause photoreaction in a wavelength 
interval centered at X over a 24-hour day 
at a specific latitude and season date. 

(ix) "The Grotthus-Draper luw," the 
first law of photochemistry, states that 
only light which is absorbed can be 
effective in producing a chemical 
transformation. 

(x) The *‘Stark-E»nstein law." the 
second law of photochemistry, states 
that only one molecule is artivoted to an 
excited state per photon or quantum of 
light absorbed. 

(xi) The "reaction quantum yield (<frx ) 44 
for an excited-state process is defined 
us the fraction of absorbed light that 
results in photoreuction at a fixed 

w avelength X- It is the ratio of the 
number of molecules that photorcact to 
the number of quanta of light absorbed 
or the ratio of the number of moles that 
photoreact to the number of einsteins of 
light absorbed at a fixed wavelength X. 

(xii) "Direct photolysis" is defined as 
the direct absorption of light by a 
chemical followed by a reaction which 
transforms the parent chemical into one 
or more products. 

A glossary of symbols can be found 
under paragraph (c)(5) of this section. 

(3) Principle of the test method, (i) 

This test method is based on the 
principles developed by Zepp and Cline 
(1977) under paragraph (d)( 8 ) of this 
section. Zepp (1978) under paragraph 
(d)( 11 ) of this section. Mill et al. (1981. 
1982) under paragraph (d)(4). (5) and ( 6 ) 
of this section, and Dulin and Mill (1982) 
under paragraph (d)( 2 ) of this section. 

(ii) Zepp and Cline (1977). under 
paragraph (d)( 8 ) of this section 
published a paper on the rates of direct 
photolysis in aquatic environments. The 
rates of all photochemical processes in a 
water body are affected by solar 
spectral irradiance at the water surface, 
radiative transfer from air to water, and 
the transmission of sunlight in the water 
body. It has been shown that for 
photolysis of a chemical in an optically 
thin aqueous solution, the kinetics of 
direct photolysis can be described by 
the following equations: 

Equation / 

In (Q./C l Hk«t 


Equation 2 

t, ,» otm'k,* 

Equation 3 
k*r — »Sk # , 

where i* the reaction quantum yield 
of the chemical in dilute solution and is 
independent of the wavelength. 
k 4 - SkjA. the sum of k, A values of all 
wavelengths of sunlight that arc 
absorbed by the chemical (i.e., the light 
absorption rate constant), t is the time 
Co and Q are the concentrations of 
chemical at 1-0 and t. and ti rj c 
represents the half-life. The term k |lE 
represents the first-order photolysis rate 
constant for a water body in sunlight in 
the units of reciprocal time. 

(iii) Furthermore, under the same 
conditions ctteJ above, the first-older 
direct photolysis rate constant. k |} . is 
given by the equation— 

Equation 4 

where fo is the reaction quantum yield. 
cX is the molar absorptivity in the units 
molar * 1 cm* *. La is the solar irradiance 
in water in the units of 10 * J einsteins 
cm* 9 day * 1 (Mill et al. (1982) under 
paragraph (d)(5) of this section), and th»- 
summation is taken over the range 
X 290 to 800 nm. la is the solar 
irradiance at shallow depths for a water 
body under clear sky conditions and is a 
function of latitude and season of the 
year. 

(iv) The method of Zepp and Cline 
(1977) under paragraph (d)( 8 ) of this 
section and the method of Mill et al. 
(1982) under paragraph (d)(5) of this 
section are applicable to sunlight 
incident on a water surface such as 
natural water body. However, the 
method developed in this guideline 
measures rate constants in tubes (e g , 

13 x 100 mm) and the rate is faster in 
tubes. This is discussed in more detail In 
paragraph (b)( 2 )(i)(|) of this section. 
Thus, equations 1 and 2 have to he 
modified to take this into account. For 
simplicity, the following nomenclature is 
used. For water bodies, the rate constant 
is designated as k pr with the subscript F 
designating rates in the environment in 
water bodies. For tubes, the rate 
constant is designated as k*. The 
corresponding half-lives for water 
bodies and tubes are U and ti . 5 . 
respectively. Thus, for tubes, equations t 
and 2 can be written as: 

Equation 5 

1n(C./C,)«k,t 
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Equation 6 

0603 

t*a» — 

k. 


(v) A simple first-tier screening test 
hus been developed using Equation 4 
under paragraph (a)(3)(iii) of this 
section* As an approximation, it is 
h resumed that the reaction quantum yield 
4>t is equal to one, the maximum value. 
As a result, the upper limit for the direct 
photolysis sunlight rate constant in 
aqueous solution is obtained and 
Equation 4 under paragraph (a)(3)(iii) of 
this section becomes 

Equation 7 

*= 2<xLsa 

Using equation 7 in equation 2 under 
paragraph (a)(3)(h) of this section, the 
lower limit for the half-life is then given 

by 

Equation 8 


0.093 



The molar absorptivity can be 
determined experimentally by the 
method outlined in paragraph (b)(1) of 
this section and values of La are given in 
Tables 3 to 6 as a function of latitude 
and season of the year under paragraph 
(c)(3) of this section. These data can 
then be used in equation 7 to calculate 
Finally, (&,*)«** can then be 
substituted in Equation 8 to calculate 
(h 2E) m *r 

(vi) In a second-tier test method, on 
aqueous photolysis screening test has 
been developed to determine rate 
constants and half-lives in the presence 
of sunlight using Equations 1, 2, 4. 5. and 
6 (Mill ct al (1981.1982, under 
Paragraph (d) (4). (5) and (0) of this 
action, and Dulin and Mill (1982) under 
Paragraph (d)(2) of this section). The 
second-tier test method is divided into 
two phases. In phase one, the test 

hemical is photolyzed in sunlight in 
order to obtain an approximate rate 
constant, k%. This method only gives an 
approximate rate constant since it fails 
to measure sunlight intensities incident 
on the sample during photolysis. 

(vii) In phase two, a standard p 
nitroacetophcnone-pyridine actinomcter 
(PNAP/PYR) is used to measure sunlight 
intensities incident on the sample during 
Photolysis (Mill et a l (1982) under 
paragraph (d)(6) of this section and 
IViin and Mill (1982) under paragraph 
^1(2) of this section). The rate constant 

" r this actinometer, k* p . can be adjusted 


to match the approximate rate constant 
of the test chemical by adjusting the 
concentration of pyridine. Since the rate 
constant is a function of the reaction 
quantum yield of the actinometer, the 
rate constant can be adjusted according 
to the equation 

Equation 9 
6\ 0.0169|PYR|, 

where |PYR) is the molar concentration 
of pyridine for a p-nitroacetophenone 
(PNAP) concentration of 1.00 X 10* M. 
The reaction quantum yield for the test 
chemical. is given by 

Equation 10 




k% 

k\ IVkU 


The reaction quantum yield of the test 
chemical. $ C B . can be determined in the 
following way. By measuring the 
concentration of test chemical and 
actinometer (PNAP) as a function of 
time t in sunlight, the ratio of rate 
constants, (k r „/k%). can be determined 
using equation 5 under paragraph 

(b) (2)(i)(H) of this section. The reaction 
quantum yield can be determined 
from Equation 9 at the molar 
concentration of pyridine used in the 
standard actinometer. The term 2 «VLa 
for the actinometer has been tabulated 
as a function of latitude and season of 
the year in Table 2 under paragraph 

(c) (3) of this section. The term 2c c xLx for 
the test chemical can be obtained from 
the experimentally measured molar 
absorplivities under paragraph (b)(1) of 
this section and the values of Lx listed 
in Tables 3 to 6. as a function of latitude 
and season of the year under paragraph 
(c)(3) of this section. 

(viii) With the values of and 

the appropriate Lx values, k pK for the test 
chemical can be calculated as a function 
of latitude and season of the year in the 
United States using Equation 4 under 
paragraph (a)(3)(iii) of this section. The 
corresponding half-life can be calculated 
using kpc in Equation 2 under paragraph 
(a)(3)(ii) of this section. 

(4) Applicability and specificity, (i) 
This test method is applicable to all 
chemicals which have UV-visible 
absorption maxima in the range of 290 
to 800 nm. Some chemicals have 
absorption maxima significantly below 
290 nm and consequently cannot 
undergo direct photolysis in sunlight 
(e.g., chemicals such as alkanes, 
alkenes. alkynes. saturated alcohols, 
and saturated acids). This is a direct 
consequence of the Grotthus Draper law 
of photochemistry. Some chemicals have 
absorption maxima significantly below 


290 nm but have measurable absorption 
tails above the baseline in their 
absorption spectrum at wavelengths 
greater than 290 nm. Photolysis 
experiments should be carried out for 
these chemicals. 

(ii) These test methods are only 
applicable to pure chemicals and not to 
the technical grade. 

(iii) The first-tier screening test can 
be employed to estimate (k^;),,^ and 
(t* in)m tin- If these data indicate that 
aqueous photolysis is an important 
process relative to other transformation 
processes (e.g.. biodegradation, 
hydrolysis, oxidation, etc.), then it is 
recommended that the second-tier 
photolysis tests be carried out to 
determine environmentally relevant rate 
constants and half-lives in sunlight. The 
data obtained from this test can be used 
to determine k* fc for the test chemical as 
a function of latitude and season of the 
year anywhere in the United States. 
These rate constants are in a form 
suitable for preliminary mathematical 
modeling for environmental fate of a test 
chemical. 

(iv) The second-tier screening test is 
applicable to the direct photolysis of 
chemicals in a homogeneous dilute 
solution with absorbance less than 0.05 
in the reaction cell at all wavelengths 
greater than 290 nm and at shallow 
depths (less than 0.5 m). These results 
are applicable to direct sunlight 
photolysis for water bodies and clear 
sky conditions. In addition, these 
experiments arc limited to the direct 
photolysis of chemicals in air-saturated 
pure water. 

(v) This screening test has been 
designed to determine the molar 
absorptivity of a test chemical, cx*. and 
its reaction quantum yield. These 
parameters can be used to determine 
environmentally relevant rate constants 
at low absorbance and shallow depths 
in pure water as a function of latitude 
and season of the year. Tables of solar 
irradiance (Tables 3 to 6) under 
paragraph (c)(3) of this section have 
been included in this test method to 
carry out all the calculations. However, 
the method is really very general and 
can be extended to determine the rates 
of photolysis over a range of other 
environmental conditions using u 
computer program. Zepp and Cline 
(1977) under paragraph (d)(8) of this 
section have written a computer 
program to calculate the rates of 
photolysis as a function of depth in 
water, as a function of the attenuation 
coefficient of the water (a A ) for natural 
water bodies, the average ozone layer 
thickness that pertains to the seasons 
and location of interest, and as a 
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function of latitude and season of the 
year. This program has been recently 
updated with the best available solar 
irradiance data and is called the GC 
SOLAR program. The GC SOLAR 
computer program is available on 
request as referenced under paragraph 
(d)( 10) of this section. 

(b) Test proceduw$—[\) Tier 1 Test: 
UV- Visible Absorption Spectra- 
Estimation of Aqueous Photolysis 
Maximum Rale Constant and Minimum 
Half-Life in Sunlight The uv-visible 
absorption spectra in aqueous solution 
i an be determined by the methods 
described in 5 790.1050. It is 
recommended that the following 
additional procedures be fallowed: 

(i) For chemicals which ionize or 
proton ate (e.g., carboxylic acids, 
phenols, amines), carry' out uv-visible 
absorption studies at pi is at least two 
orders or magnitude above the pK« and 
at least two orders of magnitude below 
the pK*. Prepare buffer solutions at 25 X 
using reagent grade chemicals and 
distilled water as follows: 

pits in the range 3-6h NalbPOdlCl; 

pi Is in the range 6-8': KILPO, NaOH; 

plls in the range >8: Prepare buffers 
us described in the Handbook or 
Chemistry and Physics. 

Check the pH of all the buffer solutions 
with a pH meter at 25 X and adjust to 
the proper pH, if necessary. These buffer 
solutions can then be added to the test 
chemical solution until the desired pH is 
obtained. If these buffers are 
inadequate, then adjust the pH of the 
tost chemical solution with 1 M HCI or 
NaOH at 25 *C. 

(ii) (A) Measure the absorbance. A*, 
as a function of wavelength in the range 
of 290 to 800 nm in duplicate. If 
applicable, measure Aa at each 
experimental pH. Record, in duplicate, 
the baseline when both the sample and 
reference cells are filled w ith blank 
solutions. These data will be used to 
calculate the molar ahsnrptivities for the 
appropriate wavelength intervals and 
wavelength centers in Fable 1 under 
paragraph (c)(3) of this section, w here 
the test chemical absorbs light. The 
wavelength center is defined as the 
midpoint of the interval range. 

(B) It must be emphasized that the 
molar absorptivities of the test chemical 
must be carefully determined especially 
in the tails of the absorption binds at * 

> 290 nm. Large errors will be 
encountered in calculating photolysis 
rate constants and half-lives if these 
measurements are not carefully carried 
out. 


* U*c ihr rmnirmim onnorwfratlou of buffer* to 
«ttam thr detifrd pH 


(2) Tier 2 Test: Aqueous Photolysis in 
Sunlight —(i) Test conditions —(A) 
Special lalkjratory equipment it is 
recommended that quartz tubs* be used 
for the photolysis of chemicals with 
appreciable absorption at wavelengths 
below 340 nm. Chemicals that absorb 
appreciably at wavelengths greater than 
340 nm may be tested in borosilicate 
tubes. Thin-walled borosilicate or quartz 
tubes are recommended. Disposable 
culture tubes (13 x 100 mm) with Teflon- 
lined screw caps or quartz tubes with 
quartz or borosilicate stoppers. Tefinn- 
lined. may be used as reaction vessels. 
Tubes of 11 mm i.d. are recommended. 
For some chemicals, it may be difficult 
to determine the concentration of the 
test chemical in reaction tubes of small 
volume. For these chemicals. larger 
volume reaction vessels are 
recommended provided that the cell 
walls are thin and the pathlength of 
radiation through the vessel is less than 
0.5 meter. 

(B) Purity of water. Reagent grade 
water, e.g.. water meeting ASTM Type II 
A standards, or an equivalent grade, is 
highly recommended to minimize 
biodegradation, ASTM Type II A water 
is described in ASTM D 1193-77. 
“Standard Specification for Reagent 
Water.’* Air-saturated water can be 
easily prepared by allowing the water to 
equilibrate in a vessel plugged with 
sterile cotton. ASTM D 1193-77 is 
available for inspection at the Office of 
the Federal Register. Rm. 8401.1100 I. 

St., NW\, Washington. DC. This 
incorporation by reference was 
approved by the Director of the Office of 
the Federal Register. This material is 
incorporated as it exists on the date of 
approval and a notice of any change in 
this material will be published in the 
Fedora! Register. Copies of the 
incorporated material may be obtained 
from the Document Control Officer (TS- 
793), Office of Toxic Substances. FPA. 
Rm. 107, 401 M St., SW., Washington, 

DC 20460, and from the American 
Society for Testing and Materials 
(ASTM). 1918 Race Street. Philadelphia. 
PA 19103. 

(CJ Sterilization. It is extremely 
important to sterilize all glassware and 
to use aseptic conditions in the 
preparation of all solutions and in 
carrying out all photolysis experiments 
to eliminate or minimize biodegradation. 
Glassware can be sterilized in an 
autoclave or by any other suitable non¬ 
chemical method. 

(D) pH effects. It is recommended that 
all photolysis experiments be carried 
out at pits at least two orders of 
magnitude altove the pK, and at least 
two orders of magnitude below the pK, 
for any chemical which ionizes or 


protouates (e.g.. carboxylic acids, 
phenols, and amines). Buffers described 
in paragraph (b}(2|(ii)(B) of this section 
should be used. 

(E) Volatile chemical substances. 
Special care should be taken when 
testing a volatile chemical so that the 
chemical substance is not lost due to 
volatilization during the course of the 
photolysis experiment. Thus, it is 
important to effectively seal the reaction 
vessels. Disposable culture tubes with 
Teflon-lined screw caps or quartz tube* 
with quartz or borosilicate stoppers. 
Teflon-lined, are recommended. Volatile 
compounds can be conveniently studio! 
in culture tubes equipped with 
Mininert® valves. Samples can be 
introduced into or removed from the 
tubes through the septum in these valves 
with no loss of substrate. As an 
alternative, the tubes can be scaled with 
a torch. In addition, the reaction vessels 
should be as completely filled as is 
possible to prevent volatilization to any 
air space. 

(F) Control solution. It is extremely 
important to take certain precautions to 
prevent loss of chemical from the 
reaction vessels by processes other than 
photolysis. For example, biodegradation 
and volatilization can be eliminated or 
minimized by use of sterile conditions 
and minimal airspace in sealed vessels. 
Hydrolysis is a process which cannot be 
minimized by such techniques. Thus, 
control vessels containing test 
substances which are not exposed to 
sunlight are required. In this way. the 
loss of test chemical for processes other 
than photolysis may be determined and 
eliminated. For simplicity, if the loss of 
chemical in the control is small (i.e.. 
approximately 10 percent or less), one 
can calculate a first-order loss. k to . and 
subtract it from (kpk*. lo give Ihe 
corrected direct photolysis rate constant 
K„. If hydrolysis is found to be 
significant (i.e.. greater than 10 percent), 
hydrolysis studies should be carried oui 
first umier 3 796.3500. 

(G) Absorption spet'trum as a 
criterion for performing the Aqueous 
Photolysis Test This aqueous photolysis 
screening test is applicable to all 
chemicals which have UV-visriblc 
absorption maxima in the range 290 to 
800 nm. Some chemicals have 
absorption maxima significantly below 
290 nm but have measurable absorption 
tails above the baseline in their 
absorption spectrum at wavelengths 
greater than 290 nm. Photolysis 
experiments should be carried out for 
these chemicals. The absorption 
spectrum of the chemical in aqueous 
solution can be measured by $ 798.1050 
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(HI Stmlight Actinometer. (7) in order 
to quantify the rate of photolysis more 
precisely, it is necessary to measure the 
sunlight intensity incident on the sample 
during photolysis. A standard p- 
niiroacetophenone-pyridine actinometer 
(PNAP/PYR) has been developed |Mil! 
et al. (1961.1982) under paragraph (d)(4) 
and (0) of this section; Dulin and Mil) 
(1982) under paragraph ld)(2) of this 
section) to measure the sunlight 
intensity incident on the sample during 
photolysis and this actinometer has 
been incorporated in this section. 
According to Equation 4 under 
paragraph (a)(3)(iii] of this section, the 
rate constant is a function of the 
reaction quantum yield. Furthermore, 
the reaction quantum yield can be 
adjusted by varying the molar 
concentration of the pyridine according 
to Equation 9 under paragraph |a)(3)(vii) 
of this section. Hence, by varying the 
pyridine concentration, the actinometer 
photolysis rate constant can be adjusted 
so that the half'life can range from 
several hours to several weeks. The 
initial concentration of PNAP is set at 
i.oo x nr* M. 

(2) Using the test chemical photolysis 
rate constant, k/, determined in Tier 2, 
Phase 1. and the variable k,*(-X c^La). 
listed in Table 2 under paragraph (c)(3) 
of this section the malar concentration 
needed to adjust the rate of 
disappearance of PNAP in PNAP/PYR to 
match the rate of disappearance of the 
test chemical is given by 

Equation 11 

fPYR)«2&»(V/k/k 

(3) Experiments are carried out by 
simultaneously photolyzing the test 
chemical and actinometer solutions. The 
concentrations of test chemical and 
actinometer are measured periodically 
as a function of time. These data are 
then used to determine the ratio of the 
rate constants. k//k„*, using linear 
regression analysis on the following 
equation: 

Equation 12 

ln(C./Qp«(k # V) ln(C*/Cj*. 

with In (C 0 /Ct)* as the independent 
variable and InfC^/C,)* ns the dependent 
variable. The slope of the best straight 
line is the ratio of the role constants. 

K € fK*' 

(1) Solar iirodiottce data. In order to 
calculate the reaction quantum yield of 
| He test chemical. and then calculate 
and ti it is b necessary to use 
the solar irradiance parameter L* L* 
values are proportional to the average 
H *il flux that is available to cause 
photolysis in a wavelength interval 
centered at A over a 24-hour day at a 
specific latitude and season date. The La 


values are defined by the angle of 
declination of the sun at 20* for 
winter. -10' for fall. 410* for spring, 
and 420* for summer. The actual dates 
for 1982 tliat correspond to these angles 
of decimation are January 21. April 16. 
July 24. and October 20. for winter, 
spring, summer, and fall, respectively 
(AA (1982) under paragraph (d)(1) of this 
section). The La values for these season 
dates are listed in Tables 3 to 6 under 
paragraph (c)(3) of this section as a 
function of latitude and are applicable 
to clear sky conditions, water bodies, 
shallow depths, and for chemicals 
whose absorbance is less than 0.05 in 
pure water [Mill et al. (198*1) under 
paragraph (d)(7) of this section). 

(J) Geometry of the reaction vessel. 
The method of Zepp and Cline (1977) 
under paragraph (d)(8) of this section 
and the method of Mil) et aL (1982) 
under paragraph (d)(5) of this section 
are applicable to sunlight incident on a 
water surface such as a natural water 
body while the method developed in this 
test method measures rate constants (k,) 
in tubes (e.g.. 13 X 100 mm). However, 
rates in tubes are faster than in water 
bodies and it has been experimonfully 
observed (Mil! et al. (1982) under 
paragraph (d)(6) of this section) that 

Equation 13 

k p ~2Jds*. 

Because tubes are the simplest and 
easiest reaction vessels to use. this test 
methrxi recommends the use of tubes as 
reaction vessels and the method has 
been modified to take into account the 
increased rate in tubes (equation 13). 

(K) Chemical analysis of solution. 17) 
In determining the concentration of the 
chemical in solution, an analytical 
method should be selected which is 
most applicable to the analysis of the 
specific chemical substance. 
Chromatographic methods are generally 
recommended because of their chemical 
specificity in analyzing the parent 
chemical substance without interference 
from impurities. Whenever practicable 
the chosen analytical method should 
have a precision of ±5 percent or better. 

(2) The p-nitroacetophenone in the 
chemical actinometer solution is 
conveniently analyzed by high-pressure 
liquid chromatography using a 30 cm Cu 
reverse-phase column and a uv detector 
set at 280 nra. The mobile phase in 
volume percent is 2.5 percent acetic 
add. 50 percent acetonitrile, and 47.5 
percent water which is passed through 
the column at o flow rate of 2 ml./ 
minute. 

(ii) Prepare lions —(A) Preparation of 
test chemical solution. Prepare 
homogeneous solutions with the 
chemical at less than one-half of its 


solubility in water and at a 
concentration such that the absorbance 
is less than 0.05 in the photolysis 
reaction vessel at wavelengths greater 
than 290 nm. For very hydrophobic 
chemicals, it is difficult and time 
consuming to prepare aqueous solutions. 
To facilitate the preparation of aqueous 
solutions containing very hydrophobic 
chemicals and to allow for easier 
analytical measurement procedures, the 
following procedure may be used to aid 
in the dissolution of the chemical. 
Dissolve the pure chemical in reagent 
grade acetonitrile. Add pure water as 
described under Test Conditions, in 
paragraph |b)(2)(i)(B) of this section, or 
buffer solution as described under 
Preparations, In paragraph (b)(2)(ii)(B) of 
this section, for chemical substances 
which ionize or protonnfe. to an aliquot 
of the acetonitrile solution. Do not 
exceed one volume-percent of 
acetonitrile in the final solution. Place 
the reaction solution in the appropriate 
photolysis reaction tubes as described 
in paragraph (b)(2J(i)(A) of this section. 

(B) Preparation of buffer solutions. 
Prepare buffer solutions according to the 
procedures outlined in paragraph 
(b)(l)(i) of this section using reagent 
grade chemicals and pure water as 
described under Test Conditions, in 
paragraph (b)(2)(i)[B) of this section. 

(C) Preparation of actinometer 

- solution . (7) Using the test chemical 
photolysis rate constant, k/. determined 
in Tier 2. Phase 1. and the voriable k/ 
listed in Table 2 under paragraph (c)(3) 
of this section, the molar concentration 
of pyridine needed to adjust the rate of 
disappearance of p-nitroacetophenone 
(PNAP) to match the rate of 
disappearance of the test chemical can 
be obtained from equation 11 under 
paragraph (b)(2)fi)(H)(2) of this section. 
The variable k/ (=-Xca*La) is equal to 
the day-average rate constant for 
sunlight absorption by PNAP which 
changes with season and latitude. The 
value of k/ is selected from Table 2 
under paragraph (c)(3) of this section for 
the season nearest the mid-experiment 
date of the Tier 2. Phase 1, studies and 
the decadic latitude nearest the latitude 
of the experimental site. 

(2) Once the molar concentration of 
pyridine |PYR| has been determined, an 
actinometer solution can be proposed as 
follows. Dissolve 0.165 gm. of PNAP in 
100 mL of acetonitrile (0.01 M). Add 1 
ml. of this solution to u one liter 
volumetric flask. Add to the volumetric 
flask the moss in grams, or the volume 
(V) of pyridine ut 20" C. obtained from 
the equations 
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Equation 14 

ma»s(grams)”79.1 |PYR| 

V|mL|=80 6|PYR). 

Fill the volumetric flask with pure water 
in paragraph (b)(2)(i)(B) of this section 
to give 1 liter of solution and shake 
vigorously to make sure that the solution 
is homogeneous. The PNAP/PYR 
solution should be wrapped with 
aluminum foil and kept from bright light. 

(iii) Performance of the to/5—(A) 
Phase 1 experiments. (/) For all 
experiments, prepare an aqueous 
solution of the chemical substance, as 
described in paragraph (b)(2)(ii)(AJ of 
this section, and a sufficient number of 
samples in quartz or borosilicate glass 
tubes to perform all the required tests. 
Fill the tubes as completely as possible 
and seal them. Prepare two control 
samples in the absence of ultraviolet 
light and totally exclude light by 
wrapping the tubes with aluminum foil 
or by other suitable methods. These 
samples are analyzed for the chemical 
substance immediately after completion 
of the experiment to measure the loss of 
chemical in the absence of light. Place 
the samples, including the controls, 
outdoors in an area free of shade and 
reflections of sunlight from windows 
and buildings. Place the samples on a 
black, nonreflective background and 
inclined at approximately 30* from the 
horizontal with upper end pointing due 
north (in the northern hemisphere). 
Conduct the photolysis experiments 
during a frost-free time of year (e.g.. 

May. June. July, August, or September in 
the northern hemisphere—weather 
permitting) and start the experiments 
initially at noon (1.200 hours). Record 
the date and time the experiment was 
begun, the date and time completed, the 
time of sunrise and sunset on all days 
when photolysis experiments were 
performed, the times exposure was 
stopped and restarted for intermittent 
exposure, the weather conditions during 
the period, and the latitude of the site. 
For chemical substances that ionize or 
protonatc. carry out photolysis 
experiments at the required pHs as 
described under Test Conditions under 
paragraph (b)(2)(i)(D) of this section. 

(2) If a significant loss of test chemical 
has occurred in the control samples, 
determine the cause and eliminate or 
minimize the loss. If hydrolysis is found 
to be significant, hydrolysis studies 
should be carried out first under 
paragraph (b)(2)(i)(F) of this section. 

(J) Use one of the following 
procedures, depending on how fast the 
chemical substance photolyzes. 

(i) Procedure 7. If the chemical 
substance transforms 50 to 80 percent 
within 28 days, measure the 


concentration of the chemical substance, 
in duplicate, at time t^o and 
periodically (at least four data points at 
approximately equal time intervals) at 
noon (1200 hours) until at least 50 
percent of the substance has been 
consumed. As a simplification, the 
sampling times can be estimated as the 
photolysis experiments progress. 
Determine the concentration of test 
chemical from two. freshly opened, 
reaction tubes for each time point. 
Determine the concentration in each of 
the two control solutions as soon as the 
photolysis experiments are completed. 

Ui] Procedure 2. If the chemical 
substance transforms in the range of 20 
to 50 percent in 28 days, determine the 
concentration of the chemical substance, 
in duplicate, at time t=0. Determine the 
concentration of the chemical in the two 
separate reaction tubes and the two 
control tubes after 28 days of photolysis. 

(//#) Procedure 3. For chemical 
substances that transform in sunlight 
50-80 percent within one or two days, 
place the samples outside at noon (1200 
hours) and analyze two samples for the 
concentration of the chemical substance 
at t = 0. and in two, freshly opened, 
reaction tubes at noon (1200 hours) the 
next day. and again, in two, freshly 
opened, reaction tubes at noon (1200 
hours) the second day. Determine the 
concentration of the test chemical in 
each of the two control solutions after 
the first day of photolysis and as soon 
as the photolysis experiments have been 
completed on the second day. 

(#V) Analytical methodology . Select an 
analytical method which is most 
applicable to the analysis of the specific 
chemical being tested under paragraph 
(b)(2)(i)(K) of this section. 

(B) Phase 2 experiments . (1) Using the 
test chemical photolysis rate constant. 
kV determined in Tier 2, Phase 1. 
prepare an actinometer solution, as 
described in paragraph (b)(2)(ii)(C) of 
this section and a sufficient number of 
samples in quartz tubes to perform all 
the required tests. Fill all the tubes as 
completely as possible, seal them, and 
cover them with aluminum foil as soon 
as possible after preparation. Prepare an 
aqueous solution of test chemical, as 
described in paragraph (b)(2)(ii)(A) of 
this section, and a sufficient number of 
samples in quartz or borosilicate tubes 
to perform all the required tests. Fill 
these tubes as completely as possible, 
seal them, and cover them with 
aluminum foil us soon as possible after 
preparation. Place all the samples 
outdoors in an area free of shade and 
reflections of sunlight from windows 
and buildings. Place the samples on a 
black, nonreflective background and 
inclined at approximately 30* from the 


horizontal with the upper end pointing 
due north (in the northern hemisphere). 
Remove the foil from all samples except 
for the test chemical control solutions 
and the actinometer control solutions at 
noon (1200 hours). Based on the results 
of the Phase 1 experiments, determine 
the concentration of test chemical and 
actinometer (PNAP). in triplicate, at time 
t-0 and periodically (at least five data 
points at approximately equal time 
intervals). Determine the concentration 
of PNAP in the three actinometer control 
solutions and the concentration of test 
chemical in the three control solutions 
for each time point. 

(2) Select an analytical method which 
is most applicable to the analysis of the 
specific chemical tested, in paragraph 
(b)(2)(i)(K) of this section and follow the 
procedure given in paragraph (b)(2)(i)(K) 
of this section for the analysis of PNAP 

(c) Data and reporting—{ 1) Tier 1 
Test’ UV- Visible Absorption Spectra— 
Estimation of Aqueous Photolysis 
Maximum Rate Constant and Minimum 
Half-Life in Sunlight —(i) Treatment of 
results. (A) The molar absorptivity con 
he determined from the absorption 
spectra using the expression. 

Equation IS 
Aa/CL, 

where Ax is the absorbance at 
wavelength a. C is the molar 
concentration of test chemical, and I is 
the cell pathlength in centimeters. The 
molar absorptivity of the chemical 
should be determined for the 
wavelengths listed in Table 1 under 
paragraph (c)(3) of this section for a 
solution of concentration C and in a cell 
with pathlength. /. If the absorption 
curve is flat within the interval around 
the wavelength xcenter. €x may be 
determined from the absorbance Aa at 
xcenter using equation 15. If a large 
change in absorbance occurs within this 
interval obtain an average absorbance 
Ax at ^center based on the absorbances 
at the two boundaries of the interval 
Calculate an average ix using the 
average value of Ax in equation 15. 
Determine the molar absorptivity for 
each replicate and calculate a mean 
value. 

(B) Using the molar absorptivities 
obtained from the spectra and the 
values of the Lx from Tables 3 to 0 und»-r 
paragraph (c)(3) of this section, the 
maximum rate constant (k^W can 1* 
calculated at a specific latitude and 
season of the year using equation 7 
under paragraph (a)(3)(v) of this section. 
The minimum half-life, (ti /sg) «»*- can 
then be calculated using this (k, f )m*. l! 
equation 8 under paragraph (a)(3)(v) of 
this section. 
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(C) Two hypothetical examples ore 
presented in paragraph (cH4)(i) of this 
section to illustrate how the test data 
obtained in the first-tier screening test 
can be used. 

(ii) Test data report (A) Submit the 
original chart, or photocopy, containing 
a plot of absorbance of test chemical vs. 
wavelength plus the baseline. Spectra 
should include a readable wavelength 
scale, preferably marked at 10 nm 
intervals. Each spectrum should be 
clearly marked with the test conditions. 

(B) Report the concentration of the 
test chemical solution, the type of 
absorption cell used [quartz or 
borosilicate glass) and the pathlength. 

(C) Report Aa and <a at xcenter for 
each replicate and the mean value. 

[DJ Report (kp*),^. and [t, /isL* for 
the summer and winter solstices using 
the appropriate Lx values from Tables 3- 
6 closest to the latitude of the chemical 
manufacturing site. 

(E) Report the identity and 
compositon of the solvent used in the 
spectral absorption study. 

(F) For ionizable chemicals, rcpoit its 
pK*. Report the type and concentration 
of the buflers employed for each pH. 
Report the pi ts in which the photolysis 
experiments were carried out. 

(G) Describe the method employed in 
determining the test chemicals 
concentration. 

(H) Report the name, structure, and 
purity of the test chemical. 

(I) Submit a recent test spectrum on 
appropriate reference chemicals for 
photometric and wavelength accuracy. 

(i) Report the name and model of the 
spectrophotometer used. 

(K) Report the various control settings 
employed with the spectrophotometer. 
These might include scan speed, slit 
width, gain, etc. 

|2) Tier 2 Test: Aqueous Photolysis in 
Sunlight —(i) Phase 1 experiments —(A) 
Treatment of results. (1) If a small loss 
of test substance in the control tubes 
has occurred, use this data to make 
corrections to the measured photolysis 
rate in paragraph (b)(2)(i)(F) of this 
section. Note the site of photolysis and 
its latitude and the weather conditions. 
For procedures 1 and 2 note the dates 
and times of actual exposure including 
times of sunrise and sunset and, in case 
the cells are moved to prevent freezing 
or for other reasons, make sure that 
these times are recorded and that the 
ceih are kept in a dark place when 
exposure is not in progress. 

W j] or chemical substances which 
transform 50 to 00 percent within 28 
days, use a concentration Q. which 
corresponds to less than 50 percent of 
the initial conccn trot ion of chemical 
substance remaining, and the 


corresponding time U in days, along with 
the initial molar concentration in 
Equation 5 to calculate k„ in days* 1 . 
From the analysis of the two samples at 
time 1=0 and I. calculate a mean value 
of C* and Q. respectively, and a value of 
k p . If a slight loss of chemicol has been 
detected in the controls, then calculate a 
rate constant as follows. Calculate an 
average concentration based on the 
duplicate measurements of 
concentration in the controls. Use this 
concentration along with the average 
initial concentration in Equation 5 and 
calculate a rate constant k^,.. Using this 
rate constant along with the observed 
rate constant, the corrected rate 
constant is then 

Equation 16 
k# = (1»W ■ k^. 

Calculate the half-life. t» using the 
corrected kp value in Equation 6 under 
paragraph (a)(3)[iv) of this section. 

(/V) For chemical substances which 
transform 20-50 percent in 28 days, use 
the mean concentration Ct remaining at 
1 = 28 days along with the mean value of 
Ge to calculate k p . Use the same 
procedure as described above to 
calculate the value of k» and t» If less 
than 20 percent of the chemical 
substance degrades in 28 days, report 
the mean concentration of Q and Co* In 
this case the apparent half-life is 
reported as greater than 3 months. 

[Hi] For chemical substances which 
transform 50 percent or more in the first 
day. as described in procedure 3. 
calculate a full day k p value using the 
mean concentration C x of chemical 
substance remaining at noon (1200 
hours] after the first day along with the 
mean value of Q, using Equation 5 under 
paragraph (a)(3)(iv) of this section. For 
chemical substances which degrade less 
than 50 percent at noon (1200 hours) 
after the first day but 50 percent or more 
at noun (1200 hours) the second day. 
calculate k» using the mean 
concentration of chemical substances 
remaining at noon (1200 hours) the 
second day. Calculate the halMife, Uii. 
using the mean value of k p in Equation 6 
under paragraph (a)(3)(iv) of this 
section. If a small loss of test substance 
in the control tubes has occurred, use 
this data to make corrections to the 
measured photolysis rate as described. 
Note the dates of photolysis, the 
latitude, and the site. 

(2) A hypothetical example is 
presented in paragraph (c)(4)(ii) of this 
section, to illustrate how the test data 
obtained in the Tier 2. Phase 1. test 
method can be used. 

|B) Specific analytical and recovery r 
procedures . (/) Provide a detailed 
description or reference for the 


analytical procedures used, including 
the calibration data and precision. 

(2) If extraction methods were used to 
separate the solute from the aqueous 
solution, provide a description of the 
extraction method as well as the 
recovery data. 

(C) Other test conditions. (7) Report 
the size, approximate cell wall 
thickness, and type of glass used for the 
reaction tubes. 

[2] Report the initial pH of all test 
solutions, if appropriate. 

(J) For all procedures, report the dates 
of photolysis, the time of sunrise and 
sunset on each photolysis day, the site 
of photolysis and its latitude, and the 
weather conditions. For Procedures 1 
and 2 submit the dates and times of 
actual exposure, and the duration of 
exposure, and, for intermittent exposure, 
the fraction of each day during which 
photolysis occurred. 

(4) If acetonitrile was used to 
solubilize the test substance, report the 
percent, by volume. 

(5) If a significant loss of test chemical 
occurred in the control solution, indicate 
the causes and how they were 
eliminated or minimized. 

(D) Test dole report. (7) For each 
photolysis experiment, report: 

(/) n>e initial molar concentration of 
test chemical (C c ) of each replicate and 
the mean value. 

{ii) The? molar concentration of test 
chemical for each replicate and the 
mean value for each time point L 

(///) The molar concentration of each 
replicate control sample and the mean 
value after completion of the photolysis 
experiments. 

12) For procedure 1.2, or 3. report the 
value of If small losses of chemical 
are observ ed, report (kp)**.. k^ and kp. 
Report the half-life (t* /*) calculated 
using the value of kp. 

(ii) Phase 2 experiments. —(A) 
Treatment of results. (/) The objectives 
of this set of experiments is to determine 
the sunlight reaction quantum yield. 
for a specific lest chemical. <& r E can be 
calculated using equation 10 under 
paragraph (a)(3)(vii) of this section. 

k'p I<\U 

♦'.=*“- 


hy the following steps: 

I#) Determine the ratio of the rate 
constants, k%/k*p. as described in 
paragraph (b)(2)(i|(H) of this section 
using Equation 12. If a slight loss of test 
chemical or actinometer (FNAF) was 
detected in the controls at any time I. 
then employ the following procedure 
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Consider, as an example, the loss of test 
chemical in the control at time t. Using 
the average concentration of the test 
chemical in the controls from the 
replicates at time t and the average 
initial concentration, calculate InfC^/Ctf 
to*. Using the average concentration of 
test chemical from the replicates after 
photolysis time t. calculate InfCX./CtTo*. 
The corrected term is then 

Eqixitum !7 

tn(Q,/C\- WCJC,^. 

The same procedure can be applied to 
obtain a corrected term from the 
actinometer (PNAP). Using the corrected 
terms for test chemical and/or 
actinometer in equation 12 under 
paragraph (b)(2)(i)(H)(3) of this section, 
determine the ratio of the rate constants 
(k%/k%) as described in paragraph 

(b) (2){l)(H) of this section. 

(//) Determine the quantum yield of 
the actinometer. 4>" c . using equation 9 
and the molar concentration of pyridine 
(PYR) present in the actinometer 

(mj Determine the value of Z< c aLa for 
the test chemical as follows: the molar 
absorptivities. c*a. have been determined 
by the procedure given in paragraph 
(bl(l J of this section and the results have 
been tabulated according to paragraph 

(c) (1)(b) of this section. Choose the 
appropriate La values (Tables 3 to 8 
under paragraph (c)(3) of this section) 
that correspond to the season closest to 
the season in which the Phase 2 
experiments were performed and to the 
latitude nearest the latitude of the 
experimental site. Calculate the product 
of and La for each wavelength 
interval where ca has a nonzero value. 
Sum the products of cVLx over all 
wavelength intervals. 

(/V) Determine the value of lu m Lx. for 
the actinometer. as follows: These 
values have been calculated and are 
given in Table 2 under paragraph (c)(3) 
of this section. Choose the appropriate 
value that corresponds to the season 
closest to the season in which the Phase 
2 experiments were performed and to 
the latitude nearest the latitude of the 
experimental site. 

(v) Substitute the values of k%/k f „. 

<f>V £«*aLa. and Zc*aLa in Equation 10 
under paragraph (a)(3)(iii) of this section 
and calculate <fr c E . the quantum yield of 
the test chemical in the environment 
(i.e.. in sunlight). 

(2) Once <J> C C has been determined, 
equation 4 under paragraph (a)(3)(iii) of 
this section can be used to calculate k** 
at any season of the year and latitude 
using the measured values of the molar 
absorptivities. €*x. and the appropriate 
IsK values (Tables 3 to 6 under paragraph 
(c)(3) of this section). The halMife can 


then be calculated using k** in Equation 
2 under paragraph (a)(3)(ii) of this 
section. 

(J) A hypothetical example is 
presented in paragraph (c)(4)(iii) of this 
section, to illustrate how the test data 
obtained in the Tier 2. Phase 1. test 
method can be used. 

(B) Other test conditions. (/) Report 
the size, approximate cell wall 
thickness, and type of glass used for 
tubes to hold the test chemical and 
actinometer solutions. 

(2) Report the initial pH of all test 
chemical solutions, if appropriate, and 
the type and concentration of the buffers 
employed for each pH. 

(3) If acetonitrile was used to 
solubilize the test chemical, report the 
percent, by volume, of the acetonitrile, 
which was used. 

(4) If significant loss of test chemical 
occurred in the control solution, indicate 
the causes and how they were 
eliminated or minimized. 

(C) Test data report. (/) Report the 
initial molar concentration of chemical 
(C 0 ) of each replicate and the mean 
value. 

[2) Report the initial molar 
concentration of PNAP and the molar 
concentration of pyridine used in the 
actinometer. 

p) Report the time and date the 
sunlight photolysis experiments were 
started, the time and date the 
experiments were completed and the 
elapsed photolysis time in days. 

(4) For each time point, report the 
three separate values for the molar 
concentration of test chemical and 
PNAP and the mean values. 

(5) For each time point, report the 
three separate values of the molar 
concentration of test chemical and 
PNAP for the controls and the mean 
values. 

(5) Tabulate and report the following 
data: t. InfCa/Ctp. and ln(Co/Ct)*. From 
the linear regression analysis, report the 
ratio of the rate constants. k//k p *. and 
the correlation coefficient. 

(7) If loss of test chemical and/or 
actinometer was observed during 
photolysis, then report the data ln(Co/ 
Qlwr • In(C©/Ct)**••, InJCo/CJig** for the 
test chemical and/or actinometer at 
each time t. From the linear regression 
analysis of b^Cp/Cd^r,. and ln(Cp/ 
CiVcott ♦ report the ratio of the rate 
constants, k # */k/ and the correlation 
coefficient, 

(#) Report the reaction quantum yield 
of the actinometer M>V). 

(P) Report the value of k # * for the 
actinometer corresponding to the season 
closest to the season in which the 
photolysis experiments were carried out 


and to the latitude nearest the latitude 
of the experimental site. 

[tO] Tabulate the values of Xcenter. 
<* r . La. and *a*1a for the test chemical 
corresponding to the season closest to 
the season in which the photolysis 
experiments were carried out and to the 
latitude nearest the latitude of the 
experimental site. 

(77) Report the value —2 cM*a for the 
test chemical from step 10. 

(12) Report the reaction quantum yield 
of the test chemical. 

(73) Report k pe and ti for the 
summer and winter seasons using the 
appropriate La values from Tables 3-6 
under paragraph (c)(3) of this section 
closest to the latitude of the chemical 
manufacturing site. 

(74) For chemicals that ioniz.c. report 
the data for steps 1-13 for the 
experiments at the required pHs. 

(3) Tables of solar irradianco and 
related tables. 

Table Wavelength Center and 
Intervals for U 


A oonter (nro) 

InVrvi# Crom 

Rang* lo 

|nmj 

AX(nm) 

297 5 

2962 

298 7 

25 

3000 

2987 

301.2 

25 

302.5 

301-2 

3007 

25 

3050 

3037 

3062 

25 

307 5 

3062 

30*7 

2-5 

3100 

30*7 

311.2 

25 

3125 

311.2 

313 7 

25 

3150 

3137 

3162 

25 

3lT5 

31*2 

31*7 

25 

3200 

31*7 

3212 

25 

3231 

3212 

3250 

38 

3300 

325 0 

3360 

100 

3400 

3350 

3450 

100 

350 

3450 

3550 

100 

360 

3550 

3*50 

100 

370 

3650 

3750 

too 

3*0 

3750 

365 0 

too 

390 

3*50 

3960 

100 

400 

3950 

4060 

too 

410 

4050 

4150 

100 

420 

4150 

425 0 

100 

430 

4250 

4350 

too 

440 

4350 

445 0 

too 

450 

445 0 

455 0 

too 

400 

455 0 

4*50 

100 

470 

4650 

47*0 

100 

4*0 

47*0 

4*50 

too 

490 

4850 

4950 

100 

500 

4950 

505 0 

100 

525 

5125 

5375 

25 

550 

5375 

5625 

25 

575 

5*25 

5*7 5 

25 

600 

5*7.5 

6*25 

25 

*25 

6125 

637 5 

25 

650 

6375 

*62 5 

25 

*75 

6*25 

8*75 

25 

700 

687.5 

712 5 

25 

750 

7250 

775 0 

50 

*00 

7750 

*260 

50 


Table 2—Day Averageo Rate Constant 

(K*J* FOR SUNUGHT ABSORPTION BY PNAP 

as a Function of Season and Decadk: 
Latitude 


UKud* 

<dcgi©*» 

ntKtru 



Fat 


W rA* 


20 515 

30 4*3 


551 

551 


400 

333 


yn 

233 
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Table 2—Day Averaged Rate Constant 
(k\)» for Sunlight Absorption by PNAP 
as a Function of Season and Decadic 
Latitude—C ontinued 


Tabes 4—U Values for Latitude 30* 
N. 1 * 1 —Continued 


l «(%**• 
Ww7**» 

north) 

Season 

Spmg 

Summer 

Fa 

WwUm 

40 

SO 

431 

362 

532 

496 

245 

154 

139 

64 


• centra 
<nm| 

Spnng 

Summer 

Fen 

WWtira 

2976 

1 104 4) 

1621 4) 

7 771-6) 

3 7l< 5) 

3000 

40*4) 

5261-4) 

2961-4) 

1.624 4) 

302 5 

1 iOf-35 

13* 3) 

6211-4) 

49* 4) 

3050 

2 371-3) 

2794-3) 

17* 3) 

1171-3) 

30’5 

4 24(-3) 

49* 3) 

J24(-3) 

2254 3) 

3100 

68* 3) 

7 4* 3) 

51* 3) 

3721 3) 

312.5 

9 4* 3) 

104< 7) 

7 3* - 3) 

5.471-3) 

3150 

1 24( 2) 

13*2) 

96* 3) 

7 404 3) 

3175 

1541-2) 

1«H 2) 

12H 2) 

9364 3) 

3200 

1621 7) 

19* 2) 

1441 7) 

1 13( 2) 

3231 

12* 2) 

3 4* - 2) 

2 6* 21 

204J 2) 

3300 

1 10C 1) 

1 17( 1) 

0754-2) 

7 0* - 2) 

340 0 

1 374 1) 

14* - 1) 

1 104-1) 

90* 2) 

3500 

15* -1) 

1WX 1) 

1221 1) 

101( 1) 

3600 

187(-1) 

1 7* -1) 


» 1*-1> 

370 0 

17*-!) 

10* 1) 

14*-1) 

1211 -1) 

3600 

1094-1) 

2.004 - 1) 

1 5*-1) 


3900 

1 7* -1) 

1 0* - 1) 

14*-!) 

1224 1) 

400 0 

257<-1) 

2 711 - 1) 

20*-1) 

1 754-1) 

4100 

33* -1) 

3 57< 1) 

2 7*-1) 

2311 1) 

4200 

3 47( I) 

367<-1) 

28* 1) 

2361-1) 

4300 

33*-1| 

3 54( 1) 

2 741-1) 

2304 1) 

4400 


4 1* -1) 

32*- 1) 

27* 1) 

450 0 

4 4* -1) 

4 7* 1) 

36* 1) 

3071-1) 

4600 

45d i) 

4 7* 1) 

3 7* 1) 

3111 • 1) 

470.0 

4661-1) 

4 911-1) 

3 0* - 1) 

3221-1) 

4600 

4 761 -11 

5 031-T) 

3924-1) 

3211-1) 

490.0 

4 5* 1) 

4 m 1) 

3 721 1) 

21* -1) 

5000 

4 5* 1) 

40* . 1) 

3 001-1) 

3201 -1) 

5250 

121 

126 

100 

04* 1) 

5600 

1 26 

133 

105 

06*-1) 

5750 

127 

135 

106 

• 9* 1) 

600 0 

129 

136 

107 

9051-1) 

6250 

1*1 

137 

100 

9 154- 1) 

6500 

130 

130 

109 

9241 1) 

6750 

130 

13« 

109 

927( -1) 

7000 

129 

136 

106 

9211-1) 

7500 

248 

262 

2.00 

1.70 

6000 

230 

251 

200 

1.71 


4 Un#t O* l. ere TO * ramtrane cm ' day Mu-**raton 
1 !-** ir *» * •*** cm * pvoft rate oonetents m 

0* <Ny * 

nunlw in the crams n perentfNt* • »n 
ollan ♦>. «*k* INI ftrtt ruNwr » r mOpfcnd 
* Bee*) on *n GC SOLAR program. 

T*bie 4—L» Values fob Latitude 30* N.'»» 


Sowing 


797 5 
JOG 0 
*B5 
»50 
3075 
3100 
3125 
3150 
3175 
320.0 
323 I 
3300 
3400 
3X0 
1600 
3700 
3600 
3000 
4000 
4100 
4200 
430 0 
4400 


5 7 * 5 ) 
2501 4) 

7 6*-4) 
1701-3) 
3 431 3, 
5641-3) 

8 27( - 3) 
T121-2) 
141(^2) 
1 704-2) 
304(-2) 
T0*-1> 
1»(-1) 
147(-1) 

1 73(-1) 
164<-1) 
1 74(-1) 
250C-1) 
3 29(-1| 
33^-1) 
3261-1) 
3 0N-1) 


Summer 


10* 4) 
411(^4) 
t 144-3> 

2 4* 3) 
4 4* 3) 
70*-3) 
1 00|-2) 
1321-2) 
1641-7) 
10* -2) 

3 46( - 2) 
1 1®(- 1) 
1-461 -1) 
1*X-1) 

1 804-13 
1»1(-1) 

2 04(1) 

1 931-1) 

2 77( 1) 
S64(-1) 

3 74(-1) 
3B1(-1) 
42N-1) 


316( 5) 
146( 4) 
464< 4) 
1121 31 
M*-3) 
S67( 3) 

5 4* 3) 

7.4* - 3) 

94* -3) 

UN-2) 

2.07< ?) 
7-2*-2) 
92* 2) 
1 034 11 
11* 1) 
124| 
13* 
12* 
17* 
23* 
24* 
23* 
27* 


67*. 6) 
4 2*-5) 
17R-4) 
4 9* 4) 
1111-31 

204<-* 

3 2*- 3) 

4 6* 3) 
02U-3) 
77*-3) 
1 434-2) 


•*\-lr*„U mdey ' 

Table 3—U Values for Latitude 20* hi * * * 


LceftKr 

Iran) 

Spnng 

Summer 

. Fa 

MAN* 

4500 

4344-1) 

4 7* 1) 

3M< ij 

23* 1) 

4600 

4 3* 1) 

46* 1) 

31* 1) 

24* 1) 

470 0 

4 54( 1) 

S0M-1) 

3 3* 1) 

25M 1) 

4800 

4 8* - 1) 

51* 1) 

3 38( -1) 

26* D 

490 0 

44* 1) 

4 0* -1) 

3KX-1) 

2 441 1) 

5000 

4 4* 1) 

4 9* 1) 

3L27( 1) 

2504-1) 

525 0 

1 10 

131 

067( -1) 

6611 1) 

550 0 

123 

1 36 

9001-1) 

667( 1) 

575 0 

124 

137 

9111-1) 

6934 1) 

600 0 

125 

1 30 

9241 -1) 

704( 1) 

6250 

126 

. 139 

9341 1) 

7i* 1) 

6500 

127 

140 

94*-1) 

727( 1) 

675 0 

126 

1 40 

94* 1) 

732< 1) 

7000 

127 

139 

9 4* 1) 

73i( D 

7500 

244 

207 

182 

141 

0000 

234 

267 

175 

137 


1 Urals o# U nra 10 » a v m ra cm * day • *Aifnp*rat>on 
oi U by « k m unrts 04 molar 1 cm 1 grata rata constants w\ 
un4» o# day » 

• The second numb* W ftN columns ai psramtrtos* is IN) 
pciwnr ol tarn by »r*ch iNr ftral number t» nMl|*ed 

* Beeod on the GC SOLAR program 

Table 5—La Values for Latitude 40* N* * * 


.center 

|nm) 

Seeing 

Summer 

Fa 

Writer 

297 5 

1651-5) 

6i7<-5) 

7 831 6) 

5 4* - 7) 

300 0 

10* 4) 

2 704-4) 

47* 5) 

51* 6) 

3025 

3 9* -4) 

6X1-4) 

18* 4) 

3 021-5) 

3050 

1 0* -3) 

1ft* -3) 

S40(-4) 

11* 4) 

307 5 

234<-3) 

3744-3) 

1 m 31 

3 3*-4) 

3100 

4171 * 

• 17(- 3) 

21* 3) 

75* 4) 

312 5 

8 51( 3) 

907C-* 

3471-3) 

13* 3) 

3150 

9 1* 2) 

12*2) 

4 97(-3) 

2221-3) 

3175 

120# 2) 

IS* 2) 

0571 3) 

3 1* 3) 

3200 

1 404-21 

16>( 2) 

81*-3) 

42*-3l) 

323 1 

Z71( 2) 

33*2) 

1511-2) 

02* 3) 

3X0 

95*2) 

U6C-I) 

5441.2) 

3 1* 2) 

3400 

12* 1) 

1 4* -1) 

7 0* -2) 

4311-2) 

3X0 

137(-1) 

1 624 -1) 

0041.2) 

49*-2> 

3600 

1521 1) 

1 7* 1) 

9021-2) 

5 6* - 2) 

3700 

16* 1) 

19M-1) 

9 771 -2) 

6 221 7) 

3000 

17* 1) 

204# -1) 

10*-1| 

67*-2) 

3900 

1-641 1) 

19**1) 

9 0* -2) 

6331-2) 

4000 

2 3* -1) 

2 7* 1) 

1421-1) 

0111-2) 

41(\0 

3 1* 1) 

3644-1) 

1071-1) 

12*-1) 

421 0 

31* 1) 

9 Ml n 

1931-1) 

1-2* — 1) 

4X0 

30* 1) 

3 611-1) 

1071-I) 

1201-1) 

4400 

36* 1) 

42* 1) 

2221 1) 

14*-1) 

4X0 

4114-1) 

40* D 

2 51(-1) 

16H-1) 

460 0 

4 1* 1) 

4«* 1) 

2 54( - 1) 

1641-1) 

470 0 

43* 1) 

5024 D 

283(- 1) 

1601-1) 

4800 

44* 1) 

5 141 1) 

2/*-1) 

174(-1) 

4X0 

4 1* 1) 

40* 1) 

2 5* -1) 

16*-1) 

5000 

42* 1) 

4 9* 1) 

2621-1) 

16*-1) 

5250 

1 12 

131 

6931-1) 

4 4* - 1) 

5500 

1 16 

IX 

7 21(-1) 

4 6M-1) 

5750 

1 17 

137 

7221-1) 

4 611-1) 

6000 

1 16 

1 » 

70*-1| 

4 8* -1) 

6250 

120 

140 

75CK-1) 

4621-1) 

6X0 

121 

141 

7 621.1) 

4 9*-1) 

075 0 

122 

1.41 

76* -1) 

50* 1) 

700 0 

131 

1 40 


50* - 1) 

7X0 

233 

269 

f 40 

9 841-1) 

0000 

225 

. J 

2 X 

143 

95*-1) 


1 Urals d U er* io • mtons cm ' day _I_ 

d La r A -n tfyj urat* d mdar • cm ' grass ihs rale constant 
summddsy V 

• That second "umber a) on columns m pemntfNra* « On 
porara d no by when ITN fast mjmtora • mufepted 

* Based on On GC SOLAR program 

Table S—L a Values for Latitude 50* N. 1 * * 


5 171-2) 

6 7* 2) 

7 0* -2) 

Xcentra 

Iran) 

Spra>g 

Summer 

Fa • 

Winter 

0601-2) 

0311-2) 

297 5 

3 61< 61 

2d* 5) 

95* -7) 

5 47(-6) 

1011-1) 

3000 

30* - 5) 

15*-4) 

027< 6) 

4 171-7) 

93*-2) 

3025 

1541-4) 

5 331 -4) 

4 471-5) 

2621-6) 

T3*-1) 

3050 

5241-4) 

13*-3) 

1631.41 

1341-5) 

17*-1) 

X7 0 

1321-31 

28* 3) 

4 3* - 4) 

5141-5) 

1B41-1) 

3100 

28* -3) 

50* -3) 

03* -4) 

14*-4) 

1 7* -1| 

3125 

45* 3) 

7 7*-3) 

16* 3) 

34*,4) 

2T21- 1) 

3150 

6621-3) 

• TO* 2) 

2 5* -31 

6521-4) 


Table 8—L* Values for latitude 50* 
N. 1 * Continued 


Acentra 

(ran) 

Sprmg 

Summer 

Fafl 

Wuntra 

3175 

934# 3) 

14* 2) 

3641 3) 

10/1 

2) 

3200 

1 1* 2) 

1.711 2) 

4 7* 3) 

1.57( 

0) 

3231 

22* 2) 

3121 2) 

9 1* 3) 

33* 

3) 

3X0 

02* 2) 

11*-!) 

3 4* 2) 

» 4* 

2) 

3400 

TO*- 1) 

14011) 

4 71( 2) 

2*21 

21 

3500 

1221 2) 

1671-1) 

64* 2) t 2 531 

2) 

3000 

13* i) 

1 741 1) 

6 1* 2) 

2X1 


3700 

1471 1) 

10*-1> 

67* 2| 

3X1 

« 

3800 

tS7<-1) 

!9*-1) 

7 371 2) 

36* 

2) 

3X0 

1 46< 1) 

1071 1) 

6 6* 2) 

34* 

?) 

4000 

2»21 1) 

26* 1) 

990# 2) 

49* 

2) 

4100 

2*X 1) 

3 5* 1) 

13M 1) 

6 541 

2) 

4X0 

2ft* D 

36* 1) 

13* 1) 

0 711 

2) 

4X0 

27*-l) 


1-311 1) 

04f| 

2! 

440 0 

3 3l|-t) 

4 171 1) 

1551-1) 

78* 

2) 

4X0 

3731 1) 

46* 1) 

1.7*-1) 

0 621 

2) 

4600 

3 7* -1) 

4 7* 1) 

1 7* 1) 

8 741 

2> 

470 0 

3*X 1) 

4 611 1) 

1641-1) 

.89* 

2) 

4800 

40* 1) 

5031 -1) 

ie* i) 

91* 

2) 

4X0 

37*-1) 

4 7* 1) 

1 7* 1) 

6021 

7\ 

5000 

30* 1) 

4 6* - 1) 

1031-1) 

• 771 * 

2) 

5250 

101 

126 

4 04( - 1) 

22* 

1) 

5X0 

106 

133 

50* 1) 

23t* 

1) 

5750 

105 

144 

504| 1) 

22* 

«) 

600 0 

106 

135 

51* 1) 

2 321 

1) 

6250 

106 

t.37 

52* - 1) 

2421 

*) 

8500 

110 

1» 

5 3* 1) 

2 534 

1) 

6750 

1.11 

139 

547| 1) 

2 611 

1) 

7000 

1 11 

IX 

5 4* 1) 

26* 

1) 

7X0 

215 

206 

207 

5221 

1) 

000 0 

206 

257 

104 

SH( 

1) 


* UraH d L are to ‘ raretrans cm * day * Muinp cangn 
d La 5r <* n in unci d moe* cm ' graas On n»*« 
cormsm in uran d day • 

* The second numcar m me columns m po'enilm** *♦ the 
perarar d ton by «rf<n tha Ns* nm**r « muitpieo 

* b«Md on tN GC SOLAR program 

(4) Examples of application of 
methodology—(i) Tter l Test: UV- 
Visible Absorption Spectra—Estimation 
of Aqueous Photolysis Rate Constant 
and Minimum Half life in Sunlight—(A) 
Illustrative Example 1 A neutral 
organic chemical A was dissolved in 
water at a concentration of 1.00 X 10~* 
M. UV-visible absorption spectra were 
obtained in a 10.0 cm quartz absorption 
cell and no absorbance was detected 
above the baseline in the region 290 nm 
and greater (i.e.. A* *= 0) for X >290 nm). 
Since A a = 0. then ca c ~0 (Equation 15). 
Using this result in Equation 7, it is 
found that (k^.) mal =0, indicating that 
no direct photolysis am take place in 
sunlight at any latitude or season of the 
year. This example illustrates the 
principle of the Crotthus-Drapcr law. the 
first law of photochemistry. That is. in 
order for direct photolysis to take place 
in sunlight, the chemical must absorb 
sunlight in the region A>290 nm. 

(B) Illustrative example 2. (11 
Consider a plant located in Columbus. 
Georgia on the Chattahoochee River 
which produces an organic chemical B 
which is not an acid or a base. The 
waste effluent passes through a primary 
and secondary treatment plant and is 
then discharged directly into the river. 
The plant produces chemical B 
continuously every day of the year. The 
plant is located at 32.5 s north latitude. 
Estimate the maximum sunlight direct 
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photolysis rate constant and the 
corresponding minimum half-life for this 
chemical in the river for the winter and 
summer seasons under clear skies 
[2\ I .afoonitOTy experiments, data, and 
calculations: (/) The water solubility of 
chemical B is 1.00 X 10 at 25 *C. • 
Chemical B was dissolved directly in 
water and a 1.00 X 10* 4 molar solution 
was prepared at 25 # C. The uv-visible 
absorption spectra were obtained 
according to the Tier 1 procedure in a 
10.0 an quartz absorption cell in 
duplicate. Using the wavelength interval 
range (from Table 1 under paragraph 
(c){3) of this section), the average 
absorbance of the duplicate runs at 
Xcenter was obtained and the results are 
summarized in the following Table 7: 

Table 7—Summary Of Photolysis Data for 
Chemical B 


Spectral Data 


A our** (rvfe 

As 


297 5 

1.0*4 

10*4 

3000 

1 434 

1434 

3025 

i*n 

1271 

30*0 

0*19 

91* 

3075 

0747 

747 

3100 

070* 

206 

3>2J 

0 IS* 

13* 

3150 

00*4 

34 

3175 

0057 

57 

3200 

9009 

9 

3731 

0007 

2 

3300 

0000 

0 


Photolysis Data 



Stfmrw 

**rfe» 

A r»nto9|«feil 

LV 

i 

L' 


797.5 

100( 4) 

0 16 

07* «) 

C01 

3000 

«11( «) 

050 

4 7X 5) 

00 $ 

3075 

HR-3) 

13* 

1-T1I-4) 

0.21 

3050 

246(3) 

226 

AS* 4) 

045 

»?S 

4451-3) 

330 

111( 3) 

OB? 

arcs 

702(-3) 

146 

*041-3) 

04f 

312-5 

1001-7) 

IX 

3-?*| 3) 

045 

3150 

1371 2) 

134 

4 69< 3J 

044 

317$ 

• 941 * 

0*4 

ent 3» 

035 

32CC 

IS* 2) 

0 t* 

7 7t( 31 

007 

3731 

34ft )-2) 

007 

1.43(2) 

000 

3300 

1 UN 1) 

000 

12 J0 

$17* 2) 

000 

331 


• T rm unci <* U ** m M> J mn mm m e*r * fe* * Tht 
MCCKt) nurrtx< r\ tto> Mtomm €\ * t*v* pow* of 

tor by iwtorh tw hnt fnprtm « mUtptod 


(//) From the above data and Equation 
15 under paragraph (c)(1Hi)(A) of this 
section, the average molar absorptivity 
is 

Equation IJ 

€m « mooAa, 

From tbe average Aa value at A center, 
the average molar absorptivity can be 
obtained from Equation 16 and the 
results are summarized in Table 7 under 
paragraph of «hi» 

section. Since the plant is located at 


32.5* north latitude, the closest Lx values 
are at 30* north latitude. These values 
are obtained from Table 4 under 
paragraph (c){3) of this section and arc 
summarized in Table 8 under paragraph 
(c)(4)( i)(B)(2)(/) of Ibis section for the 
bummer and winter seasons. Using the 
data from Table 7 under paragraph 
(c)(4)(B)(2)(/) of this section and 
Equations 7 and 8 under paragraph 
(n)(3)(v) of this section, the following 
results are obtained. 

Sijnw>cr 

13.0day' 1 

(ti n)»,, - 0.053 day 
Winter 

(X*]..* 14*1* r. X31 day' 1 

(•rnU -021 day 

Since the chemical transforms rapidly 
for the summer and winter seasons, it is 
necessary to carry out Tier 2 
experiments to more accurately define 
direct photolysis rates in aqueous media 
as a function of the season of the year. 

(ii) Tier 2 Phase J: Aquarius Photolysis 
in Sunlight—Illustrative Example 3. (A) 
Consider the same scenario as 
described in illustrative example 2. 
under paragraph (c)(4)(t)(B) of this 
section. Using the Tier 2, Phase 1 
Procedure, carry out experiments to 
estimate the rate of direct photolysis 
and half-life in aqueous solution in the 
spring for water bodies. 

(B) Photolysis experiments and 
calculations: Since chemical B absorbs 
appreciably below 340 nm. 11 mm i.d. 
quartz tubes were used (note: this tube 
has an approximate path length of 1 cm). 
Chemical B was dissolved directly in 
pure water and a 1.00 x 10“* molar 
solution was prepared at 25*C. Since the 
water solubility is 1.00 x 10'* M at 25*C. 
this sample solution was well below 
one-half its water solubility. The uv 
spectrum of this solution in a one cm 
absorption cel) indicated that Ax was 
less than 0.05 at 290 nm. Hence, under 
these conditions, first-order kinetics are 
applicable. 

(C) A series of quartz tubes were 
filled with this aqueous solution, sealed, 
and photolysis experiments were 
carried out in sunlight according to the 
appropriate procedure described in 
paragraph (b)(2)(iii)( A) of this section. 
The experiments were started at noon 
(1200 hours) on May 8.1982. The 
weather conditions are summarized for 
this period of time and the concentration 
data given represent the mean of 
duplicate determinations. 

(f) May 2,1982: at t = 0 (noon—1200 
hours) Co = 1.00 x 10** M. 

[2] May 2,1982: Noon to sunset—clear 
and sunny. 


(3) May 3.1982: Noon (1200 hours). C t 
= 0.840 xl0* s M. 

(4) May 3. 1982: at 1400 hours the 
weather conditions were doudy with 
rain. The rain and cloudy weather 
continued until 2200 hours. 

(5) From sunrise. May 4.1982 through 
1200 hours May a 1982. the weather was 
clear and sunny. At 1200 hours. May 8. 
1982, analysis of the samples gave an 
average concentration of C, = 0.400 x 
10~*M. Since 60 percent of chemical B 
transformed, the photolysis experiments 
were terminated and the control 
samples were analyzed. The average 
concentration of the control samples 
was D.997 x 10 ' % M which was 
essentially the same as Hence, r.o 
adventitious processes occurred and the 
loss of chemical was only due to 
sunlight photolysis. 

(D) Listed in the following Table 8 are 
the times of sunrise and sunset for the 
dates sunlight photolysis experiments 
were carried out along with the total 
□umber of hours of sunlight. 


Table 8— Summary of Times for Sumoise 
and Sunset for the Ptmoo May 2-8. 1982 


Otto (1*02) 

SonrtM 

*41) 

Swr*%*» Ip m 

Tcfel 

hour* 

17 

0600 

2010 

142 

5/3 

0559 

2011 

142 

514 

0556 

2012 

142 

V$ 

0557 

8013 

143 

S'* 

0556 

2014 

143 

sn 

05S6 

2015 

143 

VI 

0564 

2010 

144 


(E) The following data summarizes the 
dates photolyzed. the times exposed to 
sunlight, the total sunlight photolysis 
time for each date in day9, the total 
number of days of sunlight photolysis, 
and the calculation of k c p and U /*. 


Omrn 

Tckm phoWfiffl 

Surv 

X 

*«» 

tor 

«*e* 

V2 

1200 hr* lo 2010 hr* (02/14 2) 

05* 

V3 

0559 hr* to 1300 ht* (0WI4 2) 

042 

ft'3 

1200 hr* to 1400 hr* (20/14 2) 

OH 

V4 

0560 to* to 2012 to* 

IjW 

V5 

0557 to* 10 2013 hr* . 

100 

570 

V7 

V* 

rkCJLft W. I. MW *— 

100 


100 

0554 to* to 1300 to* ($1/44.49- 

042 




* TOMMY*#* 



1^5.8 days; Co=l OOxlO’ 1 : 0.406X10’* 

ln|Co/CJ=k c |4 

k^Hl/t) ln(Co/Ct) = <1/SJO)in(lJOOX10'Y 
(1400X10'*) 
k*>=0.16 days* 1 

lays -0.693/0.10days' , =43 days 

Therefore, the rate constant for direct 
photolysis of chemical B in tubes in pun* 
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water is 0.16 days" 1 and the 
corresponding half-life is 4.3 days for the 
period of photolysis May 2-8.1982 at 
32.5* north latitude. Using equation 13. 
under paragraph (b)(2)(i)()) of this 
section, the direct photolysis rate 
constant IkrrJ for water bodies is 0.073 
days* 1 and the corresponding half-life 
|ti -•?,:) is 9.5 days. 

(iii) Tier 2, Phase 2: Aqueous 
Photolysis in Sunlight — Illustrutn e 
Example 4. (A) Consider the same 
scenario as described in illustrative 
examples 2 and 3. Using the Tier 2. 

Phase 2. procedure, carry out 
experiments to determine the sunlight 
reaction quantum yield and estimate the 
rate constant for direct phoiolysis in 
aqueous solution and the half-life for 
water bodies and clear sky conditions 
for the summer and winter seasons. 

(B) Photolysis Experiments and 
Calculations: The sunlight photolysis 
experiments were carried out in the 
beginning of May 1982. at 32.5* north 
latitude. 

(C) Preparation of the Actinometer 
Solution: (7) The results from the Tier 2, 
Phase 1. experiments indicated that K% 
for the test chemical was 0.16 days" \ 
Since the experiments were carried out 
in early May at 32.5* north latitude, the 
value of K*. was chosen from Table 2 
which corresponds to the spring season 
and at 30" north latitude; and the value 
is 483 days* 1 . Using Equation 11 under 
paragraph (b)(2)(i) (H) of this section, 
the molar concentration of pyridine 
required to adjust the actinometcr rate 
to match the rate of disappearance of 
the test chemical is 

|PYR|e*26.9 (0.16/483) -891 x 10* molar 

Using this concentration of pyridine, un 
actinometer solution was (»i)(C) 
prepared according to the procedure 
described in paragraph (b)(2) of this 
section. The quantum yield for this 
actinometer is calculated using equation 
9 under paragraph (a)(3)(vli) of this 
section. 

ooteefPYR)=o.o)69(a m x itr«i.st 

x 10* 

(2) Procedures for Tier 2, Phase 2 
experiments (under paragraph (b)(2)(iii) 
of this section) were followed and 
sunlight experiments were initiated at 
1200 hours on May 9.1982. The mean 
initial concentration of test chemical 
was 1.00 X 10"' molar and the mean 
initial concentration of PNAP was 1.00 
> 10 molar. Samples of the chemicul 
and actinometcr and the controls were 
analyzed in triplicate periodically at 
1200 hours on May 10. It. 13.15. and 16. 
On May 1ft, the photolysis experiments 
were terminated. The mean 


concentrations of all samples are 
summarized as follows: 


OMo 

Corcanlrafto* at c**mcal 
<M) 

OoAcantatioft o1 
Ktwnato «M) 

Concarlrafton Of cfxwwcal 
control |M) 

Ccncartm&on of 
•OaxxnoMr control (M) 

MayS 

100 X 10 • 

1 00 x to • 

100 X »o 4 

100 X to * 

May 10 

0620 x 10 4 

0 655 X 10 * 

0 097 x 10 4 

100 > 10 * 

May 11 

0664 x 10 * 

0 710 x wr* 

100 x 10 • 

0607 x 10 • 

May 13 

0440 x 10 4 

0515 X 10 • 

0 906 x 10 4 

0 999 X 10 4 

May IS 

0 299 x 10 4 

0563 X 10 • 

0 999 X 10 * 

0 996 X 10 4 

May to 

0233 x 10 * 

0304 x 10 • 

0 907 X to 4 

0 996 X 10 * 


Since no significant loss of PNAP or test 
chemical was observed in the control 
samples, no adventitious processes 
occurred and the loss of test chemical 
and PNAP was only due to sunlight 
photolysis. 

(3) Using the above data. In (C 8 /C,) for 
the test chemical and actinometer can 
be calctdated and the results are 
summarized as follows: 


1 

«4>M 


AcOnorvwtai 

C, v io* 
iM) 

*<cuc J 

c»> io“ 

iM) 

•mvcjr 

0 

100 

0000 

ICO 

oooo 

1 

0620 

0 199 

0.666 

0157 

2 

0 654 

042S 

0 710 

0343 

4 

0 440 

0 621 

0515 

0664 

6 

0299 

121 

0383 

0960 

? 

0233 

146 

0204 

1 19 


(*/) The ratio of the rate constants, k%/ 
k%. is defined by equation 12 under 
paragraph (b)(2)(i)(H)(3) of this section. 

Equation 12 

intcjor = (kyk\) hcjcjt. 

(5) Using all the data (including the 
time point 1=0) and linear regression 
analysis, the slope is found to be 1*237 
with a correlation coefficient of 0.999a 
Therefore 

(k* p /k%)= 1.24. 

(8) Using the molar absorptivities 
obtained in example 2 under paragraph 
(c)(4](i)[B) of this section and the U 
values for spring at 30* north latitude in 
Tabic 4 under paragraph (c)(3) of this 
section, the value of ^T'**!* can be 
calculated as follows: 


A estmar (rvn) 

«-.<M X *n 1 


ISU 
«<*• •) 

2975 

1664 

573 1-5) 

010 

3000 

1434 

2501-4) 

036 

3025 

1221 

766 ( -4) 

093 

3050 

919 

1791 3) 

166 

3075 

742 

3431-3) 

256 

3100 

206 

564 | 3) 

1 17 

312 5 

136 

121 (3) 

1 14 

3150 

94 

t 12 t 23 

106 

3175 

57 

141 | 7) 

060 

3200 

9 

1 70 ( 2) 

015 

3231 

2 

3 04 ( 2) 

008 

3300 

0 

105f 1) 

000 


• Tha yjrnt% gi L* 10 • •'tnab'Uu trim * <J*y * 


9.96 days 1 


For this experiment, k\(2 = c%U) is 483 
days' 1 (Table 2 under paragraph (c)(3) 
of this section). All the pertinent data 
are summarized as follows: 

kVk%* 1.24; X^d^-9.96 days *; 

X*\U=483 days" \ =151X10 4 . 

Substituting these results into equation 

10 under paragraph (a)(3)(vii) of this 
section yields 

$ c « «(1 m 24)(483/9.96|I 1 *51 X10' 1 
<k r B *ao8xiO‘*. 

(7) The rate constants for direct 
photolysis of test chemical in aqueous 
media and the half-life for water bodies 
and clear sky conditions for the winter 
and summer seasons con be calculated 
as follows: The values of have 

been calculated from example undar 
paragraph (c)(3)(i)(A) of this section. For 
summer V**'!-* =13.0 days’ 1 ; for winter 
Ica c U =JL31 days* 1 . The reaction 
quantum yield for the chemical is 9.08 x 
10" *. Using these data in equation 4 
under paragraph (a)(3)(iii) of this section 
yields 

Summit 

k*, - 9.08 x 10 * (138)=0.110 days' 1 
Winter 

k»* - 9.06 x 10' * (3.31) «s 08301 days 1 . 

These values can be substituted into 
equation 2 under paragraph (a)(3)(ii) of 
this section to obtain the half-lives for 
these two seasons. 

Summer 

ti (0.683/0.118) = 58 days 

Winter 

11 r im ~ (0003/0.0301) ^23 days. 

(5) Glossary of important symbols 
PYR—Pyridine. 

PNAP—p-Nitroacetophcnone. 

X—Wavelength X. 

A*—Absorbance at wavelength X. 
a—Actinometer (composed of PNAP/ 
PYR). 

cV—Molar absorptivity of a chemical C 
cV—Molar absorptivity of the 
actinometer. 

1—light pathlength; the distance traveled 
by a beam of light passing through the 
system. 

—Sunlight reaction quantum yield of 
chemical c in water. 
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—Sunlight reaction quantum yield of 
the actinometer in water. Since the 
reaction quantum yield is independent 
of X. (i.e., the reaction 

quantum yield of the actinometer 
measured in the laboratory). 

IC}—Molar concentration of chemical c. 
(PYR1—Molar concentration of pyridine. 
d(C]/dt—Direct photolysis rate of 
chemical c. 

Iq*—Direct photolysis sunlight rate 
constant in water bodies in the 
environment. 

—Maximum direct photolysis 
sunlight rate constant in water bodies 
in the environment. 
k%—Direct photolysis sunlight rate 
constant of chemical c in water in 
tubes. 

k%—Direct photolysis sunlight rate 
constant of the actinometer in water 
in tubes. 

k»A—Specific light absorption of a 
photoreactive chemical at a low 
concentration and at wavelength X. 
k.—Specific light absorption rate 
constant integrated over all 
wavelengths absorbed by the 
chemical. 

kV—Specific light absorption rate 
constant integrated over all 
wavelengths absorbed by the 
actinometer. 

ti; j—Sunlight half life of a chemical in 
water in tubes. 

(ti —The minimum sunlight half* 
life of a chemical in water bodies in 
the environment. 

I—The numbers of photons of light of 
wavelength X in the system per cm* 
per second. 

L*—Solar irradiance in water in the 
units 10' 1 einsteins cm" 5 day “ *. 
y—'The geometry factor which 
represents the ratio of the rate 
constants in tubes (k,| to the rate 
constant in water bodies in the 
environment (k # i : ). 

(d) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(\) Astronomical Almanac (1902). 

(2) Dulin, D. and Mill. T. 

"Development and application of sclar 
act inome ters." Environmental Science 
and Technology 10.815 (1982). 

(3) Handbook of Chemistry and 
Physics . (Chemical Rubber Co.. 
Cleveland. Ohio) 

(4) Mill. T.. Davenport. S.E., Dulin 
D.K., Mabey. W.R.. and Bawol R. 
Evaluation and Optimization of 
Photolvsis Screening Protocols . FT A 
Report No. 560/5-81-003 (1981). 

(5) Mill. T.. Mabey. W.R.. Bomberger. 

D C. Chou T-W.. I lendry, D.G.. and 
Smith. JJf laboratory Protocols for 
Evaluating the Fate of Organic 


Chemicals in Air and Water FTA 
Report No. 600/3-82-022 (1982). 

(6) Mill. T.. Mabey. W.R.. Hendry. 
D.G. Winterle. J.. Davenport. J.. Barich. 
V.. Dulin, D.. and Tse. D. Design and 
Validation of Screening and Detailed 
Melhoiis for Environmental Processes . 

(7) U S. Environmental Protection 
Agency. Mill. T., Davenport. J.E., 
Winterle. J.S., Mabey. W.R., Drossman, 
H., Tse. D.. and Liu. A. "Toxic 
substances process data generation and 
protocol development." Draft final 
report, EPA Contract No. 6^-03-2981 
with EPA Athens Research Laboratory. 
Office of Research and Development 
(1984). 

(8) Zepp. R.C., and Cline. D.M, "Rates 
of direct photolysis in aquatic 
environment" Environmental Science 
and Technology 11:359 (1977). 

(9) Zepp. R.C "Quantum yields for 
reaction of pollutants in dilute aqueous 
solution" Environmental Science and 
Technology. 12:327 (1978). 

(10) Zepp. R.G. Environmental 
Research Laboratory. U.S. 
Environmental Protection Agency, 
College Station Road. Athens, Georgia 
30601. 

$ 796.3780 Laboratory determination of 
the direct photolysis reaction quantum 
yield in aqueous solution and sunlight 
photolysis. 

(a) Introduction — (1) Background and 
purpose . (i) Numerous chemicals enter 
natural aquatic water bodies from a 
variety of sources. Some pollutants 
present in aqueous media can undergo 
photochemical transformation in 
sunlight by direct photolysis. Therefore, 
quantitative data in the form of rate 
constants and half-lives are needed to 
determine the importance of direct 
photochemical transformation of 
pollutants in aqueous media. 

(iij Section 796.3700. the first in a 
series of aqueous photolysis test 
methods, was designed to determine the 
molar absorptivity und reaction 
quantum yield of a test chemical in 
aqueous solution. These parameters can 
be combined with solar irradiance data 
to determine environmentally relevant 
rate constants and half-lives in aqueous 
solutions as a function of latitude and 
season of the year anywhere in the 
United States. 

(iii) Section 796.3700 was developed 
as a screening test to obtain the direct 
photolysis reaction quantum yield of a 
chemical in aqueous solution by 
carry ing out photolysis experiments in 
sunlight. This method does not require 
sophisticated and expensive 
photochemical equipment and therefore 
the reaction quantum yield can be easily 
determined und at a modest cost. 


However, there are circumstances when 
this method may not be applicable. For 
example, this procedure is not 
applicable for determining the reaction 
quantum yield of a test chemical when 
the temperature outdoors falls below 
zero degrees Centigrade. Furthermore, 
depending upon the status of a risk 
assessment for a specific chemical, a 
more precise value of the reaction 
quantum yield may be required. Thus, a 
more comprehensive procedure is 
needed to determine the direct 
photolysis reaction quantum yield in the 
laboratory using specialized 
photochemical equipment and 
monochromatic (or narrow band) light. 
This section describes laboratory 
procedures for determining the direct 
photolysis reaction quantum yield in 
aqueous solution. 

(iv) The reaction quantum yield 
obtained in this test method can be 
combined with molar absorptivity data 
and solar irradiunce data to determine 
environmentally relevant rate constants 
and half-lives in aqueous solution as a 
function of latitude and season of the 
year anywhere in the United States. 

(v) The procedures described in this 
test method are very detailed, and the 
theory of photolysis in aqueous solution 
is relatively complicated. In order to 
follow these procedures, it is 
recommended that the Technical 
Support Document in the public record 
for this section should first be studied 
carefully. 

(2) Definitions and units, (i) "Radiant 
energy", or radiation, is defined as the 
energy traveling as a wave 
unaccompanied by transfer of matter. 
Examples include x-rays, visible light, 
ultraviolet light, radio waves, etc. 

(ii) "Absorbance (A*)" is defined as 
the logarithm to the base 10 of the ratio 
of the initial intensity (y of a beam of 
radiant energy to the intensity (I) of the 
same beam after passage through a 
sample at a fixed wavelength X. Thus. 

Ax = logio (UI). 

(iii) The "Beer-Lambert law" states 
that the absorbance of a solution of a 
given chemical species, at a fixed 
wavelength, is proportional to the 
thickness of the solution (1). or the light 
pathlength. and the concentration of the 
absorbing species (C). 

(iv) "Molar absorptivity (c*)~ »» 
defined as the proportionality constant 
in the Beer-I^mbert law when the 
concentration is given in terms of moles 
per liter (i.e.. molar concentration). Thus. 
Ax = Cx Cl. where Ax and <x represent the 
absorbance and molar absorptivity at 
wavelength X and 1 and C are defined in 
paragraph (»)(2)(iii) of this section. The 
units of <x are molar cm' 1 Numerical 
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values of molar absorptivity depend 
upon the nature of the absorbing 
species. 

(v) A ‘‘first-order reaction*' is defined 
as a reaction in which the rate of 
disappearance of a chemical is directly 
proportional to the concentration of the 
chemical and is not a function of the 
concentration of any other chemical 
present in the reaction mixture. 

(vi) A "zero-order reaction” Is defined 
as a reaction in which the rate of 
disappearance of a chemical is 
independent of the concentration of the 
chemical or the concentration of any 
other chemical present in the reaction 
mixture. 

(vii) The "first-order half-life (t&)*' of a 
chemical is defined as the time required 
for the concentration of the chemical to 
be reduced to one-half its initial value. 

(viii) The "sunlight direct aqueous 
photolysis rate constant |kj*)" is the 
first-order direct photolysis rate 
constant in the units of day' 1 and is a 
measure of the rate of disappearance of 
a chemical dissolved in a water body in 
sunlight. 

(ix) The "solar irradiance in water 
(La)" is related to the sunlight intensity 
in water at shallow depthl and is 
proportional to the average light flux (in 
the units of 10~*einsteins cm' , day“ l ) 
that is available to cause photoreaction 
in the wavelength interval centered at X 
over a 24-hour day at a specific latitude 
and season date. 

(x) "The Crotthus-Oraper law", the 
first law of photochemistry, states that 
only light which is absorbed can be 
effective in producing a chemical 
transformation. 

(xi) The “Stark-Einstein law", the 
second law of photochemistry, states 
that only one molecule is activated to an 
excited state per photon or quantum of 
light absorbed. 

(xii) The "reaction quantum yield 
(6 a) ' for an excited stale process is 
defined as the fraction of absorbed light 
that results in photoreaction at a fixed 
wavelength X. It is the ratio of the 
number of molecules that photoreact to 
the number of quanta of light absorbed 
or the ratio of the number of moles that 
photoreact to the number of einsteins of 
light absorbed at a fixed wavelength X. 

(xiii) "Direct photolysis" is defined as 
the direct absorption of light by a 
chemical followed by a reaction which 
transforms the parent chemical into one 
or more products. 

A glossary of symbols can be found 
under paragraph (c)(4) of this section. 

(31 Principle of the test method\ (i) 

1 nis test method is based on the 
principles developed by Zepp (1978) 
under paragraph (d)(13) of this section. 


the use of low optical density 
actinometers developed by Milt ct al. 
(1981,1982) under paragraph (d) (7) and 
(8) of this section . and Dulin and Mill 
(1982) under paragraph (d)(4) of this 
section, and the high optical density 
ferrioxalate actinometer developed by 
Parker (1953) under paragraph (d)(12) of 
this section, and Hatchard and Parker 
(1956) under paragraph (d)(6) of this 
section. 

(ii) Zepp (1978). under paragraph 
(d)(13) of this section, published a paper 
on the determination of the reaction 
quantum yield for the reaction of 
pollutants in dilute aqueous solution in 
the laboratory. Based on this work, two 
procedures are described to determine 
the reaction quantum yield of a test 
chemical at low optical density in the 
laboratory. These procedures involve 
the use of: low-optica) density test 
chemical and actinometer. and low- 
optical density test chemical and high- 
optical density actinometer. 

(A) Procedure One: Determination of 
the Reaction Quantum Yield by the 
Low-Optica! Density Test Chemical and 
Actinometer Method. (/) For a low 
optical density test chemical and 
actinometer in which the absorbance of 
aqueous solutions is less than 0.02, the 
reaction quantum yield of a test 
chemical 0* at wavelength X is given by 
equation 

Equation 1 

where c, and «a* are molar absorptivities 
of die actinometer and test chemical 
respectively, at wavelength X, is the 
reaction quantum yield of the 
actinometer at wavelength X. and kp. 
and k,* are the first-order direct 
photolysis rate constant for actinometer 
and test chemical, respectively. These 
rate constants ore defined by the 
equations 

Equation 2 
InlCp/Cd* 1 * k,j 
Equation S 
ln(CJCJ,-kp,t 

where (C*), and (CJ* are the molar 
concentrations of actinometer at time 
t=0 and t and (Cob and (CJc are the 
molar concentrations of test chemical al 
time t-Oand t. Since k M and k** are 
first-order rate constants, the half-lives 
of actinometer and test chemical are: 

Equation 4 

Equation 5 

(tKrL-Ci&tt/kpr. 

(2) If both the actinometer and test 
chemical solutions are photolyzed in 


identical cells, equation 3 under 
paragraph (a)(3)(ii)(A)(7) of this section 
can be divided into equation 2 under 
paragraph (a)(3](ii)(A)(;) of this section. 
Carrying out this operation and 
rearranging the resultant equation yields 

Equation 6 

ln(C./C«) t (kp r /kp.)!n(C # /C,) i . 

(3) Procedure One involves the 
simultaneous photolysis of test chemical 
and actinometer in an Ace-type 
photochemical "merry-go-round" reactor 
(PMGRR) using monochromatic light of 
wavelength X. Two low optical density 
actinometers have been developed by 
SRI International for the Office of loxic 
Substances/U.S. Environmental 
Protection Agency to measure the light 
intensity incident on the sample during 
photolysis |MilI et al. (1981.1982) under 
paragraph (d)(7) and (8) of this section 
and Dulin and Mill (1982) under 
paragraph (d)(4) of this section). These 
actinometers are: (/I p- 
nitroacetophenone-pyridine actinometer 
(PNAP/PYR); and [ii] p-nitroanisole- 
pyridine actinometer (PNA/PYR). The 
rate constant of each of these 
actinometers can be adjusted to match 
the rate constant of the test chemical by 
adjusting the concentration of pyridine. 
Since the rate constant is a function of 
the reaction quantum yield of the 
actinometer. the rate constant can be 
adjusted according to the following 
equations: 

Equation 7 

PNAP/PYR actinometer <k.=OXn09|PYR| 
Equation 8 

PNA/PYR actinometer «fr.-0.437|PYR) 

+ 0 . 000282 , 

where [PYR] is the molar concentration 
of pyridine for a PNAP or PNA 
concentration of approximately 1 x 10“ § 
M. 

(4) The laboratory procedure for 
determining the reaction quantum yield 
of a test chemical in aqueous solution 
has been divided into three phases using 
a uv-visible absorption 
spectrophotometer, on Ace-type 
PMGRR. and a 450 watt medium 
pressure mercury lamp with appropriate 
filters to isolate the monochromatic 
wavelength X. In Phase 1. the molar 
absorptivities of a test chemical. 

and c***, are determined with a UV- 
visible absorption spectrophotometer 
using procedures outlined in $$796.1050 
and 796.3700. Based on these results, 
photolysis experiments are carried out 
at 313 or 366 nm corresponding to the 
higher value of tu ic or 

(5) The Phase 2 procedure Is 
composed of trial photolysis 
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experiments at the chosen wavelength X 
(313 or 366 nm) in an Ace-type PMCRR 
to determine the approximate rate 
constant and half-life of the test 
chemical and to choose the appropriate 
actinometer which has a rate constant 
approximately the same as the rate 
constant of the test chemical. First, an 
aqueous solution of test chemical at low 
optical density is photolyzed in the 
PMGRR at the chosen wavelength X to 
determine and (0$b using equations 
3 and 5. respectively under paragraph 
(a)(3)(ii)( A)}/) of this section. If (ti / 3 ) ( is 
less than 12 hours, use the PNA/PYR 
actinometer. If (h jsb is greater than 12 
hours, then use the PN'AP/PYR 
actinometer. Trial photolysis 
experiments are then carried out at 
wavelength X with the chosen low 
optical density actinometer to determine 
the molar concentration of pyridine 
needed to make the rate constant of the 
actinometer approximately match the 
rate constant of the test chemical. 

(0) In the Phase 3 procedure. luw- 
optical density aqueous solutions of test 
Chemical and actinometer (at a fixed 
molar concentration of pyridine ff^YHJ) 
are photolyzed in identical tubes in the 
PMGRR at wavelength X. 

Concentrations of test chemical and 
actinometer are measured as a function 
of time. These data are used in Equation 
6 under paragraph (a)(3)(ii)(A)(.?) of this 
section to determine the ratio of the rate 
constants (kpc/kpj. The reaction 
quantum yield of the actinometer <fv 
employed in these experiments, can be 
determined at the molar concentration 
of pyridine |PYRJ using Equation 7 or 8 
under paragraph (a)(3)(ii)( A)p) of this 
section. These data, along with the 
molar absorptivity of the test chemical 
(Csts« or and the actinometer (can. 
or €**,) are substituted in equation 1 
under paragraph (a)(3)(ii](A)(7) of this 
section to determine the reaction 
quantum yield of the test chemical <£ c . 

(B) Procedure Two: Determination of 
the Reaction Quantum Yield by the 
Low-Optical Density Test Chemical and 
High Optica! Density Actinometer 
Method (/) For a low-optical density 
test chemical (absorbance <0.02) and 
for a high optical density actinometer 
(absorbance >2). such us the 
ferrioxalate actinometer. the reaction 
quantum yield of the test chemical 4> € at 
wavelength X is given by the equation 

Equation 9 

where is the reaction quuntum yield 
of the ferrioxalate actinometer at 
wavelength X. is the molar 
absorptivity of the test chemical at 
wavelength X. 1 is the cell pathlength. k* 


is the first-order direct photolysis rate 
constant for the test chemical, and kp* is 
the zero-order direct photolysis rate 
constant for the ferrioxalate 
actinometer. These rate constants are 
defined by the equations. 

Equation 10 
InICjCd, k„\ 

Equation 11 
(C,).-kp.t. 

where (Cob and (C,b are the molar 
concentrations of the test chemical at 
lime t = o and t and (Cg). is the molar 
concentration of the ferrous ion formed 
at time t. 

(2) The laboratory procedure for 
determining the reaction quantum yield 
of the test chemical is divided into two 
phases using a UV-visiblc absorption 
spectrophotometer and a photochemical 
optical bench (POB) or a PMGRR 
containing a 450-watt medium pressure 
lamp with appropriate filters to isolate 
the monochromatic wavelength X. In 
Phase 1. the molar absorptivities of test 
chemical (cju c and c**) are determined 
using spectroscopic procedures outlined 
in §5 796.1050 and 796.3700. Based on 
these results, photolysis experiments are 
carried out at 313 or 366 nm 
corresponding to the higher value of cau r 
Or Cju r 

(.7) In the Phase 2 procedure, aqueous 
low-optical density test chemical 
solution (absorbance <0.02) and 
aqueous high-optical density solution of 
ferrioxalate actinometer (absorbance 
>2) are photolyzed sequentially in 
identical cells in POB or PMGRR at 
wavelength X. In the first and third set of 
experiments, the ferrioxalate 
actinometer is photolyzed fora few 
minutes and the molar concentration of 
ferrous ion formed (C t b is measured as a 
function of time t. These data are used 
in equation 11 under paragraph 
(a)(3)(ii)(B)(7) of this section to 
determine an average value of the 
actinometer rate constant (k*J BVT . The 
second series of experiments involves 
the photolysis of the aqueous solution of 
test chemical in the POB or PMGRR in 
identical cells to those used in the 
actinometer experiments and the molar 
concentration of test chemical (Qb is 
measured as a function of the time I. 
These data are used in equation 10 
under paragraph (a)(3)(ii)(B)(7) of this 
section to determine kg*. Using k,* and 
(k„J,**. the molar absorptivity of the 
test chemical (cju* or €**«). the 
pathlength of the cell 1. and the reaction 
quantum yield of the ferrioxalate 
actinometer <$>, at wavelength X in 
equation 9 under paragraph 
(a)(3)(ii)(D)(7) of this section, the 


miction quantum yield of the lest 
chemical 4>< can be determined. 

(4) As described in detail in S 790.3700 
and the public record for that test 
guideline, and briefly in the public 
record for this section, the direct 
sunlight photolysis of a chemical in an 
optically thin aqueous solution can be 
described by the following equations: 

Equation 12 

IntCJC,) k^t 

Equation 13 
t, 0.693/k*,. 

Equation 14 

k** «N.k. 

where is the reaction quantum yield 
of the chemical in dilute solution and is 
independent of the wavelength, 
k. - Ik.x, the sum of k,* values for all 
wavelengths of sunlight that ure 
absorbed by the chemical (i.e.. the light 
absorption rate constant), t is the time. 
Co and Q are the molar concentrations 
of chemical at t = 0 and t. and 1,4* 
represents the half-life. The term k*, 
represents the Brst-ordcr direct 
photolysis rate constant for a chemical 
in a water body in sunlight in the units 
of reciprocal time. In general, the 
reaction quantum yield is equivalent 
to the reaction quantum yield 
determined in the laboratory. 

(5) Furthermore, under the same 
conditions cited above, the first-order 
direct photolysis rate constant. k*;. is 
given by the equation. 

Equation 75 

where <f> t is the reaction quantum yield. 
€a« is the molar absorptivity in the units 
molar “ 1 cm "La is the solar irradiancr 
in water in the units 10 “ J einstcins cm ~ * 
day ~\ and the summation is taken over 
the range x = 290 to 800 nm. La is the 
solar irradiance at shallow depths for a 
water body under clear sky conditions 
and is a function of latitude and season 
of the year. Solar irradiance data are 
tabulated in $ 796.3700(c)(3). Tables 3-6 
as a function of latitude and season of 
the year. 

(6) A simple screening test has been 
developed in $ 796.3700(c)(!)(!)(A) 
equation 15. As an approximation, it has 
been assumed that the reaction quantum 
yield 6r is equal to one. the maximum 
value. As a result, the upper limit fur the 
direct photolysis sunlight rate constant 
in aqueous solution is obtained and 
equation 15 becomes 

Equation 16 
(X..U. =2c*U 

Using equation 16 in equation 13 under 
paragraph (a)(3)(ii](B)(4) of this section. 
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the lower limit for the half-life is then 
given by 

Equation 17 

(ti irlm* -0.«93/(k p J 

The molar absorptivity can be 
determined experimentally by the 
method outlined in paragraph (b)(2)(i) of 
this section and the solar irradiance 
data are tabulated in 3 798 (c)(3). Tables 
3-6. These data can then be used in 
equation 16 to calculate 
Finally, (k^**,. can be substituted in 
equation 17 to calculate (t£*J m i„.. Based 
on these data, a decision can be mode 
whether to determine the reaction 
quantum yield of the test chemical in the 
laboratory. 

(7) Once the reaction quantum yield 
has been determined in the laboratory 
by Procedures One or Two under 
paragraphs (b) (2) and (3) of this section, 
it can be combined with the molar 
absorptivity date €*< and the appropriate 
U values to calculate as a function 
of latitude and season of the year 
anywhere in the United States, using 
Equation 15 under paragraph 
(a)(3)(ii)(B)(5) of this section. The 
corresponding half life can be calculated 
using kp, in equation 13 under paragraph 
(a)(3)(ii)(B)(*/) of this section. 

(4) Applicability and specificity, (i) 

For environmental photochemistry, the 
general procedures outlined In this test 
method are applicable to all chemicals 
which have UV-visible absorption 
maxima in the range 290 to 800 nm. 

Some chemicals have absorption 
maxima significantly below 290 nm and 
consequently cannot undergo direct 
photolysis in sunlight [e.g.. chemicals 
such as alkanes, alkenes, alkyncs. 
saturated alcohols, and saturated acids). 
T his is a direct consequence of the 
Grotthus-Draper law of photochemistry. 
Some chemicals have absorption 
maxima significantly below 290 nm but 
have measurable absorption tails above 
the baseline in their absorption 
spectrum at wavelengths greater than 
290 nm. Photolysis experiments should 
be earned out for these chemicals. 

(ii) These test methods are applicable 
to pure chemicals and not to technical 
grade chemicals 

(iii) The molar absorptivity data (caJ 
obtained in paragraph (b)(2)(i) of this 
section can be combined with the 
appropriate L* data to estimate (k p , 
and (t£t) m m at shallow depths in water 
bodies as a function of latitude and 
season of the year in the US. If these 
data indicate that aqueous photolysis is 
an important process relative to other 
transformation processes (e.g., 
biodegradation, hydrolysis, oxidation, 
etc,), then it is recommended that the 
reaction quantum yield fa be 


determined in the laboratory by 
Procedures One or Two outlined under 
paragraph (b) (2) and (3) of this section. 
Once fa has been determined, it can be 
combined with the molar absorptivity 
data ca* and the appropriate L* data to 
calculate k* K at shallow depths in water 
bodies as a function of latitude and 
season of the year in the United States. 
The corresponding halMife can then be 
calculated from k, e . 

(iv) Procedure One under paragraph 
(b)(2) of this section is only applicable to 
solutions of test chemicals and 
actinometers which have low optical 
densities (i.e., absorbance <0.02). 
Procedure Two under paragraph (b)(3) 
of this section is only applicable to 
solutions of test chemicals with low 
optical densities and actinometers with 
high optical densities (i.e., absorbance 
> 2 ). 

(v) Procedure One, as described in 
detail under paragraph (B)(2) of this 
section, is limited to the spectra) region 
290-400 nm because the recommended 
low optical density actinometers are 
only sensitive to light in this region. 
However, Procedure Two. under 
paragraph (b)(3) of this section using the 
fenioxalate actinometer is useful in the 
spectral region 290-500 nm. This 
procedure can be extended up to 
approximately 750 nm using the 
Reinicke'a salt actinometer (de MayO 
and Shizuka (1976) under paragraph 
(d)(3) of this section). 

(vi) There is a third procedure which 
could be used to determine fa in the 
laboratory. This procedure involves the 
determination of fa under the conditions 

* when the test chemical and actinometer 
solutions both have high optical density. 
However, in general this method is 
limited to only very soluble or strongly 
absorbing organic compounds. Thus, 
this method is not described in detail as 
a procedure in this test method. 
However, this method is briefly 
described in the public record for this 
section. 

(vii) This test method has been 
designed to determine the molar 
absorptivity of a test chemical, €*«, and 
its quantum yield, fa. These parameters 
can be used to determine environmental 
rate constants at low absorbance and 
shallow depths in pure water as a 
function of latitude and season of the 
year. Tables 3 to 6 containing solar 
irradiance data have been included in 

§ 796.3700 to carry out all the 
calculations. However, the method is 
really very general and can be extended 
to determine the rates of photolysis over 
a range of other environmental 
conditions using a computer program. 
Zepp has written a GC SOLAR 
computer program to calculate the rates 


of photolysis as a function of depth in 
water, as a function of the attenuation 
(or absorption) coefficient of the water 
(aX) for natural water bodies, the 
average ozone layer thickness that 
pertuins to the seasons and location of 
interest, and as a function of latitude 
and season of the year. The computer 
program is available on written request 
to R. Zepp. Environmental Research 
Laboratory, U.S. Environmental 
Protection Agency, College Station 
Road. Athens. Georgia 30601. 

(b) Test procedures — (1) Test 
conditions —(I) UV-visible absorption 
spectrophotometer. The recommended 
uv-vlslble absorption spectrophotometer 
is described in § 796.1050. 

(ii) Special photochemical laboratory 
Equipment. There are a number of 
different designs of photochemical 
equipment which can be used to 
measure the reaction quantum yield in 
the laboratory and the one chosen will 
depend on the equipment available and 
to a certain extent on the light source 
and filter system chosen for the 
measurement. The apparatus chosen 
must contain a light source, appiopriate 
filters, sample holders, and cells which 
allow solutions of test chemical and 
actinometer to be reproducibly 
irradiated with a uniform and constant 
amount of light at a discrete or nanow 
band wavelength The temperature of 
the reaction cells must be at reasonably 
constant temperature t*:t:2 *C in the 
range 20 to 30 # C. The apparatus should 
be housed in a separate part of a 
laboratory and properly shielded so that 
laboratory personnel are not exposed to 
uv light and to exclude extraneous light 
that could contribute to the 
photoreaction of chemicals. If the 
ferrioxalate actinometer is used, then 
actinometry experiments must be 
carried out in a darkroom with 
photographic "safelights**. Excellent 
reviews and descriptions of a wide 
variety of photochemical equipment 
used to measure the reaction quantum 
yield in the laboratory are given by 
Calvert and Pitts (1966) under paragraph 
(d)(2) of this section, de Mayo and 
Shizuka (1976) under paragraph (d)(3) of 
this section. Murov (1973) under 
paragraph (d)(10) of this section, and 
Mill et al. (1982) under paragraph (d)(9) 
of this section, and these references are 
highly recommended. 

(A) Design of the apparatus. (/) 
Photochemical "Merry-Go-Round" 
Reactor. (/) The design of the 
photochemical ‘'merry'go-round’* reactor 
(PMGRR) has been described in the 
literature [Moses et al. (1969) under 
paragraph (d)(ll) of this section. Murov 
(1973) under paragraph (d)(10) of this 













39300 Federal Register / Vol. 50* No. 188 / Friday* September 27, 1985 / Rules and Regulations 


section* de Mayo and Shizuka (1976) 
under paragraph (d)(3) of this section|. 
In the design of a PMGRR. the light 
source is in the center of the apparatus 
with reaction tubes arranged in a ring 


around the light source. The ring rotates 
around the light source to give a uniform 
irradiation of the reaction tubes* as 
depicted in the following Figure 1: 



(A) "MERRY-GO-ROUND” APPARATUS 

(B) CYLINDRICAL CELL (R). I 0 = INCIOENT LIGHT; t, = TRANSMITTED 
LIGHT PASSED THROUGH CELL; S = SLIT 


(a) ’‘Merry-go-round’’ Apparatus; 

(bj Cylindrical cell (R). incident 
light; 

l c = transmitted light passed through 
ceil: 

S—slit. 

Glass niters (f) may be inserted between 
the light source and the reaction tubes. 
Filter solutions (f) may also be 
contained in the immersion well holding 
the light source or in a glass donut that 
surrounds the light source. In order to 
dissipate the heat generated by the light 
source, the PMGRR may be immersed in 
a water bath or a stream of air may be 
passed through the space between the 
light source and the niters. The filter 
solutions can be circulated to an 
externa) cooling source. There are two 
types of PMGRR equipment: the Ace- 
type and the Moses-type and both are 
very similar. The Ace-type PMGRR is 
designed so that the entire reaction cell 
is irradiated while the Moses-type 
PMGRR |Moses ct al. (1969) under 


paragraph (d)(ll) of this section] is 
designed with windows (which act as 
slits w ith a fixed aperture) so that only a 
narrow portion of the reaction cell is 
irradiated. Since the Ace-type PMGRR is 
the only one commercially available, 
this test method has been specifically 
designed to use this PMGRR, However* 
if the Moses-type PMGRR is available* 
this test method has to be slightly 
modified as described in public record 
for this section. 

(;/*) Small cylindrical tubes are used in 
the PMGRR to hold small volumes of 
test chemical and actinometer solutions. 
One tube is used for each datum point 
measured. 

( 2) Photochemical optical bench. The 
photochemical optical bench (POB) is 
composed of a light source* a lens, glass 
or chemical solution filters, and a 
reaction vessel. The component parts 
are mounted on a rail in the optical 
bench. A typical POB apparatus is 
depicted in the following Figure 2; 
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Figure 2—A typical optical train 



A TYPICAL OPTICAL TRAIN, WHERE E: POINT SOURCE ARC; L: LENS; F: 
SOLUTION AND GLASS FILTERS; R t : REACTION CELL; R 2 : ACTINOMETER 
CELL; V«: THERMOSTAT VESSEL; W: QUARTZ WINDOW 


A typical optical train, where K: point 
source arc; 

L* lens; F: sotution and glass filters; Ri: 
reaction cell; 

Ra: actinometer cell; V#: thermostat 
vessel; W: quartz window. 

The light source is located at the end of 
the bench and contains a housing 
around a light source and a lens to 
collimate the beam. The light passes 
through glass filters and/or through cells 
containing filter solutions to transmit 
w jvelcngth. Filter solutions in the cell 
mny be circulated through a cooling 
system and the glass filters should oe 
cooled with a stream of air to prevent 
heat buildup. The photochemical 
reaction vesflel containing the test 
chemical solution or actinometer 
solution is mounted coaxially with the 
lamp on the bench so that the filtered 
light enters the window of the reaction 
vessel The reaction vessel should be 
temperature controlled by circulating 
constant temperature water through side 
walls. The light flux is usually measured 
before and after the photolysis of the 
test chemical solution. Commercially 
available optical benches are highly 
recommended but simple "home-made" 
benches can be used (Andre (1977) 
urder paragraph (d)(1) of this section]. If 
a "home-made" bench i9 used, it must 
be completely described. 

(B) Light sources. There are a number 
of light sources which are available for 
use in photochemical studies: for 
example, low, medium, and high 
pressure mercury lamps; xenon lamps; 
and lasers. The characteristics and 
application of these lamps are described 
in detail by Calvert and Pitts (1966) 
under paragraph (d)(3) of this section, 
Murov (1973) under paragraph (d)(10) of 
this section, and de Mayo and Shizuka 
(1976) under paragraph (d)(3) of this 
section. The use of n POB or PMGRR 
will often narrow the choice of lamp 
with regard to use of a point source or a 
tube-type lamp, since the former can be 


focused to give a collimated beam while 
the latter cannot. The light source 
should emit light at a constant and high 
intensity. The 450 watt medium pressure 
mercury lamp is highly recommended 
for use in this test method. 

(C) Light filtering systems. (7) 
Monochromatic or narrow band 
woveiength light is essential for the 
accurate determu ation of the reaction 
quantum yield of a test chemical. 

Various systems for Isolating 
monochromatic or narrow band 
wavelengths are described by Calvert 
and Pitts (I960) under paragraph (d)(2) 
of this section. Murov (1973) under 
paragraph (d)(10) of this section, and de 
Mayo and Shizuka (1976) under 
paragraph (d)(3) of this section. Two 
filter systems commonly used to isolate 
the 313 and 366 bands from a 450 watt 
medium pressure mercury lamp are 
highly recommended and have been 
incorporated in this test method. These 
two filter system ; are described as 
follows: 

(#) 313 nm filtering system: Corning 
Class CS-754 filter (if the test chemical 
does not absorb light at wavelengths 
greater than 400 nm, this filter is not 
needed. The 754 filter is designed to 
block out visible light) with 0.005 M 
potassium chromate solution containing 
3 percent sodium carbonate 

(//) 366 nm Filtering system. Coming 
Class CS 0-52 and CS 7-60 filters. 

(2) Reagent-grade chemicals should be 
used to prepare the chemical Hlter 
solution. Since this filter solution (and in 
general any filter solution) degrades 
slowly over prolonged periods of 
photolysis, the solution should be 
carefully monitored. Even when tap 
water is used to cool the lamp, the 
buildup of solid material or algae may 
reduce the light intensity; and this must 
be checked repeatedly. 

(D) Reaction cells . (/) In general, 
reaction cells of large volume are 
appropriate for POB equipment, while 


small reaction cells are used for PMGRR 
equipment. These cells should be 
constructed of borosilicate gloss or 
quartz. Actinometer and test chemical 
solutions must be photolyzed in 
identical cells and should contain the 
same volumes of actinometer and test 
chemical solution. 

(2) For the PMCRR equipment, 
disposable culture tubes (13 X 100 mm) 
with Teflon-lined screw caps or quartz 
tubes (13 X 100 mm) with quartz ground 
glass stoppers or borosilicate screw 
caps. Teflon-lined, are recommended for 
use as reaction tubes. Crease should bn 
avoided since hydrophobic chemicals 
might adsorb to it. In carrying out the 
photolysis experiments, one tube is used 
for each datum point measured. The 
pnthlength of these cells is discussed in 
paragraph (b)(l)(iii) of this section. 

(3) For the POB equipment, the most 
common and functional design for 
reaction cells is a cylindrical shape with 
optically flat circular windows fused to 
each end of the cylinder end at right 
angles to its axis. The windows should 
be made of material that will transmit 
100 percent of the light at the desired 
wavelengths. Optically fl it quartz 
windows are recomm nded. The size of 
the cylindrical reaction cell and 
windows should be consistent with the 
dimensions of the light b?nm used In the 
equipment. The reaction cell should be 
of sufficient volume to permit removal of 
samples for analysis without 
significantly altering the volume of the 
reaction solution in the cell. The cell 
pathlength can be measured directly or 
it can be determined by the procedure 
discussed in paragraph (b)(1](iii) of this 
section. Details for the construction of 
these reaction cells mey be found in 
Calvert and Pitts (1966) under paragraph 
(d)(2) of this section and de Muyo and 
Shizuka (1976) under paragraph (d)(3) of 
this section. 

(iii) CellpathlcngUt. Zepp (1978) under 
paragraph (d)(b) of this section, 
described an experimental method using 
an isolated wavelength band to 
determine the effective pathlcngth of 
any cell. This procedure is described in 
the public record for this section. This 
procedure has been used to meusure the. 
effective pathlength of Corning Glass 
culture tubes 13 x 100 mm and it was 
found that 1 was 11.2 mm [Millet al 
(1982) under paragraph (d)(9) of this 
section). In a similar manner reaction 
tubes made from borosilicate glass stock 
of O D. 12 mm had an effective 
pathlength of 10.0 mm [Mill et al. (1982) 
under paragraph (d)(9) of this section). 
This procedure can be used to measure 
the pathlength of rectangular cells 
designed for the POB apparatus. 
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However, it is recommended that the 
pathlength of the rectangular cells be 
measured directly with a precise 
centimeter ruler or an equivalent 
measuring device. 

Civ) Solvents. (A) If the halMife of an 
aqueous solution of test chemical in the 
photochemical equipment is less than 24 
hours, then distilled water meeting 
ASTM Type II standards, or an 
equivalent grade, is recommended for 
use in this test method. If the halMife of 
an aqueous solution of test chemical in 
the photochemical equipment is greater 
than 24 hours, then water meeting 
ASTM type IIA standards, or an 
equivalent grade, is highly 
recommended for use in this test method 
to minimize biodegradation. ASTM Type 
II and IIA water are described in ASTM 
D 1193-77. Air saturated water is 
required for photolysis of test chemical 
solutions. Air saturated water can be 
easily prepared by allowing the ASTM 
Type II water to equilibrate in a vessel 
plugged with cotton or ASTM Type IIA 
water to equilibrate in a vessel plugged 
with sterile cotton. ASTM D1193-77 is 
available for inspection at the Office of 
the Federal Register. Rm. 6401,1100 L 
St., NW„ Washington, DC. This 
incorporation by reference was 
approved by the Director of the Office of 
the Federal Register. This material is 
incorporated as it exists on the date of 
approval and a notice of any change in 
this material will be published in the 
Federal Register. Copies of the 
incorporated material may be obtained 
from the Document Control Officer (TS- 
793), Office of Toxic Substances. EPA. 
Rm. 107. 401 M St., SW., Washington. 

DC 20460, and from the American 
Society for Testing and Materials 
(ASTM). 1916 Race Street. Philadelphia, 
PA 19103. 

(D) Reagent grade acetonitrile is 
recommended as the organic cosolvent 
with water in photochemical studies. 
Spectrograde acetonitrile or methanol is 
recommended for spectroscopic studies 
to determine the molar absorptivity of 
the test chemical. 

(vj Sterilization . If the half-life of an 
aqueous solution of test chemical in the 
photochemical equipment is greater than 
24 hours, then it is important to sterilize 
all glassware and to use aseptic 
conditions in the preparation of all 
solutions for photolysis studies in order 
to eliminate or minimize biodegradation. 
Glassware can be sterilized in an 
autoclave or by any other suitable non¬ 
chemical method. 

(vi) pH effects. It is recommended that 
all photolysis and molar absorptivity 
experiments be carried out at pHs at 
least two pH units above the pK. and at 
least two pH units below the pK. for any 


chemical that ionizes orprotonales (e.g., 
carboxylic acids, phenols, and amines). 
Buffers described in paragraph (b)(2)(i) 
of this section should be used. 

(vii) Volatile chemical substances. 
Special care should be taken when 
testing a volatile chemical so that the 
chemical substance is not lost due to 
volatilization during the course of the 
photolysis experiment. Thus, it i6 
important to effectively seal the reaction 
vessels. Disposable culture tubes with 
Teflon-lined screw caps or quartz tubes 
with quartz or borosilicate screw caps. 
Teflon-lined, are recommended. Grease 
should not be used. Volatile compounds 
can be conveniently studied in culture 
tubes equipped with gas-tight Mininert* 
valves. Samples can be introduced into 
or removed from the tubes through the 
septum in these valves with no loss of 
substrate. As an alternative, the tubes 
can be sealed with a torch. In addition, 
the reaction vessels should be as 
completely filled as is possible to 
minimize volatilization to any air space. 

(viii) Control solution. It is extremely 
important to take certain precautions to 
prevent loss of chemical from the 
reaction vessels by processes other than 
photolysis. For example, biodegradation 
and volatilization can be eliminated or 
minimized by use of sterile conditions 
and minimal air space in sealed vessels. 
Hydrolysis is a process which cannot be 
minimized by such techniques. Thus, 
control vessels containing test 
substance which are not exposed to 
light are required. In this way. the loss 
of test chemical in processes other than 
photolysis may be determined and 
eliminated or minimized. For simplicity, 
if the loss of chemical in the control is 
small (i.e., approximately 10 percent or 
less), one can calculate a first-order loss, 
kb*,' and subtract it from (k t ) ob , to give 
the corrected direct photolysis rate 
constant K r . If hydrolysis is found to be 
significant (greater than 10 percent), 
hydrolysis studies should be carried out 
first under 5 796.3500. 

(ix) Absorption Spectrum as a 
criterion for performing the reaction 
quantum yield experiments . This 
aqueous photolysis test is applicable to 
all chemicals which have UV-visible 
absorption maxima in the range 290-800 
nm. Some chemicals have absorption 
maxima significantly below 290 nm but 
have measurable absorption tails above 
the baseline in their absorption 
spectrum at wavelengths greater than 
290 nm. Photolysis experiments should 
be carried out for these chemicals to 
determine the reaction quantum yield. 
The absorption spectrum of the chemical 
in aqueous solution can be measured by 
the procedures given in 5 796.1050. 


(x) Actinometers. Chemical 
actinometers are used in reaction 
Quantum yield experiments to measure 
the integrated light intensity incident on 
the sample during photolysis. Chemical 
actinometers have photochemical 
reactions which have well-defined 
reaction quantum yields \ at 
wavelength X. 

(A) Low Optical Density 
Actinometers . Two low optical densit> 
actinometers (absorbance <0.02) are 
described which can be used to 
determine the reaction quantum yield of 
a test chemical at low optical density 
(absorbance < 0.02) in Procedure One. 
under paragraph (b)(2) of this section. 
These actinometers are: p- 
nitroacetophenone-pyridine actinometer 
(PNAP/PYR); and p-nitroanisole- 
pyridine actinometer (PNA/PYR). The 
rate constants and half-lives of these 
actinometers can be adjusted to match 
the rate constant and halMife of the test 
chemical by adjusting the concentration 
of pyridine. With a 450-watt medium 
pressure mercury lamp in an Ace-type 
PMGRR. the PNAP/PYR actinometer 
can be adjusted with pyridine to have 
half-lives that range from greater than 12 
hours to several weeks while the PNA/ 
PYR actinometer can be adjusted with 
pyridine to have half-lives that range 
from approximately 15 minutes to 
approximately 12 hours (if a Moses-type 
PMGRR is used, then new criteria have 
to be defined to determine which of 
these two actinometers should be used. 
Details in the public record for this 
section). 

(7) p-Nitroocetophenone-Pyridine 
Actinometer (PNAP/PYR). (i) The 
reaction quantum yield of the PNAP/ 
PYR actinometer is a function of the 
molar concentration of pyridine |PYR| 
and this relationship is given by 
equation 7 under paragraph 
(u](3)(ii)[ A)(3) of this section. This 
equation is valid up to 0.2 M pyridine. 
The initial concentration of PNAP (CJ is 
precisely set in the range of 
approximately 1 x 10" 4 M. The molar 
ahsorptivities of PNAP at 313 and 366 
nm are: *= 2.056 M‘ 1 cm" \ and 

= 160 M" 1 cm" 1 . The chemical analysis 
of PNAP is given in paragraph 
(b)(l)(xi)(B) of this section. 

(//) Trial photolysis experiments are 
required to determine the concentration 
of pyridine needed to adjust the rate 
constant of the actinometer to 
approximately equal the rate constant ot 
the test chemical (within ± 50 percent). 
In the Phase 2 experiments of Procedure 
1 under paragraph (b)(2)(ii) of this 
section, the rate constant of the test 
chemical k,* is determined in the Ace- 
type PMGRR with a 450-watt medium 
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pressure mercury lamp. As an 
approximation, for the PNAP/PYR 
ar tinometcr in the PMGRR with a 450 
watt medium pressure mercury lamp, 
the concentration of pyridine needed to 
adjust the rate constant of the 
actinometer to approximately equal the 
rate constant of the test chemical at 313 
and 386 nm is given by the following 
equations: 

Equation 18 

*it 313 nm (PYRJ * 1.16 k* 

Equation 19 

at 366 nm |PYR|—5 95k*, 

where is in the units of (hours)* 1 and 
[PYR) is the molar concentration of 

pyridine. 

(///) A trial experiment is then carried 
out in the Phase 2 procedure under 
paragraph (b)(2)(iij of this section by 
preparing the actinometer with the 
molar concentration of pyridine |PYR) 
estimated from equations 18 or 19 under 
paragraph (b)(l)(X)(A)(/)(//) of this 
section and photolyzing the actinometer 
solution at a fixed molar concentration 
of PNAP (C*) in the PMGRR at 313 or 368 
nm. After approximately 50 percent 
transformation, the concentration of 
PNAP (Ct) is recorded at time t and an 
approximate rate constant k„ is 
calculated using these data in Equation 
2 under paragraph (a)(3)(ii)(A)(7) of this 
section. This trial experiment is 
repeated by adjusting the molar 
concentration of pyridine [PYR] until the 
rate constant of the test chemical and 
actinometcr are approximately equal. 

(2) p~Nitroanisole- Pyridine 
Actinometer (PNA/PYR). (/)The 
reaction quantum yield of the PNA/PYR 
actinometer is a function of the molar 
concentration of pyridine [PYR] and this 
relationship is given by equation 8 under 
paragraph (a)(3)(ii)(A)(5) of this section. 
This equation is valid up to 0.02 M 
pyridine. The initial concentration of 
PNA (CJ is precisely set in the range of 
approximately 1 x 10“*M at 366 nm and 
at approximately 0.4 x 10" *M at 313 nm. 
The molar absorptivities of PNA at 313 
and 366 nm are: ou. = 10,300 M ~' cm* *: 
and tu*. = 1.990 M' 1 cm* K The 
chemical analysis for PNA is given in 
paragraph (b)(l)(xi)(C) of this section. 

(//) Trial photolysis experiments are 
required to determine the concentration 
of pyridine needed to adjust the rate 
constant of the actinometer to 
approximately equal the rate constant of 
the test chemical (within ± 50 percent). 
In the Phase 2 experiments of Procedure 
l under paragraph (b)(2)(H) of this 
section, the rate constant of the test 
chemical k* is determined in an Ace- 
type PMGRR with a 450-watt medium 
pressure mercury lamp. As an 


approximation, for the PNA/PYR 
actinometer in the PMGRR with a 450 
watt medium pressure mercury lamp, 
the concentration of pyridine needed to 
adjust the rate constant of the 
actinometer to equal the rate constant of 
the test chemical at 313 and 366 nm is 
given by the following equations: 

Etiuation 20 

at 313 nm IPYR]=8.93 x 10 Mk*. -0.0722) 
Equation 21 

at 366 nm (PYR)«1.85 x 10 ~»(k** - 0 0349) 

where k*, is in the units of (hours) 1 and 
[PYRJ is the molar concentration of 
pyridine. 

[Hi] A trial experiment is then carried 
out in the Phase 2 procedure under 
paragraph (b)(2)(H) of this section by 
preparing the actinometer with the 
molar concentration of pyridine (PYR) 
estimated from equation 20 or 21 under 
paragraph (b)(l)(X)(A)(2)(//) of this 
section and photolyzing the actinometer 
solution at a fixed molar concentration 
of PNA (C.) in the Ace-type PMGRR at 
313 or 366 nm. After approximately 50 
percent transformation, the 
concentration of PNA (CJ is recorded at 
time t and an approximate rate constant 
k** is calculated using these data in 
equation 2 under paragraph 

(a) (3)(ii)(A)(7) of this section. This trial 
experiment is repeated by adjusting the 
molar concentration of pyridine (PYR) 
until the rote Constant of the test 
chemical and actinometer are 
approximately equal 

(B) High Optical Density Actinometer 
(Ferrioxalate Actinometer). The 
ferrioxalate actinometer at high optical 
density (absorbance >2) is a widely 
used actinometer by photochemists and 
has been recommended for use in 
Procedure Two under paragraph (b)(3) 
of this section (Murov (1973) under 
paragraph (d)(9) of this section, de Mayo 
and Shizuka (1976) under paragraph 
(d)(2) of this section. Calvert and Pitts 
(1966) under paragraph (d)(1) of this 
section). This actinometer is applicable 
over the environmentally relevant range 
296-500 nm. The net photochemical 
reaction is 

Equation 22 

Fe* +(C.O«H/2 hy Fe* +CO,. 

■ 

At high optical density, the reaction 
kinetics ore zero-order and the kinetics 
are followed by measuring the molar 
concentration of Fe* 4 formed as a 
function of time t using equution 11 
under paragraph (a)(3)(ii)(B)(1) of this 
section. The Fe 14 formed is measured by 
procedures outlined in paragraph 

(b) (l)(xi)(D) of this section. Murov (1973) 
under paragraph (d)(10) of this section 
gives a detailed procedure for using this 


actinometer and it is highly 
recommended. This procedure should be 
modified slightly to use the ferrioxalate 
at 0.15 M. The irradiated solution is 
diluted 106fold prior to analysis for 
ferrous ion, which must not be allowed 
to exceed 0.005 M. Table 1 of the 
associated Technical Support Document, 
which is part of the public record for this 
section, lists the reaction quantum yield 
as a function of wavelength. At 0.15 M. 
the quantum yield (<J>J at 313 and 3b6 nm 
is 1.20 and 1.18, respectively. All 
ferrioxalate actinometry experiments 
must be carried out in a darkroom with 
photographic “sufelights." Ferrioxylate 
* is available from Alfa Inorganics. If the 
test chemical absorbs light at 
wavelengths greater than 500 nm. then 
Reinicke's salt can be used as the 
actinometer. The use of Reinicke’s salt 
actinometer is described in the public 
record for this section. 

(xi) Chemical analysis of solutions. 

(A) Chvmitxil analysis of test chemical 
solutions . In determining the 
concentration of the chemical in 
solution, an analytical method should be 
selected which is most applicable to the 
analysis of the specific chemical 
substance. Chromatographic methods 
are generally recommended because of 
their chemical specificity in analyzing 
the parent chemical substance without 
Interference from Impurities. Whenever 
practicable the chosen analytical 
method should have a precision of ± 5 
percent or better. 

(B) Chemical analysis of p- 
nilroacetophbnone (PNAP). The p- 
nitroacetophenone (PNAP) in the 
chemical actinometer solution is 
conveniently analyzed by high-pressure 
liquid chromatography using a 30 cm Cu 
reverse-phase column and a UV detector 
set at 280 nm. The mobile phase in 
volume percent is 2.5 percent acetic 
add. 50 percent acetonitrile, and 47.5 
percent water which is passed through 
the column at a flow rate of 2 ml/ 
minute. (Mill et al. (1982) under 
paragraph (d)(8) of this section and Mill 
and Dulin (1982) under paragraph (d)(4) 
of this section. 

(C) Chemical analysis of p- 
nitroanisole (PNA). The p-nitroanisole 
(PNA) in the chemical actinometer 
solution is conveniently analyzed by 
high-pressure liquid chromatography 
using a 30 cm Ci« reverse-phase column 
and a uv detector set at 280 nm. The 
mobile phase in volume percent is 50 
percent acetonitrile and 50 percent 
water which is passed through the 
column at n flow rate of 2 mL/minute 
[Dulin and Mill (1982) under paragraph 
(d)(4) of this section). 












39304 Federal Register / Vol. 50. No. 188 / Friday, September 27. 1985 / Rules and Regulations 


(D) Chemical analysis of Ferrous Ion 
in the Ferrioxalate Actinometer. The 
concentration of Fe** formed in the 
photolysis of the ferrioxalate 
actinometer is measured 
spectrophotometrically via the 
formation of a red phenanthroline 
complex and determining the 
absorbance of the complex at 510 nm. 
Murov (1973) under paragraph (d)(10) of 
this section describes a detailed 
procedure for measuring the molar 
concentration of ferrous ion formed in 
the photolysis reaction and this 
procedure is highly recommended. This 
procedure has been modified slightly to 
use the ferrioxalate at 0.15 M. As a 
result, the irradiated solution has to be 
diluted 100-fold prior to analysis for 
ferrous ion. which must not be allowed 
to exceed 0.005 M. 

(2) Procedure One: Determination of 
the Reaction Quantum Yield by the Low 
Optical Density Test Chemical and 
Actinometer Method— (i) Phase 1 
Experiments: UV- Visible Absorption 
Spectra. The UV-visible absorption 
spectra in aqueous solution can be 
determined by the methods described in 
§§ 796.1050 and 796.3700. It is 
recommended that the following 
additional procedures be followed; 

(A) For chemicals which ionize or 
protonate (e.g., carboxylic acids, 
phenols, amines), carry out uv-visible 
absorption studies at plls at least two 
pH units above the pK # and at least two 
p! I units below the pK*. Prepare buffer 
solutions at 25 # C using reagent grade 
chemicals and distilled water as follows: 

pHs in the range 3-6 \ NalfcPO*. HCb 

pits in the range 6-8KFbPCV NaOll: 

pHs in the range >8: Prepare buffers 
as described in the Handbook of 
Chemistry and Physics. 

Check the pH of all the buffer solutions 
with a pH meter at 25 *C and adjust to 
the proper pH, if necessary. These buffer 
solutions can then be added to the test 
chemical solution until the desired pH is 
obtained. If these buffers are 
inadequate, then adjust the pH of the 
test chemical solution with 1 M HCI or 
NaOH at 25 *C. 

(B) (J) Measure the absorbance, A^. 
us a function of wavelength In the range 
290 to 800 nm in duplicate If applicable, 
measure A ** at each experimental pi I 
under paragraph (b)(i)(vi) of this section. 
Record, in duplicate, the baseline where 
both the sample and reference cells are 
filled with blank solutions. These data 
will be used to calculate the molar 
absorptivities for the appropriate 
intervals and wavelength centers, under 


1 IV (he minimum rone eftlmtion of Uuffnm to 
Attain thr cfcalnsJ pH 


796.3700(c)(3) Table 1. where the test 
chemical absorbs light. The wavelength 
center is defined as the midpoint of the 
interval range listed in §796.(cx3) Table 
1 . 

(2) Measure A* r at 313.0 nm and 366.0 
nm in duplicate. These data will be used 
to calculate the molar absorptivities of 
the test chemical. and cim*. 
Photolysis experiments should be 
carried out at the wavelength 
corresponding to the higher value of the 
molar absorptivity. 

(3) It must be emphasized that the 
molar absorptivities of the lest chemical 
(<*«) must be carefully determined, 
especially in the tails of the absorption 
bands at X > 290 nm. Large errors will 
occur when calculating photolysis rate 
constants and half-lives if these 
measurements are not carefully carried 
out. 

(iij Phase 2 Experiments: Trial 
Photolysis Experiments —(A). 
Determination of the approximate rata 
constant of the test chemical —( 1) 
preparation of buffer solutions. Prepare 
buffer solutions according to the 
procedures outlined in paragraph 
(b)(2)(i) of this section using reagent 
grade chemicals and pure water us 
described under Test Conditions in 
paragraph (b)(1)(iv) of this section, for 
chemicals that reversibly ionize or 
protonate. 

(2) Preparation of Test Chemical 
Solution. Prepare a homogeneous 
solution of test chemical below its water 
solubility and at an absorbance less 
than 0.02 in the photolysis reaction 
vessel at 313 or 366 nm. For very 
hydrophobic chemicals, it is difficult and 
time consuming to prepare aqueous 
solutions. To facilitate the preparation 
of aqueous solutions containing very 
hydrophobic chemicals and to allow for 
easier analytical procedures, the 
following procedure may be used as an 
aid in the dissolution of the test 
chemical. Dissolve the pure test 
chemical in reagent grade acetonitrile. 
Add pure water as described under Test 
Conditions in paragraph (b)(1ftiv) of this 
section, or buffer solution, as described 
in paragraph (b)(2)(iv) of this section, for 
chemicals which ionize or protonate. to 
an aliquot of the acetonitrile solution. 

Do not exceed one-volume percent of 
acetonitrile in the final solution. 

(3) Performance of the Test. (/*) 

Prepare an aqueous solution of test 
chemical as described in paragraph 
(b)(2)(ii)( A)(2) of this section and a 
sufficient number of samples in quart/ 
or borosilicate glass tubes under 
paragraph (b)(1)(ii){D) of this section to 
perform all the required tests. Measure 
the initial concentration of test chemical 
(C„) as described in paragraph 


(h)(l)(xi)(A) of this section in duplicate. 
Fill the tubes as completely as possible 
and seal them. Do not use grease. 
Prepare two control samples in the 
absence of ultraviolet light and totally 
exclude light by wrapping the tubes with 
aluminum foil or by any other suitable 
method in paragraph (b)(1)(viii) of this 
section. Place the samples, including the 
controls, in the Acc-type PMGRR with a 
450 watt medium pressure mercury lamp 
and appropriate filters as described in 
paragraph (b)(1)(ii)(B) and (A) of this 
section. The reaction tubes should be 
controlled to a temperature of t* ± 2* C 
within the range 20 - 30' C. Photolyze 
the samples at 313 or 366 nm 
corresponding to the higher value of the 
molar absorptivity of the test chemical 
(uiif or determined in the Phase 1 
experiments, under paragraph (b)(2)(i) of 
this section) until approximately 50 
percent of the test chemical has 
transformed. Measure the molar 
concentration of the test chemical (C,) in 
duplicate at time t. For test chemicals 
that ionize or protonate. carry out the 
photolysis experiments at the required 
pi Is as described under Test Conditions 
in paragraph (b)(1)(vi) of this section. 

(//*) After the photolysis experiments 
are completed, determine the 
concentration of test chemical in the 
controls in duplicate. If a significant loss 
of test chemical has occurred in the 
controls, determine the cause and 
eliminate, or minimize, the loss. If 
hydrolysis is found to be significant, 
hydrolysis experiments should be 
carried out first under paragraph 
(b)( l)(viti) of this section. 

|/ 77 ) The data obtained in this section 
w ill be used to determine an 
approximate and (It ;t) r using 
F*quations 3 and 5 under paragraph 

(a) (3)(ii)(A)(7) of this section. 

(B) Actinometry Experiments. These 
experiments are designed to choose the 
appropriate low optical density 
actinometer (i.e„ PNAP/PYR under 
paragraph (b){1)(x)(A)(1) of this section 
or PNA/PYR under paragraph 

(b) (1)(x)(A)(2) of this section) and to 
adjust the rate of the chosen 
actinometer so that the rate constant of 
the actinometer (kp.) is approximately 
equal to the rate constant of the test 
chemical (k*.). Based on the photolysis 
experiments in paragraph (b)(2)(ii) of 
this section, if (ti, Is less than 12 
hours, use the PNA/PYR actinometer, if 
(ti ft)* is greater than 12 hours, use the 
PNAP/PYR actinometer. 

(7) Preparation of Actinometer 
Solutions — (i) PNAP/PYR Actinometer. 
Using the test chemical photolysis rate 
constant k,* determined in paragraph 
(b)(2)(ii)(A) of this section and equations 
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10 or 19 under paragraph 
(b)(l)(x)(A)(/)(/;) of (his section, 
determine the molar concentration of 
pyridine needed to adjust the rate 
constant of the actinomctcr to 
approximately equal the rate constant of 
the test chemical at the appropriate 
wavelength 313 or 366 nm (chosen based 
on the results of the Phase 1 
experiments!. Once the molar 
concentration of pyridine |PYR| has 
been estimated, the actinometer solution 
can be prepared as follows. Dissolve 
0.0165 grams of PNAP in 10 mL of 
acetonitrile (0.01 M). Add 1 mL of this 
solution to a 1 liter volumetric flask. 

Add to the volumetric flask the mass in 
grams, or the volume V of pyridine at 20 
‘C. obtained from the equations 

Equation 23 

mass (grams) = 79.1 |PYR| 

Equation 24 
V|mL) 0O.61PYRJ 

Fill the volumetric flask with pure water 
as described in paragraph (bMIJ(iv) of 
this section to give 1 liter of solution and 
shake vigorously to make sure that the 
solution is homogeneous. The resultant 
concentration of PNAP is 1.00 x 10 * M. 
The PNAP/PYR solution should be 
wrapped with aluminum foil and kept 
from bright light. 

(//) PNA/PYR Actinometer. Using the 
test chemical photolysis rate constant 
kp*. determined in paragraph (b)(2)(ii|( A) 
of this section and Equations 20 or 21 
under paragraph (b)(1 )(4)(A)(2) of this 
section, determine the concentration of 
pyridine needed to adjust the rate 
constant of the actinometer to 
approximately equal the rale constant of 
the test chemical at the appropriate 
wavelength 313 or 366 nm (chosen based 
on the results of the Phase 1 
experiments). Once the molar 
concentration of pyridine has been 
determined, an actinometer solution can 
be prepared as follows. If photolysis 
experiments are to be carried out at 366 
nm. dissolve 0.0153 gram* of PNA in 10 
mL of acetonitrile (0.01 M). Add 1 ml. of 
this solution to a 1 liter flask. Add to the 
volumetric flask the mass in grams, or 
the volume of pyridine at 20 * C as 
defined by equations 23 and 24 under 
paragraph (b)(2)(ii)(B)(J|(/) of this 
section. Fill the volumetric flask with 
pure water under paragraph (b)(1)(iv) of 
this section to give 1 liter of solution and 
shake vigorously to make sure that the 
solution is homogeneous. The resultant 
concentration is 1.00 x 10* M. The 
PNA/PYR solution should be wrapped 
with aluminum foil and kept from bright 
light. If photolysis experiments are to be 
carried out at 313 nm. dissolve 0.00612 
grams of PNA in 10 mL of acetonitrile 
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(0.004 MJ. Then follow the procedure 
described above. The resultant PNA 
concentration is 0.400 x 10 * M. The 
PNA/PYR solution should be wrapped 
with aluminum foil and kept from bright 
light. 

\2) f*erformance of the Test Prepare a 
solution of the appropriate actinometer 
as described in paragraph (b)(2)(ii)(B)t7) 
of this section. Measure the initial molar 
concentration of actinometer Co (PNAP 
or PNA as described in paragraph 
(b)(l)(xi) (B) and (C) of this section). 
Prepare a sufficient number of samples 
in borosilicnte or quartz tubes, under 
paragraph (b)(1)(it)(D| of this section, to 
perform all the required tests. The tubes 
should be identical to the tidies used to 
determine k,* in paragraph 
(b)(2)(u]{A)(J) of this section. Fill the 
tubes as completely as possible and sea! 
them. It is Important that the 
actinometer tubes contain the same 
volume as that used in the test chemical 
tubes, paragraph (b)(2)(ii)(A)(3) of this 
section. Prepare two control samples in 
the absence of ultraviolet light and 
totally exclude light by wrapping the 
tubes with aluminum foil or by any other 
suitable method under paragraph 
(b)(l)(viii) of this section. Place the 
samples, including the controls, in the 
Ace*type PMGRR with the 450 watt 
medium pressure mercury lamp and the 
appropriate fdters. The tubes should be 
controlled to a temperature t,± 2 "C. 
Photolyze the samples at the chosen 
wavelength X (313 or 366 nmj until 
approximately 50 percent of the 
actinometer has transformed. Determine 
the concentration of the actinometer (Cd 
in duplicate by the appropriate 
procedure described in paragraph 
(b)(l)(xi) (B) and (C) of this section at 
time t. Calculate a rate constant using 
Equation 2 under paragraph 

(a) (3)(ii)(A)(/) of this section. If the rate 
constant is not approximately the 
same as the rate constant of the test 
chemical k^. then repeat the experiment 
with an appropriate concentration of 
pyridine until k*. is approximately equal 
to k,* (within ± 50 percent). 

(iii) Phase 3 Experiments: 
Determination of the Reaction Quantum 
Yield of the Test Chemical. Bas*xi on the 
results of the Phase 1 and 2 experiments, 
use the appropriate actinometer with the 
required concentration of pyridine to 
make the rate constant of the 
actinometer approximately match the 
rate constant of test chemical. Follow 
the procedure outlined in paragraph 

(b) (2)(ii)(B)(/) of this section to prepare 
the actinometer and a sufficient number 
of samples in borosilicate glass or 
quartz tubes as described under 
paragraph (b)(l)(ii)(D) of this section to 


perform all the required tests. Determine 
the initial concentration of the 
actinometer (CJ, in duplicate according 
to the appropriate procedure in 
paragraph (b)(1)(xi) of this section. Fill 
all the tubes as completely as possible, 
seal them, and cover half of the tubes 
with aluminum foil as soon as possible 
after preparation. Prepare an aqueous 
solution of test chemical ns described in 
paragraph (h)(2)(ii)|A)(2) of this section 
and determine the initial concentration 
of test chemical (Cob in duplicate 
according to the procedure described in 
paragraph (b)(1){xi)(A) of this section. 
Prepare a sufficient number of samples 
in borosilicate or quartz tubes to 
perform all the required tests. Fill all the 
tubes as completely as possible, seal 
them, and cover half of the tubes with 
aluminum foil as soon as possible after 
preparation. The reaction tubes for 
actinometer and test chemical must be 
identical and contain the same volume 
or solution. Place the tubes to be 
photolyzed in the Ace-type PMGRR 
containing a 450 watt medium pressure 
mercury lamp and the appropriate 
filters, paragraph (b)|l)(ii) (B) and (C) of 
this section, and all the control tubes 
close to the PMGRR. The tubes should 
be temperature controlled to a 
temperature L ± 2 *C. Based on the 
results of the Phase 2 experiments, 
determine the concentration of test 
chemical and actinometer periodically 
between 10 and 80 percent 
transformation in duplicate |hI least 6 
data points at approximately equal 
timers). Determine the concentration of 
actinometer and test chemical in the 
controls in duplicate at each time point. 

(3) Procedure Two: Determination of 
the Reaction Quantum Yield by the Low 
Optical Density Test Chemical and 
l fi^h Optical Density Actinometer 
Method —(i) Phase I Experiments: UV- 
Visible Absorption Spectra. Follow the 
procedure outlined in paragraph (b)(2){i) 
of this section and measure the 
absorbance of the test chemical. Av as 
a function of wavelength in the range 
290 to 000 nm in duplicate. Measure A** 
at 313.0 and 366.0 nm in duplicate. The 
absorbance data at 313.0 and 366.0 nm 
will be used to calculate the molar 
absorptivities of the test chemical, uij* 
and Cu*<« and photolysis experiments 
should be carried out at the wavelength 
corresponding to the highest value of the 
molar absorptivity. 

(ii) Phase 2 Experiments: 
Determination of the Reaction Quantum 
yield of the Test Chemical— {A) 
Preparation of buffer solutions. Prepare 
buffer solutions according to the 
procedures outlined in paragraph 
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(b)(2)(ii](A)(7) of this section for a test 
chemical which ionizes or protonotes. 

(B) Preparation of test chemical * 
solution . Prepare a homogeneous 
solution of test chemical according to 
the procedures outlined in paragraph 
(b](2)(>i)(A)(2) of this section. 

(C) Preparation of ferrioxalate 
actinonwter solution. Prepare a 
ferrioxalate actinometer solution at 0.15 
M as described in paragraph (b)(l)(x)(B) 
of this section following the procedure 
outlined by Murov (1973) under 
paragraph (d)(10) of this section which 
has been modified slightly. Since the 
ferrioxalate actinometer solution is very 
sensitive to visible light, all these 
actinometer experiments must be 
carried out in a darkroom with 
photographic "safelights." 

(D) Determination of the quantum 
yield of the test chemical (7) Prepare a 
solution of the ferrioxalate actinometer 
at high optical density (absorbance >2) 
as described in paragraph (b)(3)(ii)(C) of 
this section and completely fill the 
reaction cell described in paragraph 
(b)(1)(ii)(D) of this section. Place the 
reaction cell in the photochemical 
optical bench (POB) as described in 
paragraph (b)(l)(ii)(A)(2) of this section 
w ith a 450 watt nv’dium pressure 
mercury' lamp under paragraph 
(b)(l)(ii)(B) of this section and 
appropriate filters under paragraph 
(b)(l)(ii)(C) of this section. The reaction 
cell should be controlled to a 
temperature of h±2 *C in the range 20 to 
30 # C. The filter system used should , 
isolate the wavelength 313 or 386 nra 
corresponding to the larger value of 

or om* determined in the Phase 1 
experiments. Photolyze the actinometer 
solution in the reaction cell for 1.3.6.9. 
12. and 15 minutes and measure the 
concentration of Fe^ formed 
spectrophotometrically by the procedure 
outlined in paragraph (b)(l)(xi)(D) of 
this section in duplicate at each of the 
time points. No time points should be 
taken when the optical density of the 
actinometer falls below Z Only 
withdraw small volumes for analysis so 
that the total volume of the actinometer 
solution in the reaction cell does not 
change appreciably. This procedure is 
repeated in a third set of experiments 
soon after the test chemical photolysis 
experiments are performed. 

(2) In the second set of experiments, a 
solution of test chemical is prepared 
according to the procedure outlined in 
paragraph (b)(3)(ii)(B) of this section at 
low optical density (absorbance <0.02). 
Measure the initial concentration (Co) c 
in duplicate by the procedure outlined in 
paragraph (b)(l)(xi)(A) of this section. 
Fill two reaction cells with the same 
volume as that used in the actinometer 


experiments. One of these cells is 
wrapped with aluminum foil, placed 
close to the POB and temperature 
controlled to t t ±2 *C. The second 
reaction cell (which is the same one 
used for the actinometry experiments) is 
placed in the POB and photolyzed at t*± 
2 *C at the same wavelength used in the 
actinometry experiments. Determine the 
concentration of test chemical 
periodically between 10 and 80 percent 
transformation in duplicate (at least 6 
data points at approximately equal 
times]. Only withdraw small volumes 
for analysis so that the total volume of 
the test chemical solution in the reaction 
cell does not change appreciably/ 
Determine the concentration of the 
control in duplicate at each time point. 

(3) As an alternative procedure, the 
same series of experiments described 
above can be carried out In a PMCRR 
using individual reaction tubes for each 
datum point. 

(c) Data and reporting —(1) Procedure 
One: Determination of the Reaction 
Quantum Yield by the Low Optical 
Density Test Chemical and Actinometer 
Method— (i) Phase 7 Experiments: UV- 
Visible Absorption Spectra —(A) 
Treatment of results. 

(7) The molar absorptivity foe) can be 
determined from the absorption spectra 
using the expression 

Equation 25 
^•■Aac/CL 

where A** is the absorbance at 
wavelength X, C is the molar 
concentration of test chemical. I is the 
cell pathlength in centimeters. The 
molar absorptivity of the chemicul 
should be determined for the 
wavelengths listed in 5 796.3700(c|(3) 
Table 1, for a solution of concentration 
C and in a cell with pathlength 1. If the 
absorption curve is flat within the 
interval around the wavelength center. 
tkc may be determined from the 
absorbance Aac at X center using 
Equation 25. If a large change in 
absorbance occurs within this interval 
obtain an average Aa* at X center based 
on the two absorbances at the boundary 
of the interval Calculate an average 
using the average value of Aac in 
Equation 25. Determine the molar 
absorptivity for each replicate and 
calculate a mean value. 

(2) Determine the molar absorptivity 
of the test chemical at 313.0 and 366.0 
nm for a solution of test chemical at a 
molar concentration C and in a cell of 
pathlength I using Equation 25 under 
paragraph (c)(l)|i)(A)(7) of this section. 
Determine Aac and the molar 
absorptivity at 313.0 and 386.0 nm for 
each replicate and calculate a mean 
value. 


(3) Using the molar absorptivities 
obtained from the spectra and the 
values of La from § 796.3700(r.)(3) Tables 
3 to 6, calculate the maximum direct 
photolysis rate constant (k* K )m*» at a 
specific latitude (corresponding to the 
manufacturing site) and season of the 
year using equation 16 under paragraph 
(aJ(3)(ii)(B)(tf) of this section. The 
corresponding minimum half-life, (t t / 
2 k)poii can then be calculated using this 
(k*ir1mA». in equation 17 under paragraph 
(n)(3)(ii](B)(6) of this section. 

(B) Test data report. (7) Report the 
name, structure, and purity of the test 
chemical. 

[2\ Submit a recent test spectrum on 
appropriate reference chemicals for 
photometric and wavelength accuracy. 

p) Submit the original chart, or 
photocopy, containing a plot of 
absorbance of test chemical vs. 
wavelength plus the baseline. Spectra 
should include a readable wavelength 
scale, preferably marked at 10 nm 
intervals. Each spectrum should be 
dearly marked with the test conditions. 

(■/) Report the concentration of the test 
chemical solution, the type of absorption 
cell used (quartz or borosilinate glass) 
and the pathlength. 

(5) Report Aac and £xc at X center for 
each replicate and the mean value. 

(8) Report the identity and 
composition of the solvent used in the 
spectral absorption study. 

(7) Report and along with 
Aji*< and A**c for each replicate and the 
mean value. 

p) Report (k,*)**, and (tj ,sr)n.»». for 
the summer and winter solstices using 
the appropriate La values from 
5 796.3700(c.)(3) Tables 3-6, closest to the 
latitude of the chemical manufacturing 
site. 

(.9) For chemicals that ionize or 
protonatc. report the data for steps 1 to ti 
at the required pHs under paragraph 
(b)(l)(vi) of this section. 

(70) For a chemical that ionizes or 
protonates. report its pK*. Report the 
type and concentration of the buffers 
employed for each pH. 

(7J) Describe the method employed in 
determining the test chemical’s 
concentration. 

(72) Report the name and model of the 
spectrophotometer used. 

(73) Report the various control 
settings employed with the 
spectrophotometer. These might include 
scan speed, slit width, gain. etc. 

(7*7) if a Moses-type PMGRR was used 
in these experiments, describe it 
completely and report the aperture in 
cm*. 

(ii) Phase 2 Experiments: Trial 
Photolysis Experiments —(A) 
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Determination of the Approximate Rate 
Constant of the Test Chemical — {Jf 
Treatment of results. From the 
photolysis experiments carried out at 
313 or 366 run (photolysis wavelength 
chosen based on the results of the Phase 
1 experiments), use the concentration 
(C,h corresponding to approximately 50 
percent of the initial molar 
concentration of chemical remaining at 
time t along with the initial molar 
concentration (CIJ c and the time t in 
hours in equation 3 under paragraph 
l«*l(3](ii)(A}(7) of this section to calculate 
k w in hours' 1 . From the analysis of the 
two samples at time t - 0 and l calculate 
a mean value of (CJ* and (C,) t . and a 
value of k*.. If a slight loss of chemical 
has been detected in the controls, then 
calculate a rale constant as follows. 
Calculate an average concentration [C,k 
based on duplicate measurements of 
concentration in the controls at the end 
of the experiment (time t). Use this 
concentration along with the average 
initial concentration (Cob and t in 
equation 3 under paragraph 
(a)(3)(ii)(A)(7) of this section and 
calculate a rate constant k^. Using this 
rate constant along with the observed 
rate constant in the photolysis 
experiments, the corrected rate constant 
is then 

Equation 36 

^ I ~~ ^lo«* 

Calculate the half-life, (t t i ,h using the 
corrected value of k^ in equation 5 
under paragraph (a)(3)|H)( A)(/) of this 

section. 

(2) Specific analytical and recovery 
procedures. (/} Provide u detailed 
description or reference for the 
analytical procedures used, including 
the calibration data and precision; and 
[ii] if extraction methods were used to 
separate the solute from the aqueous 
solution, provide a description of the 
extraction method as well as the 
recovery data. 

(3) Other test conditions. (/) Report 
the size, approximate cell wall 
thickness, pathlcngth 1, and type of 
glass used for the lest chemical reaction 
tubes. If the cell pathlength was 
measured by the procedure described in 
the Technical Support Document 
available as part oofthe public record, 
report all the data obtained in these 
experiments. 

(//) Report the initial pH of all test 
solutions, if appropriate. 

(///) If acetonitrile was used to 
solubilize the test substance, report the 
percent, by volume. 

(/v) If a significant loss of test 
chemical occurred in the control 
solution, indicate the causes and how 
they were eliminated or minimized 


[4] Test data report. 

(/) Report the wavelength used to 
photolyze the test chemical 

(//) Report the initial molar 
concentration of test chemical (CJ t of 
each replicate and the mean value. 

(///) Report the molar concentration of 
test chemical (CJ* for each replicate and 
the mean value. Report the time L 

(/V) Report the molar concentration of 
each replicate contra! sample and the 
mean value after completion of the 
experiment Report the time t 

( v) Report the value of k^ and (t» 

If small losses of chemical were 
observed, report (k^J^. K w and k^ 
Report the half-life (hnkcalculated 
using the value of k^. 

(W) For chemicals that ionize or 
protonate. report the data for steps 1 
through 5 for the experiments at the 
required pits. Report the initial pH of all 
test chemical solutions and the type of 
concentration of the buffers used for 
each pH. 

(B) Actinometry Experiments —(7) 
Treatment of results. Follow the same 
discussion of the treatment of results, 
paragraph (c)(l)(if)(AM7) of this section, 
to determine the rate constant of the 
actinometer k„» using equation 2 under 
paragraph (a)(3)(ii)(A)(7) of this section. 
Repeat these calculations for the trial 
actinometry experiments to determine 
the molar concentration of pyridine 
|PYR| needed to adjust the rate constant 
of the actinometer (k„.) to be 
approximately equal to the rate constant 
of the test chemical (k,*). 

(2) Test data report . (i) Report the 
wavelength used to photolyze the 
actinometer. 

[ii) Report the size, approximate cell 
wall thickness, pathlength I. and the 
type of glass used for the actinometer 
reaction tubes. 

(///) For each trial experiment: report 
the actinometer used, report the initial 
concentration of actinometer (C.), for 
each replicate and the mean value; 
report the molar concentration of the 
actinometer (Q), for each replicate and 
the mean value. Report the time fc report 
the molar concentration of each* 
replicate control sample aod the mean 
value after the completion of the 
experiment. Report the time t: and report 
the value of k m . If small losses were 
observed for the actinometer. report 
(kpj<*.» k lv% *. and k„. 

( tv) If the Moses-type PMGRR was 
used, list the criteria and equations used 
as described in the Technical Support 
Document available as part of the public 
record for this section. 

(iii) Phase 3 Experiments: 
Determination of the Reaction Quantum 
Yield of the Test Chemical —(A) 
Treatment of results. The objective of 


this set of experiments is to determine 
the reaction quantum yield for a specific 
tqst chemical (d> c ) at low optical density 
with o low optical density actinometer. 
The reaction quantum yield fa con be 
calculated using equation 1 under 
paragraph (a)(3Mii)(A)(/) of this section. 

Hk^/kpJ €wi/fv)i,. 

by the following steps. 

(7) Photolysis experiments are carried 
out by simultaneously photolyzing the 
test chemical and actionometer in the 
PMGRR at the chosen wavelength X. 

The concentration of test chemical and 
actinometer are measured periodically 
as a function of time. These data are 
then used to determine the ratio of the 
rate constants (k^/k^) employing linear 
regression analyses of the data on 
equation 6 under paragraph (a)(3)(ii)(A) 
(2) of this section. 

IniCjCkk- (WkiJlnlCjCj^ 
with ln(C n /C,J. as the independent 
variable and InJC^/Cth as the dependent 
variable. The slope of the best straight 
line is the ratio of the rate constants 
(kt*/kpj. If a slight loss of test chemical 
or actinometer was detected in the 
controls at any time t, then employ the 
following procedure. Consider, as an 
example, the loss of test chemical in the 
control at time t Using the average 
concentration of the test chemical in the 
controls from the replicates at time t and 
the average initial concentration, 
calculate ln(C./C l ) c k **- Using the 
average concentration of test chemical 
from the replicates after photolysis time 
t, calculate InfCo/Cth* 1 *-. The corrected 
term is then 

Equation 2? 

InlCo/CtV*" -lnlCjQ), 0 * -ln(CJCJ«*-. 
The same procedure can be applied to 
obtain a corrected term for the 
actinometer. Using the corrected terms 
for test chemical and/or actinometer in 
equation 0 under paragraph 
(a)(3)(ii)f A)(2) of this section, determine 
the ratio of the rate constants (k^/k^J 
as described under paragraph 
(c)(l)(iii)(Aj|/) of this section. 

p) Determine the quantum yield of the 
actinometer <f>. using Equation 7 or 6 
under paragraph (a)(3)(it)( AJp) of this 
section and the molar concentration of 
pyndine (PYRJ present in the 
actinometer. 

p) Use the molar absorptivities of lest 
chemical (oj and actinometer (c*J at 
the wavelength the photolysis 
experiments were carried out (i.e.. 313 or 
366 nm), 

(*/) (/) Substitute the values of (k„*/ 
kpc). Ca* (ao and fa in Equation 1 under 
paragraph (a)(3)(ii)(A)(7) of this section 
und calculate the reaction quantum 
yield of the test chemical 
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(/V) A hypothetical example is 
presented in the paragraph (c)(3) of this 
section, to illustrate how all the data can 
be used in Procedure One to determine 
the reaction quantum yield of the test 
chemical and to determine (k pl ) and (tw 
2 i ) as a function of latitude and season 
of the year. 

(B) Other test conditions. (/) Report 
the size, approximate cell wall 
thickness, the pathlength 1. and type of 
glass used for tubes used to hold the test 
chemical and actinometer solutions. 

(2) Report the initial pH of all test 
chemical solutions, if appropriate, and 
the type and concentration of the buffers 
employed for each pH. 

(3) If acetonitrile was used to 
solubilize the test chemical, report the 
percent, by volume, of the acetonitrile 
which was used. 

(■/) If significant loss of test chemical 
occurred in the control solution, indicate 
the causes and how they were 
eliminated or minimized. 

(C) Test data report . (7) Report the 
wavelength used in the photolysis 
experiments. 

(2) Report the actinometer used. 

(3) Report the initial molar 
concentration of test chemical (Co) c of 
each replicate and the mean value. 

(4) Report the initial molar 
concentration of actinometer (C„). and 
the molar concentration of pyridine 
used. 

(5) For each time point, report the two 
separate values for the molar 
concentration of test chemical (C,) t and 
actinometer (C,)* and the mean values. 

(6') For each lime point, report the two 
separute values of the molar 
concentration of test chemical and 
actinometer controls and the mean 
values. 

(7) Tabulate and report the following 
data: t. ln(C 0 /C,)r, and ln(C 0 /Ct).. From 
the linear regression analysis, report the 
ratio of the rate constants (kpjkpj, and 
the correlation coefficient. 

(3) If loss of test chemical and/or 
actinometer was observed during 
photolysis then report the data ln(C J 
Qp". MC«/C,p*, and ln(CJC t p- for 
the test chemical and/or actinometer for 
each time point. From the linear 
regression analysis of test chemical 
IntC^/C,)/ 0 " and/or aUinometer lnJC*/ 
CdP" . report the ratio of the rate 
constants (k^/k^) and the correlation 
coefficient. 

(.9) Report the reaction quantum yield 
of the actinometer (d»). 

(70) Report the reaction quantum yield 
of the test chemical (<fr c ). 

(11) Report (kud,^.. (K pft ). (WW, 
and (t»,*) for the summer and winter 
solstices using the appropriate U values 
from { 796.3700(c)(3) Tables 3 to 6. 


closest to the latitude of the chemical 
manufacturing site. 

(12) For chemicals that ionize or 
protonate, report the data for steps 1 
through 11 for the experiments at the 
required pHs under paragraph (b)(l)(vi) 
of this section. 

(2) Procedure Two: Determination of 
the Reaction Quantum Yield by the Low 
Optica! Density Test Chemical and 
High Optical Density Actinometer 
Method—(l) Phase 1 Experiments: UV* 
Visible Absorption Spectra . The 
treatment of results and data reporting 
are exactly the same as described in 
paragraph (c)(l)(i) of this section. 

(ii) Phase 2 Experiments: 
Determination of the Reaction Quantum 
Yield of the Test Chemical—(A) 
Treatment of results . The objective of 
this set of experiments is to determine 
the reaction quantum yield of a test 
chemical (<fr e ) at low optical density with 
the high optical density ferrioxalate 
actinometer. 4>< can be calculated using 
Equation 9 under paragraph 
(a)(3)(ii)(B)(/) of this section), 

(kpjkpj (2.303nJ)-', 

by the following steps. 

(7) In the first set of experiments, the 
fcrrioxulate actinometer is photulyzed in 
a POB at the chosen wavelength X (313 
or 366 nm) and the molar concentration 
of ferrous ion (C t J* is measured as a 
function of the time t. These data are 
fitted to Equation 11 under paragraph 
(a)(3)(ii)(B)(/) of this section using linear 
regression analysis. The slope is equal 
to K m . The data obtained from the third 
set of experiments are used in the same 
manner as described above to obtain 
another actinometer rate constant. 

These two rate constants are used to 
obtain an average actinometer rate 
constant (k»J av ». 

(2) In the second series of 
experiments, the test chemical is 
photolyzed in the same cell in the POB 
and the concentration of test chemical 
(Ct) c is measured as a function of the 
time t. These data are fitted to Equation 
3 under paragraph (a)(3)(ii)(A)(7) of this 
section using linear regression analysis. 
The slope is equal to k,*. If a slight loss 
of test chemical is detected in the 
controls, then follow the procedure 
outlined in paragraph (b)(l)(vifi) of this 
section to calculate a corrected test 
chemical rate constant. 

(3) Use the appropriate quantum yield 
of the ferrioxylate octlnometer (at 0.15 
M) at the chosen wavelength: at 313 nm, 
4> a =1.20; at 366 nm. <}> a = 1.18. 

(4) Use the molar absorptivity of the 
test chemical (cj at the appropriate 
photolysis wavelength (313 or 366 nm) 
determined in paragraph (c)(2)(i) of this 
section. 


(5) Use the known pathlength of the 
reaction cell / under paragraph (b)(l)(iii) 
of this section. 

(6) Substitute the values of 

£a c . and / in Equation 9 under 
paragraph (a)(3)(ti)(B)f 7) of this section 
and calculate the reaction quantum 
yield of the test chemical i> c - 

(7) If the PMGRR equipment was used 
in these experiments, then repeat the 
calculations for Steps 1 through 0 
obtained in this equipment. 

(B) Specific analytical and recovery 
procedures. (7) Provide a detailed 
description or reference for the 
analytical procedures used, including 
the calibration data and precision; and 

(2) If extraction methods were used to 
separate the solute from the aqueous 
solution, provide a description of the 
extraction method as well as the 
recovery data. 

(C) Other test conditions. (7) Describe 
the equipment used (i.e., the type of 
PMGRR or POB). If a Moses-type 
PMGRR was used, report the aperture in 
cm*. 

(2) If the POB equipment was used, 
describe in detail the photolysis reaction 
cell. Report the volume, pathlength /. 
and a description of the optical 
windows used. 

(3) If the PMGRR equipment was used, 
report the size, approximate cell wall 
thickness, and type of glass used for the 
reaction tubes. 

(* 1 ) If the pathlength of the cell was 
measured by the procedure outlined in 
the Technical Support Document 
available as part of the public record for 
this section, then report all the data 
obtained in determining the cell 
pathlength. 

(5) If acetonitrile was used to 
solubilize the test chemical, report the 
percent by volume. 

(0) Report the pH of all test chemical 
solutions, if appropriate. 

(7) If a significant loss of test chemical 
occurred in the control samples, indicate 
the causes and how they were 
eliminated. 

(D) Jest data report. (7) Report the 
wavelength used in the photolysis 
experiments. 

(2) For the ectinometry experiments 1 
and 3; (/) report for each time point the 
two values of the molar concentration of 
ferrous ion formed and the mean value; 
(i7) report the actinometer rate constant 
kp* and correlation coefficient for each 
experiment; and (///) report the average 
actinometer rate constant (k M )„,. 

(3) For the test chemical photolysis 
experiment; (/I report the initial molar 
concentration of chemical (CJ c of each 
replicate and the mean value; (ii) report 
the two separate values of the molar 
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concentration of test chemical (Qk and 
the mean value at time t. Report the time 
t; (/#*) report the two separate values of 
the molar concentration of the test 
c hemical controls and the mean value 
for each time point. Report t for each 
time point: and (/V) report from the 
linear regression analyses of the data, 
the rate constant of the test chemical 
(k,J. and the correlation coefficient. 

(4) Report the reaction quantum yield 
of the actlnometer and 

(J) Report the reaction quantum yield 
of the test chemical (<$> t ). 

ffl Report (kpeLu., (k pl: ). (ti/t*) 
and (t> /**) for the summer and winter 
solstices using the appropriate La values 
from $ 796.37UO(c)(3) Tables 3 to 6. 
closest to the latitude of the chemical 
manufacturing site. 

(7) For chemicals that ionize or 
protonate. report the data for steps 1 
through 6 for the experiments at the 
required pHs under paragraph (b)(1)(vi) 
of this section. 

(3) Hypothetical Illustrative Example: 
Determination of the Reaction Quantum 
Yield by the Low Optical Density Test 
Chemical and Actinometer Method and 
Sunlight Photolysis . (i)(A) Consider a 
chemical plant just south of Peoria. 
Illinois on the Illinois River which 
produces an organic chemical A which 
is not an acid or a base. The waste 
effluent passes through a primury and 
secondary treatment plant and the 
waste, which still contains some 
chemical A. is then discharged into the 
river. The plant is located at 40.7 
degrees north latitude. Information is 
needed on photolysis rates and half- 
lives of chemical A in aqueous media in 
the summer and winter seasons. 

(B) The company research laboratory 
is located in Peoria. Illinois and the 
required photolysis data was needed in 
lanuary. Since the temperature outdoors 
was well below freezing during this 
month, the outdoor sunlight photolysis 
experiments, described in g 796.3700 
could not be carried out. Thus, it was 
necessary to carry out photolysis 
experiments in the laboratory. The 
research laboratory was equipped to 
carry out photolysis experiments with 
an Ace-type PMGRR and thus Procedure 
One was used. 

(ii) Laboratory Experiments. Data, and 
Calculations: (A) Phase 1 Experiments . 

(/) Chemical A had a saturated water 
solubility of 3.9X 10* 1 M at 25 ’C. In the 
Phase 1 procedure, the UV-visible 
absorption spectrum was obtained for 
chemical A at a concentration of 
1.00X10~*M in a 10.0 cm quartz cell in 
duplicate. Using the wavelength interval 
range from § 796.3700(c)(3) Table 1, the 
average absorbance of duplicate runs at 
\ center was obtained and the results 


are summarized in the following Table 1. 
(It must be emphasized that ca< has to be 
averaged over the wavelength intervals 
that correspond to the same intervals for 
the La values centered at X. This has 
already been taken care of in this 
section since the wavelength interval 
ranges listed in Table 1 coincide with 
the same wavelength intervals for U 
centered at X in § 796.3700(c)(3) Tables 3 
to 6. frTaddition. the average absorbance 
was measured at 313.0 nm and at 366.0 
nm and these results are summarized in 
the following Table 1: 

Table i—Summary of Spectral and 
Photolysis Data for Chemical A 


Spectral Data 


* canter (nm) 

A* 

c^(M ’em 3 

297 5 

0 5904 

5904 

3000 

05414 

5414 

3025 

0 49*4 

4924 

3050 

0 4434 

4434 

307 5 

03810 

3810 

310-0 

03124 

3124 

3125 

0 2714 

2714 

3150 

02224 

2224 

3175 

02004 

2004 

3200 

01514 

1514 

323 » 

01310 

1310 

3301 

01030 

1030 

3400 

00645 

645 

3500 

00473 

473 

360 0 

00287 

287 

370 0 

00170 

170 

3600 

00085 

85 

3900 

00030 

30 

4000 

00010 

to 

4100 

00000 

0 

3130 

02610 

2610 

3660 

00185 

185 


Photolysis Data 


4 Center 

Summer 

Winter 

(nm) 

U* 


U* 

m i 

2975 

ei7(-5) 

04 

5491-7) 

00 

300 0 2 70( - 4); 

15 

5 13(-6) 

00 

3025 830(-4) 

4 1 

3021-5) 

02 

3050 

1961-3) 

87 

1 I9( -4) 

05 

3075 37R-3I 

143 

3381 -41 

13 

3100; 617(~3) 

193 

753(-4| 

24 

3125' 9071-3) 

246 

13*-31 

36 

3150 

1221-2) 

271 

2-221-3) 

49 

3175 

155( 2) 

31.1 

3191-3) 

64 

3200 l6?(-2) 

293 

423(-3) 

64 

3231 

3 35( 2) 

439 

82S1-3) 

108 

3300 

1»6(-1); 

119 5 

3 161 2) 

326 

34C.0 

1 46, -1) 

942 

43l(-2> 

276 

360.01 

1621-1) 

786 

4 981 -2) 

238 

3600 

17*1) 

514 

5661-2) 

16 3 

370 o! 

191(-f) 

325 

6221-2) 

106 

3800 

?94<-1) 

17-3 

6781-2) 

50 

3900 

1*31-1) 

58 

6 331-21 

19 

400 0 


28 

9 11(-2>| 

09 

4100 

384( -1) 

lu 

00 

,u~coa4 

00 

IcvU-156 2 


'TN* urvti oil nn »0* •nti+ro cm * The 

MCOnd mmbor r. toe co*jmn« tn parntoos* « mm pemmt of 
ten by too flrtt runtime <t 


From the Table 1 datu and Equation 25 
under paragraph (c)(l){i)(A)(7) of this 
section, the average molar absorptivity 
is 


Equation 28 
Ca« — lOW^r. 

From the average value of Aac at X 
center, the average molar absorptivity 
can be obtained from Equation 26 and 
these results are summarized in Table 1. 
Spectral Duta. In addition, using A v at 
313.0 and 366.0 nm in Equation 26, the 
molar absorptivity cau, and can be 
obtained and these values are also given 
in Table 1, Spectral Data. 

(2) Since the plant is located at 40.7 
degrees north latitude, the closest La 
values are at 40 degrees north latitude. 
These values are obtained from 
5 796.3700(c)(3) Table 5 and are 
summarized in Table 1. Photolysis Data 
under paragraph (c)(3)(ii)(A)(;) of this 
section for the summer and winter 
solstices. Using the data from Table 1. 
Photolysis Data under paragraph 
(c)(3)(ii)(A)( 7) of this section and 
Equations 16 and 17 under paragraph 
(a)(3)(ii](B)(6) of this section, the 
following results are obtained. 


Summer 

Winder totefe* 

<4, - l**.L. - 803 <tey» ' 

(L ttW-1 1 00 *6ay»- 

-I«vU- 158 days • 
(1 n)— -44*10 »<tey* 


Since the chemical transforms rapidly 
on the summer and winter solstices, it is 
necessary to determine the reaction 
quantum yield of chemical A in the 
laboratory using Procedure One and to 
obtain direct sunlight photolysis rates 
and half-lives in aqueous media during 
the summer and winter seasons. 

(B) Phase 2 Experiments —(7) 
Determination of the approximate rate 
constant of the test chemical. (/) 
Chemical A was dissolved directly in 
pure water and a homogeneous solution 
w as prepared. Analysis of duplicate 
samples indicated that the overage 
concentration was 5.00\10~ # M. Using 
the UV spectral data obtained, the 
absorbance at 313 nm in a one cm 
absorption cell containing a solution at 
a concentration of 5.00x10“* M was less 
than 0.02 (i.e., Am 3 <= 2010 (5.00x1O’^ 
(1.00) = 0.0131]. Hence, the test chemical 
solution in approximately 1 cm 
pathlength tubes was at low optical 
density. 

(iV) A series of tubes (13 x 100 mm), 
with an effective pathlength of 1.12 cm. 
were filled with the aqueous solution of 
test chemical and sealed. Since £») ( >c 
3<*c in Table 1 under paragraph 
(c)(3)(ii)(A) (7) of this section photolysis 
experiments were carried out at 313 nm 
in a PMGRR using the procedure 
described in paragraph (b)(2)(ii)(A) of 
this section. Duplicate photolyzed and 
control samples were removed 
periodically and analyzed for the 
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concentration of test chemical. At 
t=39.4 hours, the average concentration 
of photolyzed sample (CJ* was 
2.25 X10'‘M and the average 
concentration of control sample was 
4.99x 10’"M. Thus, approximately 55 
percent of the test chemical 
transformed. Since no loss of chemical 
was observed in the control sample, no 
adventitious processes occurred and the 
loss of chemical was only due to 
photolysis. Using Equation 3 under 
paragraph (a)(3](ti)(A](7) of this section 
and the data in this paragraph: 

Equation 29 

tn(5.00X 10' */2-2Sx 10 V lv(m4t 

= 0.0203 hours' *. 

( 2 ). Actinometry experiments, (/) 

Utilizing Equation 5 and the value of k** 
obtained in Equation 29. the half-life of 
the test chemical is then 

Eijuulkm JO 

(t. *i)c-0 683/04)203 - 34 1 hours. 

Since (ti /a)c > 12 hours, the PNAP/ 
PYR actinometer is required for the 
photolysis experiments. 

fir) Using Equation 18 under 
paragraph (a)(3){x)(A)( J)(//) of this 
section and the approximate rate 
constant from equation 29 under 
paragraph (c)(3)(ii)(B){/)(//) of this 
section, the concentration of pyridine 
needed to make the rate constant of the 
actinometer approximately equal to the 
rate constant of the test chemical is 
given below: 

Equation 31 

| PYR) ** 1.16 k„ l.lbtaoatt) 

|PYR|» 2.30X 10' 1 M 

An actinometer solution was then 
prepared according to the procedure 
given in paragraph (bJ(2)(ii)(B)(/) of this 
section and the concentration of 
pyridine was 2.38X10" *M. 'Hie 
concentration of PNAP was measured in 
duplicate and the average concentration 
(CJ was 0.900 xl0‘*M. Using UV 
spectral data, the absorbance at 313 nm 
in a one cm absorption cell containing 
an actinometer solution at a 
concentration of 0.900 y 10~* M was less 
than 0.02 (i,e.. Am.-(2056) 
(0.900x10-5) (1.00) = 0.0185). Hence, the 
actinometer solution in approximately 1 
cm pathlength tubes was at low optical 
density. 

(//7) A series of tubes, identical to 
those used in the test chemical 
photolysis experiments, were filled with 
the actinometer solution and sealed. The 
photolysis experiments were carried out 
in the same PMCRR at 313 nm using the 
procedure described in paragraph 
(b)(2)(ii)(B)(£) of this section. Duplicate 
photolyzed and control samples were 


periodically removed and analyzed for 
the concentration of PNAP. At 50.6 
hours, the average concentration of 
photolyzed sample (C,). was 0360x 10’ * 
M and the average concentration of the 
control sample was 0.900x10' 'M. Thus, 
approximately 60 percent of PNAP 
transformed. Since no loss of chemical 
was observed in the control sample, no 
adventitious processes occurred and the 
loss of chemical was only due to 
photolysis. Using equation 2 under 
paragraph (a)(3)(ii)(A)(7) of this section 
and the data: 

Equation 32 

!n(0.9QQx 10" s /0-360x 10 *) * k^ (50.61 
k*. =*0.0181 hours' *. 

Thus, at the molar concentration of 
pyridine given by equation 31. k„ is 
approximately the same as kp« (within 
± 50 percent). 

(C) Phase 3 Experiments. (7) A 
solution of test chemical was prepared 
according to the procedures described in 
paragraph (b)(2)(ii)(A)(2) of this section 
and the concentration (CJ f was 
measured in duplicate and the average 
concentration was found to be 
54Mxl0" g M. An actinometer solution 
(PN AP/PYR) was prepared according to 
the procedure described in paragraph 

(b) (2)(ii)(B)(7) of this section with a 
pryridine concentration of 2 3Bx 10' 3 M 
under Equation 31 in paragraph 

(c) (3)(B)(2)(/7) of this section. The 
average concentration of PNAP (Co), 
from duplicate samples was measured 
and found to be 9.00x 10 * \1. These 
solutions were placed in identical tubes 
(13 X100 mm), sealed, and photolyzed at 
313 nm in the PMCRR according to the 
procedure given in paragraph (b)(2)(iii) 
of this section. The average 
concentration of duplicate samples of 
test chemical test chemical control, 
actinometer (PNAP), and actinometer 
control obtained in this photolysis 
experiment is summarized in the 
following Table 2: 


Table 2—Photolysis Data for Test 
Chemical A and (PNAP/PYR) Actinometer 



AwKag* in) ctar-..,* 
concoifciiionxtO 4 

Av«r*o» PNAP 
concentration X 

Rwlo- 

> 

umptet 

Cor.tr oi* 

nm 

CcnPoN 

0 

500 

500 

900 

900 

12 

3W 

496 

7 24 

899 

24 

307 

500 

5 63 

8 98 

36 

2-41 

499 

4*9 

900 

46 

1 99 

496 

376 

696 

60 

1 48 

4» 

304 

• 69 

n 

1 16 

500 

244 

900 


(2H0 Since no significant loss of PNAP 
or test chemical was observed in the 
control samples, no adventitious 
processes occurred and the loss of lest 


chemical and PNAP was only due to 
photolysis. Utilizing the data in under 
paragraph (c)(3)(iitfC)f7) Table 2. of this 
section In (Co/C,) for the test chemical 
and actinometer solution can be 
calculated and the results are 
summarized in the following Table 3: 


Table 3—Photolysis Data for Test 
Chemical and Actinometer (PNAP/PYR) 


1 

rhowrul 

Tm cf*»*c4t 

Actmonwmar <Pf4AP) 

|C,L>10TV) 

WTVCJL 


NCVCjl 

0 

500 

0000 

9 00 

0 000 

>2 

392 

0243 

724 

02># 

24 

30/ 

0466 

663 

QA34 

36 

241 

0730 

460 

0662 

40 

199 

0973 

376 

0** 

OS 

1 46 

122 

304 

100 

72 

MS 

146 

244 

UI 


[ii\ The ratio of the rate constants 
(k*c/kpj is defined by equation 8 under 
paragraph (aH3)(ii)f A](2) of this section. 

lalCJCA-lk^/kUlntCJC,).. 

Utilizing all the data in paragraph 
(c)(3)(ii)(C)(.?)(/) Table 3 of this section 
including the time point t=0 and linear 
regression analysis, the slope is found to 
be 1.12 with a correlation coefficient of 
1.000. 

(///} The quantum yield of the PNAP/ 
PYR actinometer is given by equation 7 
under paragraph (a)(3HH)(A){3) of this 
section. 

aoioj IPYR). 

Since the pyridine concentration in the 
actinometer was 2.36 X 10‘ 3 M under 
Equation 31 in paragraph lc)(3)(B)(2){ •/) 
of this section, the quantum yield of the 
actinometer (tb.) is 3^9X10" 4 . 

(J) The reaction quantum yield of the 
lest chemical is given by Equation 1 
under paragraph fa)(3)(iiKA){/J of this 
section. 

The pertinent data are summarized a< 
follows: 

3.99X10"\ 12, 

€ Ac=2610, and «a* = 2058. Substituting 
these data in Equation 1 under 
paragraph (a)(3)(ii)(A)(7) of this section 
yields 

Equation 33 

- |1.12) (2058/2610) 13JW \10 1 
«*, 3.52 x 10 4 

(-7) The rate constants for direct 
photolysis of test chemical in aqueous 
media and the half-life for water bodi*** 
and clear sky conditions for the winter 
and summer seasons can be calculated 
as follows: The value* of Xo*lx hove 
been calculated for the summer and 
winter solstices under paragraph 
(c)(3Hii)(A)(7) Table 1. Photolysis Duf.i 
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of this section. For summer 2<a«La=603 
days ' h for winter 2 ca«Ia =156 days * *. 
The reaction quantum yield for chemical 
A is 3.52x10'•Equation 33 under 
paragraph (c)(3)(B)(J) of this section. 
Using these data in Equation 16 under 
paragraph (a)(3)(B)(d) of this section 
yields 

Equation 34 (summer) 

k M = 3.52 X10' 4 (603) = 0.213 days 1 

Equation 35 (winter) 

- 3.52 x 10" 4 (156)=0.0549 days’ •. 

These values can be substituted into 
equation 18 under paragraph 
(b)(l)(x)(A)(J)(/7) of this section to 
obtain the halfdives for these two 

seasons. 

Equation 36 (summer) 

I t»‘*L-0.693/0.213=3.3 days 
Equation 37 (winter) 

((.*>• ]<-0.093/0.0549^ 13 days 

These results are valid for clear sky 
conditions and at shallow depths in the 
Illinois River. . 

(4) Glossary of important symbols. 

X—Wuvelengih X. 

Aa—A bsorbance at wavelength X. 

F M —Fraction of light absorbed by the 
system at wavelength X. 

F c a—F raction of light absorbed by a 
chemical (c) at wavelength X. 
e\c—Molar absorptivity of a chemical 
(c) at wavelength X. 
eXa—Molar absorptivity of an 
actinometer (a) at wavelength X. 
aX—Absorption (or attenuation) 
coefficient of water at wavelength X. 
I—The light pathlength; the distance 
traveled by a beam of light passing 
through the system. 

6,-Reaction quantum yield of an 
aqueous solution of actinometer (a). 
6 t -Reactlorr quantum yield of an 
aqueous solution of chemical (c). 

—Sunlight reaction quantum yield of 
a chemical (c) in a water body in the 
environment. 

-d|C)/dt—Direct photolysis rate of 
chemical (c). 

k^c-Direct photolysis sunlight rate 
constant in a water body in the 
environment. 

*nw—Maximum direct photolysis 
rate constant in a water body in the 
environment. 

k,*—Direct photolysis rate constant of 
constant of chemical (c) in water 
measured in the laboratory. 

K *—Direct photolysis rate constant of 
actinometer (a) in water measured in 
the laboratory. 

k* A -Specific liglit absorption of a 
photoreactive chemical at low 
concentration and at wavelength X. 
k* Specific light absorption rate 
constant integrated over all 


wavelengths absorbed by the 
chemical. 

(b /a)c—-Half-life of a chemical (c) in 
water. 

(ts /s)a—Half-life of an actinometer (a) in 
water. 

ti /sc—Half-life of a chemical in a water 
body in sunlight in the environment. 

(ti —The minimum sunlight half- 

life of a chemical in a water body in 
sunlight in the environment. 
loA-The number of photons (or einsteins) 
of light of wavelength X in the system 
per cm 5 per second. 

Ix-The number of einsteins of light of 
wavelength X in the system per liter 
per hour (or second). 

La—S olar irradiance in a water body at 
shallow depths in the units milii 
einsteins per cm* per second. 

PYR—Pyridine. 

(PYRJ—Molar concentration of pyridine. 
PNAP—p-Nitroacetophenone. 

PNA—p-Nitroanisole. 
o-NB—o-Nitrobenzaldehyde 
PNAP/PYR—p-Nitroacetophenone- 
pyridine actinometer. 

PNA/PYR—p-Nitroanisole-pyridine 
actinometer. 

POB—Photochemical optical bench. 
PMGRR—Photochemical “Merry-Go- 
Round” Reactor. 

A r —Aperture in the PMGRR. 

(d) References. For additional 
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(2) Calvert. J.G. and Pitts. J.N. 
Photochemistry . (John Wiley and Sons. 
Inc., New York, New York. 1966). 

(3) de Mayo. P. and Shizuka. P. Ed. 
A.R. Ware, Measurement of Reaction 
Quantum Yields . ’‘Creation and 
Detection of the Excited State,” Vol. 4. 
(Marcel Dekker, Inc., New York. New 
York, 1976). 

(4) Dulin, D. and Mill T. 

"Development and Application of Solar 
Actinometer.” Environmental Science 
and Technology . 16:815 (1982). 

(5) Handbook of Chemistry and 
Physics. (The Chemical Rubber Co.. 
Cleveland. Ohio. 1983). 

(6) Hatchard. C.G. and Parker, C.A. ”A 
new sensitive chemical actinometer II. 
Potassium Ferrioxylate as a Standard 
Chemical Actinometer.” Proceedings of 
the Raya! Society of London. A 235:518 
(1956). 

(7) U.S. Environmental Protection 
Agency. Mill. T.. Davenport. J.E., Dulin, 
D.E.. Mabey. W.R.. and Bawol. R. 
Evaluation and Optimization of 
Photolysis Screening Protocols, EP A 
Report No. 560/5-81-003 (1981). 


(8) U.S. Environmental Protection 
Agency. Mill T., Mabey. W.R.. Hendry. 
D.G., Winterle. J., Davenport, J.E., 

Bdrich. V.. Dulin. D.. and Tse. D. Design 
and Validation of Screening and 
Detailed Methods for Environmental 
Processes, Final Report. (1982). 

(9) U.S. Environmental Protection 
Agency. Mill. T.. Mabey, W.R.. 
Bomberger, D.C., Chou T-W., Hendry. 
D.G.. and Smith. J.H. Laboratory 
Protocols for Evaluating the Fate of 
Organic Chemicals in Air and Water. 
EPA Report No. 600/3-02-022 (1902). 

(10) Murov, S.L Handbook of 
Photochemistry. (Marcel Dekker. Inc.. 
New York. New York. 1973). 

(11) Moses. F.C.. Liu, R.S.H., and 
Monroe, B.M. "The raerry-go-round 
quantum yield apparatus,” Molecular 
Photochemistry, 1:245 (1969). 

(12) Parker, C.A. ”A new sensitive 
chemical actinometer I. Some details 
with potassium ferrioxylate,” 

Proceeding of the Royal Society of 
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(13) Zepp, R-G. "Quantum yields for 
reaction of pollutants in dilute aqueous 
solution.” Environmental Science and 
Technology, 12:327 (1978). 

§ 796.3800 Gas phsso absorption spectra 
and photolysis. 

(a) Introduction —(1) Background and 
purpose. Numerous chemicals enter the 
atmosphere from a variety of sources. 
For example, chemicals enter the 
atmosphere as a result of the burning of 
coal, from the combustion of gasoline in 
cars and diesel fuel in trucks, and from 
the release of volatile organic chemicals 
during manufacture, processing, use. and 
disposal. Pesticides, applied from 
airplanes, enter the atmosphere directly 
and volatilize from soils and water 
bodies. Chemical pollutants present in 
the atmosphere can undergo 
photochemical transformation in the 
environment by direct photolysis in 
sunlight. Quantitative data in the form 
of rate constants and half-lives are 
needed to determine the importance of 
direct photolysis of pollutants in the 
atmosphere. This test method describes 
a first-tier screening level test method to 
estimate the maximum direct photolysis 
rate constant and minimum half-life of 
chemicals in the atmosphere in sunlight 
as a function of latitude and season of 
the year in the United States. 

(2) Definitions and units, (i) “Radiant 
energy.” or radiation, is defined as the 
energy traveling as a wave 
unaccompanied by transfer of matter. 
Examples include x-rays, visible light, 
ultraviolet light, radio waves, etc. 

(ii) "Absorbance (Aa)” is defined as 
the logarithm to the base 10 of the ratio 
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of the initial intensity (L) of a beam of 
radiant energy to the intensity (I) of the 
same beam after passage through a 
sample at a fixed wavelength X. Thus. 
Aa-!osk4U1). 

(iii) The “Beer-Lambert law" states 
that the absorbance of a chemical in the 
gas phase, at a fixed wavelength, is 
proportional to the thickness of the 
absorbing material (1). or the light 
pathlength. and the concentration of the 
absorbing species (C). 

(iv) “Cross section (ctaT ** defined as 
the proportionality constant in the Beer- 
Limber t law. Thus. Aa = cta* C/. where 
Aa is the absorbance. C is the 
concentration in molecules per cm 1 and l 
is the pathlength in cm. The units of the 
cross section cta* are cm 2 molecule' 
Numerical values of the cross section 
depend upon the nature of the absorbing 
species. 

(v) A “first order reaction" is defined 
as a reaction In which the rate of 
disappearance of a chemical is directly 
proportional to the concentration of the 
chemical and is not a function of the 
concentration of any other chemical 
present in the reaction mixture. 

(vi) The “half-life a chemical 

is defined as the time required for the 
concentration of the chemical being 
photolyzed to be reduced to one-half its 
initial value. 

(viij The “sunlight direct photolysis 
rate constant (kp*J“ is the first-order rate 
constant in the units of day' 1 and is a 
measure of the rate of disappearance of 
a chemical in the gas phase in sunlight. 

(viii) The “actinic solar irradiance in 
the atmosphere (Ja)" i* related to the 
sunlight intensity in the atmosphere and 
is proportional to the average light flux 
(in the units of photons cm” 7 day"*) that 
is available to cause photorcaction in 
the wavelength interval AX, centered at 
X. over a 24-hour day at a specific 
latitude and season date. It is the 
irradiance which would be measured by 
a weakly absorbing spherical 
actinometor exposed to direct solar 
radiation and sky radiation from all 
directions. 

(ix) “The Grotthus-Dniper law “ the 
first law* of photochemistry, states that 
only light w'hich is absorbed can be 
effective in producing a chemical 
transformation. 

(xj The “Stark-Einstein law." the 
second law of photochemistry, states 
that only one molecule is activated to an 
excited state per photon or quantum of 
light absorbed. 

(xi) The “reaction quantum yield (^a)" 
for an excited state process is defined as 
the fraction of absorbed light that 
results in photoreaction at a fixed 
w avelength X, It is the ratio of a number 
of molecules that pboforenct to the 


number of quanta of light absorbed or 
the ratio of the number of moles that 
photoreact to the number of einsteins of 
light absorbed at a fixed wavelength X. 

(xii) “Direct photolysis" is defined as 
the direct absorption of light by a 
chemical followed by a reaction which 
transforms the parent chemical into one 
or more products. 

(.1) /Principle of the test method, (i) For 
weak absorbance of a chemical in the 
atmosphere, the first-order direct 
photolysis rate constant, k^. is given by 
the equation 

Equation I 
k pt -2.30X^cr*lA. 

Where 6k is the reaction quantum yield; 
4 a is the cross section in the units cm 7 
molecule” 1 averaged over a wavelength 
interval AX. centered at X: Ja »the 
actinic solar irradiance in the units 
photons cm” 7 day”* averaged over the 
wavelength interval AX, centered at X; 
and the summation is taken over the 
range AX=290 to 800 nm. Ja is the solar 
actinic irradiance in the atmosphere 
under clear sky conditions and is a 
function of latitude and season of the 
year. 

(ii) Since this photolysis process is 
first-order, the half-life ft«. *) of a 
chemical is then given by 

Equation 2 

tiu-om/lu 

(iii) A simple first-tier screening test 
has been developed using Equation 1. 

As an approximation, it is assumed that 
the reaction quantum yield 6\ is equal to 
one. the maximum value. As a result the 
upper limit for the direct photolysis 
sunlight rate constant in the gas phase is 
obtained and Equation 1 becomes 

Equation 3 

Using Equation 3 in Equation 2. the 
lower limit for the half-life is then given 
by 

Equation 4 
(ti -0.003/ 

The cross section can be determined 
experimentally by the procedures 
outlined in paragraph (b) of this section 
and the values of Ja are given in Tables 
1 to 4 under paragraph (c)(3) of this 
section as a function of latitude and 
season of the year m the United States. 
These data can then be used in Equation 
3 to calculate |k pK } mM . Finally. tk»rL«, 
can be substituted in equation 4 to 
calculate [ti/il m m* 

(4) Applicability and specificity, (i) 
This test method is applicable to all 
chemicals which have UV*visib!e 
absorptions in the range 290 to 800 nm. 
Some chemicals only have absorptions 


below 290 nrn and consequently cannot 
undergo direct photolysis in sunlight 
(e.g.. chemicals such as alkanes, 
alkenes, alkynes, dienes, and 
fluoroalkanes). 

(ii) This test method is only applicable 
to pure chemicals and not to the 
technical grade. 

(iii) The first-tier screening test cun be 
employed to estimate (kp**> mu and (t, * 
}r> miD* If these data indicate that gas 
phase photolysis is an important process 
relative to other gas phase 
transformation processes (e.g.. oxidation 
with hydroxy] radicals or ozone), then it 
is recommended that an upper-tier 
photolysis test be carried out to 
determine the reaction quantum yield 
and thus obtain more precise 
environmentally relevant rate constants 
and half-lives in sunlight. The data 
obtained from this first-tier test method 
can be used to determine (k^ for a 
test chemical as a function of latitude 
and season of the year in the United 
States under clear sky conditions. These 
rate constants are in a form suitable for 
preliminary mathematical modeling for 
environmental fate of a test chemical. 

(b) Test procedures. The procedures 
outlined in this test method are bused on 
the method proposed by Mill el at. (1982) 
under paragraph (d)(1) of this section 
and developed by Pitts et al. (1981) 
under paragraph (d)(2) of this section. It 
is also recommended that $ 796.— 
Absorption in Aqueous Solution: 
Ultraviolet/Visible Spectra, be 
consulted for additional guidance. 

(1) Test conditions —(i) Ultraviolet - 
Visible Spectrophotometer. Although 
single-beam spectrophotometers may be 
used, recording double beam 
spectrophotometers are highly 
recommended. It is extremely important 
that the spectrophotometer be able to 
scan over the wavelength region 270 to 
800 nm and bave an absorbance 
sensitivity, at a signal/noise ratio of 
one, of approximately 0.001. It is 
important that the spectrophotometer be 
able to attain a 90 percent separation of 
two monochromatic spectral features 
approximately 4 nm apart, peak to peak 
(i.e.. the resolution should be at least 4 
nm). It is also desirable to have a 
spectrophotometer that can 
accommodate absorption cells of length 
> 10 cm. A Cary 219 UV-Visible 
Spectrophotometer, or an equivalent 
mode), is highly recommended. 

(ii) Vapor and Liquid A bsorption 
Cells . (A) Long pathlength cells are 
preferable: however, many commercial 
spectrophotometers will only accept 
absorption cells of 10 cm or less. A 
suitable vapor cell is depicted in the 
following Figure 1. 
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Figure 1—Gas absorption cell 



(B) A suitable vapor cell can be 
constructed as follows. The vapor cell 
should be constructed of Pyrex. 1 cm 
O D. and 10 cm in length* and be fitted 
with plane parallel quartz windows at 
each end. Tlie quartz windows can be 
conveniently attached to the Pyrex cell 
with vaccum tight epoxy resin (e.g.. 
Ton-Seal. Varian Associates) only 
applied to the outside surface. A Teflon 
stopcock (or a Pyrex V ring stopcock) 
should be connected to the cell and 
contain an M o"-ring joint. The ‘V-ring 


joint (e.g., #7 or #9, Kontes or Ace 
Glass) must match the one on the 
vacuum rack. Viton "o*’-rings are highly 
recommended and should be frequently 
inspected for signs of deterioration 
which would result in vacuum leaks. A 
matched reference cell is extremely 
useful but not essential. However, the 
sample and reference cells should be 
very similar. Small spectral differences 
between the cells can be compensated 
for by running a blank with the sample 
and reference cells in the 
spectrophotometer. The use of stopcock 
grease is not required with these cells 
and should be avoided. 

(C) A matched pair of liquid 
absorption cells is very desirable but is 
not essential. A pair of quartz ultraviolet 
absorption cells. 10 cm in length, and 
containing ground glass or Teflon 
stoppers arc recommended. These liquid 
absorption cells are readily available 
commercially. 

(iii) Vacuum Gas Handling System . A 
suitable gas handling system is shown 
diagramatically in the following Figure 2 
and should be constructed completely 
with Pyrex glass. 


f 
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Figure 2—Schematic of gas handling vacuum rack 


O RING 


PINCH CLAMP 



VENTED EXHAUST 


A ROTARY PUMP 

B RUBBER TUBING (THICK WALLED) 
C DIFFUSION PUMP 
D TRAP AT LIQUID NITROGEN 
TEMPERATURE 
E #7 OR 9 0 RING JOINTS 
F MOLECULAR SIEVE 4A TRAP 
G CAPACITANCE MANOMETER 
H THERMOCOUPLE GAUGE 
I IONIZATION GAUGE 
J LIQUID RESERVOIR 
K GAS ABSORPTION CELL 


(J?) 04 OR 0 5mm 
STOPCOCKS 


0 8 OR 0 10mm 
STOPCOCKS 


The components of the gas handling 
system are discussed below. The use of 
stopcock grease is not required and 
should be avoided. 

(A) Vacuum Pumping System, (7) In 
order to achieve a good vacuum, i e., 
pressures <10"*torr (1.3XlO" 4 kPa), 
two pumps are required. The forepump 
(A) must be capable of achieving a 
pressure <0.05 torr (0.0065 kPa). A 
rotary pump (e.g.. a Welch Model 1402 
Duo-Seal or an equivalent mode!) is 
recommended. The forepump can be 
attached to the vacuum system by 
means of heavy-walled rubber vacuum 
tubing (B), or any flexible vacuum 
tubing. The exhaust from this pump 
should be vented into a hood. 

\2) The second pump, a high vacuum 
model, should be a multistage oil 
diffusion pump (C) (e.g., a Consolidated 
Vacuum Corp. VMF-10 or VMF-20 or an 
equivalent model). The pump fluid 
should be a silicone oil with a room 


temperature vapor pressure of OO 4 torr 
(1.3xt0“ 7 kPa) (e.g.. Dow-Coming D.C. 
702 or 703, or an equivalent grade). 

(J) It is extremely important that the 
pumping system contain a trap (D) 
cooled with liquid nitrogen. The cone 
and socket joint on this trap can be 
conveniently sealed with Apiezon W 
wax. or an equivalent grade. This wax 
requires only gentle heating to apply 
and makes an effective vacuum seal. It 
is possible that a few test chemicals 
could dissolve Apiezon W wax. In this 
case, an inert silicone grease may be 
used to seal the trap. 

(B) Vacuum RqcL The recommended 
vacuum rack assembly is depicted in 
Figure 2 under paragraph (b)(1)(iii) of 
this section. All stopcocks should be of 
Teflon with Viton *'o"-ringa [Kontes K- 
826500 or K-826510 scries or equivalent 
grades (or Pyrex "o M ring stopcocks)). 
The 44 o"-ring joints (E) [*7 or * 9 ] must 
be compatible with those on the gas 


absorption cell (K) or on the liquid 
reservoir (J). These "o"-ring joints 
should be clamped by pinch clamps with 
a screw lock device (e.g.. Thomas #18A, 
or an equivalent grade). 

(C) Pressure Gauges . Three pressure 
gauges are required: 

(7) An ionization gauge to measure 
high vacuum (<10~ a torr (1.3x10"* 
kPa)|. 

[2) A thermocouple gauge to monitor 
the pressure in the range 10' J to 1 ton* 
(1.3X10"* to 0.13 kPa). A convenient 
pressure monitoring system which 
contains ionization and thermocouple 
gauges is a Consolidated Vacuum Corp. 
Model GIC-300A or an equivalent 
model. 

(J) A pressure gauge to monitor the 
pressure of the test chemical and diluent 
in the range 0.01 to 760 torr (0.0013 to 
101.3 kPa); for example, an MKS 
Barafron 310 BH5>-1000 with the 
associated 170“6C electronics unit and a 
digital readout or an equivalent model. 
While this vacuum gauge exhibits a 
slow zero drift, it can be readily 
rezeroed using the ionization gauge, i.e., 
when the ionization gauge reads 
approximately 10"* torr (0.00013 kPa) or 
less. 

(2) Operation of the Gas Handling 
System. Since there are a wide variety 
of procedures available for operating a 
gas handling system, the method used is 
left to the discretion of the tester. For 
those testers who do not have 
experience in handling a vacuum 
system, the detailed procedure 
described in paragraph (c)(5) of this 
section is highly recommended. 

(3) Preparation of samples —(i) 
Preparation of the Gas Phase Test 
Chemical Sample: Preliminary Steps . 
(A) If the test chemical is a gas at room 
temperature, then attach the gas 
container to the **o**-ring at the point 
where the liquid reservoir (|) is placed 
Close stopcocks 2 and 3 and open 4. 
Pump until the pressure is less than 10 * 
torr (1.3X10"* kPa) as read on 
thermocouple gauge (Ha). Then open 
stopcocks 2 and 3 and close 4 and pump 
until the pressure is less than 10‘ 4 ton 
(1.3xlO’ 4 kPa) as read on the ionization 
gauge (I). 

(B) If the test chemical is a liquid at 
room temperature, add a few cm 1 of 
liquid to a reservoir tube (J), sealed at 
one end and containing an O o*'-ring at 
the other end. and connect the tube via 
the **o"-ring to stopcock 6. Freeze the 
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simple with a Dewar containing liquid 
nitrogen, close stopcocks 2 and 3 and 
c>f*?n 4 and 6. Degas the test chemical by 
allowing it to warm up to the liquid 
slate, briefly degas, and refreeze the 
liquid. Repeat this process three or more 
times until the evolution of gas bubbles 
ceases upon thawing. Freeze the liquid, 
open stopcocks 2 and 3 and close 4. 
Ihrnip until the pressure is Jess thun 10 4 
U>rr(t.3X10' , kPa) as indicated by the 
ionization gauge (I). Close stopcock 6. 

lit) Introduction of the lest chemical 
into the Gas Absorption Cell (A) For 
introduction of the test chemical into the 
gas absorption cell, close stopcocks 5. 7 
and 10. with 9 and 11 open. If the test 
chemical is a gas. then stopcock 6 
should be opened and the gns container 
valve is gradually opened to admit the 
gas into the gas handling manifold and 
gas absolution cell until the desired 
pressure is attained, ns read on the 
capacitance manometer (CJ. Close the 
gas container valve and stopcock 6 and 
allow approximately 5 minutes before 
the final pressure at (GJ is read. If the 
pressure has no! stabilized in 
approximately 5 minutes, allow the cell 
to condition for several hours before the 
final pressure at (G) is read 

(B) For a liquid chemical in the 
reservoir (|J. which has been degassed 
;<nd is at liquid nitrogen temperature, the 
liquid nitrogen Dewar should be 
removed and stopcock 6 opened. The 
cold liquid in the reservoir (J| is allowed 
to warm up until the required pressure is 
attained, as read by the capacitance 
manometer (G). Close stopcock 6 and 
cool the reservoir again with liquid 
nitrogen and allow approximately 5 
minutes before the final pressure at (GJ 
is read. If the pressure has not stabilized 
in approximately 5 minutes, allow the 
cell to condition for several hours before 
the final pressure at (G) i 9 read. 

(C) With stopcocks 6> 8 and 11 closed 
and 5, 7,9, and 10 open, the gas handling 
manifold is evacuated as described 
previously to a pressure less than 10" * 
torr [Ux 10"*kPa). Stopcocks 5 and 10 
are then closed and ultra-high purity air 
from a cylinder is admitted into the gas 
handling manifold via stopcock 8 and 
through the trap (F) containing 
Molecular Sieve 4A. When the manifold 
is at one atmosphere pressure, as 
measured by pressure gauge (C), 
stopcock 11 is briefly opened to pressure 
the gas absorption cell to one 
atmosphere, and then closed. Stopcocks 
6 and 9 are closed and the gas handling 
ftystem is evacuated as described 
previously. The gas absorption cell can 
then be removed from |E) and covered 

to avoid photolysis. 


(D) Based on the pressure P of the test 
chemical, as measured by gauge (G). the 
concentration of the gas sample is 

Equation 5 

C (molecule* cm *) 9.B57x 10 1 * P|torrjfn K) 
Equation 5a 

C {molecule* cm *) 1 787 x 10 ,B PfkP»)/TfK|. 

ivhere T is the room temperature in *K. 
which should be routinely monitored 
with a thermometer. 

(E) The recommended pressure of the 
test chemical should be in the range 1-5 
torr (0.13-0.65 kPa) where the Beer- 
Lambert law is obeyed. A final chock on 
whether the test chemical obeys the 
Beer-Lamb^rI law can be accomplished 
by demonstrating the constancy of the 
cross section at three partial pressures 
differing by a factor of 10. 

(iii) Preparation of solution phase test 
chemical sample. (AJ If the properties of 
the test chemical (i.e„ small cross 
sections, low vapor pressure) are such 
that the maximum absorbance 
obtainable is one-tenth of the most 
sensitive spectrophotometer scale or 
less (i.e..\0.001 absorbance), a solution* 
phase study should be undertaken. The 
most sensitive scale may be limited by 
inherent spectrophotometer noise. For 
example, a given spectrophotometer’s 
most sensitive scale is 0.00 to 0.10 
absorbance units. Therefore, a test 
chemical for which the product of its 
maximum cross section and its 
concentration is less than 0.001 (in a 10 
cm cel!) could not be analyzed in the 
vapor phase with this particular 
spectrophotometer. 

(B) The following spectroscopic grade 
chemicals are recommended to prepare 
solutions: chloroform, /j-hexane, 
acetonitrile, and cyclohexane. Solutions 
of up to 10 percent by volume of test 
chemical can be prepared in one of 
these solvents In the standard manner 

(C) The concentration of the test 
chemical is given by the equations 

Equation 6 

C (molecules cm _, ) = 6/)22 X t0°m*ss (gm*)/ 

FW(V«| 

Equation 6a 

C (molecules cm V 8X122 X 10 w Xjti ?W 

(VJ. 

where V* is the volume of test chemical 
delivered into n volume V d of solvent in 
cm* FW is the formula weight of the test 
chemical in gms, and p is the density of 
the test chemical in gms cnr*at the 
room temperature the solution was 
prepared. 

(4) Procedure for obtaining the 
spectrum 

As a general guide to obtaining uv- 
visible absorption spectra, the 


procedures outlined in § 796.1050 
Absorption in Aqueous Solution: 
Ultraviolet /Visible Spectra, are highly 
recommended. Since the method 
presented in this procedure was 
developed by Pitts et al. (1961). it is 
highly recommended that this report be 
consulted for further details. 

(i) Determination of the cell 
palhfongth. The method for determining 
the cell pathlcngth of gas or liquid cells 
is left to the discretion of the tester. 

I lowever, the method listed in 
§ 796.1050, using one of their reference 
compounds. Is highly recommended. 

(ii) Gas Phase Spectrum. Measure the 
absorbance of the test chemical in 
duplicate relative to a matched cell 
Tilled with ultra-high purity air from the 
same cylinder similarly passed through 
trap (F) containing the molecular sieve. 
The absorbance should be measured at 
wavelengths X >280 nm using minimum 
slil widths. Record, in duplicate, the 
baseline when both the same reference 
cells are Tilled with high purity air dried 
through the molecular sieve and at the 
same settings as used For the lest 
chemical sample. These data will be 
used to calculate the cross section, or 

at the appropriate wavelength intervals, 
centered at wavelength X. listed in 
Tables 1 through 4. under paragraph 
(c)(3) of this section. 

(iii) Solution Phase Spectrum. (AJ 
Measure the absorbance of the test 
chemical in duplicate relative to a 
matched cell containing the solvent. The 
absorbance should be measured for 
wavelengths X >280 nm using the 
minimum slit widths. Record, in 
duplicate, the baseline when both the 
sample and reference cells are filled 
with the solvents. These data will be 
used to calculate the cross sections. cr \, 
for the appropriate wavelength 
intervals, centered at X, listed in Tables 

1 through 4 under paragraph (c)(3) of this 
section. 

(B) The concentration of the test 
chemical should be in the range where 
the Bcer-1 .amber! law is obeyed. A 
check on whether the test chemical 
obeys this law can be accomplished by 
demonstrating the constancy of the 
cross section at 3 concentrations 
differing by a factor of 10. 

(c) Data and reporting —(1) Treatment 
of results— (i) Determination of the 
cross section from the Gas Phase 
Spectrum. (A) The cross section, ax. can 
be determined from the gas phase 
absorption spectrum and the Beer 
Lambert law in the form 

Equation 7 
ax'^KjQl 
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where Aa is the absorbance at 
wavelength a. centered in the 
wavelength interval AX. C is the 
concentration of test chemical in 
molecules cm "\ and / is the cell 
puthlength in cm. The cross section of 
the test chemical should be determined 
for the wavelength intervals listed in 
Tables 1 through 4 under paragraph 
(c)(3) of this section. 

(B) There are at least three 
nondestructive methods of determining 
the absorbance over a specified 
wavelength interval: Estimation, square 
counting, and planimetry. For many 
spectra, estimating an average 
absorbance over a small wavelength 
interval is sufficient to yield accurate 
results. However, for spectra containing 
rapidly changing absorptions and 
complex fine structure, square counting 
or planimetry should be used. These two 
methods require the integration of a 
definite region (in Ax x nm) followed by 
division by the width of the region in nm 
to obtain absorbance. The method using 
a compensating polar planimeter is the 
most accurate and Is highly 
recommended. The absorbance should 
be obtained from the average of three 
tracings. 

(ii) Determination of the gross section 
from the Solution Phase Spectrum. The 
cross section, c r\, can be determined 
from the solution phase spectrum using 
equation 7 for ihe wavelength intervals 
listed in Tables 1 through 4 under 
paragraph (c)(3) of this section. For 
solution spectra, estimating an average 
absorbance over the wavelength 
intervals is sufficient to yield accurate 
results. 

(iii) Estimation of the maximum direct 
photolysis rate constant and minimum 


half-life in the gas phase. (A) Using the 
cross sections obtained from the spectra 
and the values of Jx from Tables 1-4 
under paragraph (c)(3) of this section, 
the maximum direct photolysis rate 
constant (kp*;) mM can be calculated at a 
specific latitude and season for the year 
using equation 3. The minimum half-life, 
(ti / 3 s)mk»» can be calculated using this 
(kpidiMA in equation 4. 

(B) An example is presented in under 
paragraph (c)(4) of this section, to 
illustrate how the test data obtained in 
this section can be used. 

(2) Test data report . (i) Submit the 
original chart, or photocopy, containing 
a plot of absorbance vs. wavelength plus 
the baseline. Spectra should include a 
readable wavelength scale, preferably 
marked at 10 nm intervals. Each 
spectrum should be clearly marked. 

(ii) Gas Phase Spectra. (A) Report the 
pressure of the test chemical in torr (or 
kPa). the concentration in molecules 
cm" 1 , and the pathlength of the sample 
cell in cm. Describe the method used to 
determine the pathlength and report the 
experimental data. 

(B) Report the wavelength X, the 
wavelength interval for each 10 nm over 
the region of absorption, the value of the 
absorbance (Ax) for each replicate, the 
mean absorbance, and the mean cross 
section in cm*molecule 

(C) Report the estimated maximum 
direct photolysis rate constant in days" 1 
and the corresponding minimum half-life 
in days at 20*. 30\ 40*. and 50* north 
latitude for the summer and winter 
solstices. 

(iii) Solution Phase Spectra. (A) 

Report the concentration of the test 
chemical in molecules cm" 1 , the type of 
cel) used (quartz or borosilicate). and 

Table Values at 20 # N latitude 


the pathlength in cm. Describe the 
method used to determine the 
pathlength and report the experimental 
results. 

(B) Report the identity of the solvent. 

(C) Report the wavelength X. the 
wavelength interval over the region of 
absorption, the value of the absorbance 
(Aa) of each replicate, the mean 
absorbance, and the mean cross section 
(<r'x) in cm* molecule" *, 

(D) Report the estimated maximum 
direct photolysis rate constant in days "* 
and the corresponding minimum half-life 
in days at 20*. 30\ 40*. and 50 # north 
latitude for the summer and winter 
solstices. 

(iv) Report the name, structure, and 
purity of the test chemical. 

(v) Submit a recent spectrum on 
appropriate reference chemicals for 
photometric and wavelength accuracy. 

(vi) Report the name and model of the 
spectrophotometer used. 

(vii) Report the various control 
settings employed with the 
spectrophotometer. These might include 
scan speed, slit width, given, etc. 

(viii) Report anything unusual about 
the test; e.g., if the Beer-Lambert law is 
not obeyed at a pressure of 1 to 5 ton* 
(013 to 0.65 kPa), report the pressure at 
which the deviation was overcome and 
the experimental data. If the Beer- 
Lambert law is not obeyed in solution at 
high concentrations, report the 
concentration at which the deviation 
was overcome and the experimental 
data. 

(ix) Report any other relevant 
information. 

(3) Tables of solar irradiance . 
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Table 1—Values at 20 *N Latituoe—C ontinued 
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Table 2--J* Values at 30* N Latitude 


Wavetong* canto* • 


290_ 

300 

310. 

320_ 

330— 


340 _ 

350— 

360- 

370- 

380 

390. _ 

400- 

410- 

420- 

430- 

440.. 
4»- 
480- 
4?0- 

480.. . 

490.. 

500.. . 
510- 
520 
630- 

540.. .. 
550 
560- 
570- 
580- 


600 ^ 
610 - 
620 

630.. ., 

640.. , 

660., 
660. 
670_ 
680 
690 ^ 
7t»_ 
710.« 
720- 
730. 
740- 
750 
760 
770- 
780- 
790. 
800 - 


S»*nma* 

aots&ee* 

Equtxh* 

W»mar 

loii&ea* 

Wa%a«angtn camar* 

00000788 

000000203 

0000000213 

290___ 

00631 

0 0457 

000635 

300 

1 14 

0 787 

0800 

310 

284 

213 

1.06 

320 —,_„ 

502 

368 

213 

330 

5 49 

430 

248 

340 

626 

468 

269 

350 

6 49 

5 15 

3 10 

360. .. 

609 

6 45 

395 

370 _ _,_ 

790 

625 

395 

380 ....._ 

612 

653 

4.12 

390 

111 

6 97 

573 

406 _ 

14,1 

11.4 

737 

410-- .. 

147 

12 

781 

420 

149 

12.2 

600 

430.. .. . 

163 

13 5 

894 

440 __ 

190 

155 

104 

460 

206 

166 

113 

460 

212 

173 

11 7 

470_ 

21.5 

17 6 

119 

460. - .. i 

215 

17.7 

120 

490 __ 

219 

180 

122 

SOD 

221 

181 

123 

510 

221 

161 

124 

520 

223 

163 

125 

630 

221 

182 

124 

540 

221 

161 

124 

550 

226 

163 

125 

560 

22 6 

166 

127 

570 

231 

190 

130 

560 

233 

192 

132 

590 

235 

193 

13.3 

600 

237 

195 

13 4 

610 

236 

193 

136 

670 

236 

192 

13 7 

630 

242 

196 

140 

640 __, 

247 

204 

142 

650.. . _ 

251 

207 

14 4 

MO 

254 

210 

14 7 

670 . . 

254 

210 

14 7 

660 

254 

210 

146 

600 

253 

210 

148 

700 

252 

206 

14.7 

710 

250 

207 

146 

720 - _ . 

249 

206 

146 

730 . 

24.7 

205 

145 

740 

246 

204 

145 

750 _ 

24 4 

203 

144 

760 ... 

24 3 

201 

14 3 

770 

24 1 

200 

14 3 

790 

240 

199 

142 

790 

236 

198 

142 

600 


Spnngor 




a*g.* 


•vg* 


k mil 
cantor* 


0000000457 

00000352 

00206 

00704 

0460 

102 

1 47 

260 

261 

462 

3 19 

506 

366 

574 

391 

602 

494 

751 

4 91 

737 

506 

7 55 

702 

104 

699 

132 

946 

137 

966 

139 

106 

164 

12.4 

176 

13 5 

192 

138 

196 

142 

201 

143 

201 

14 5 

205 

146 

206 

142 

207 

148 

209 

147 

206 

147 

206 

146 

208 

151 

21.1 

154 

216 

156 

213 

157 

220 

156 

221 

15 9 

221 

t60 

221 

163 

226 

167 

231 

169 

235 

172 

236 

172 

236 

173 

233 

173 

237 

172 

233 

•7.1 

234 

170 

233 

169 

232 

168 

230 

16 6 

228 

16 7 

22.7 

166 

223 

16 5 

225 

16 4 

223 


290 

300 

310 

320 

330 

350 

360 

370 

360 

390 

400 

410 

420 

430 

440 

450 

460 

470 

460 

490 

500 

510 

520 

530 

540 

560 

560 

570 

560 

590 

600 

610 

620 

630 

640 

650 

660 

670 

660 

690 

700 

710 

720 

730 

740 

750 

760 

770 

760 

790 

800 

















































































































































































































































39318 Federal Register / VoL 50* No. 188 / Friday. September 27. 1985 / Rules and Regulations 


•J» value* are m unit gt I0’*photorta cm 'day ♦. 

* VV 0 v#*t **jt!> ntravala are u nAemly 10 nm wide, eitenOng Horn % ran Ijwra than tho conic* w e rHmqth to 5 ran frghra. Thu* tfv Artt mtorvaH centra*) on ?00 ntaotfl from 205- ;*95 ran 


Table 3—J* Values at 4tr N Latitude 


Wavelength confer • 

Summer 

f-qunov* 

W.rrtra lOtsBcr « 

Wave**** centra * 

Fa 6 or ramra 
avo * 

Spring or 

avg- 

19am 

300 

0 0000136 

0000000121 

0000000000615 

290. ..__ 

00001000914 

0 00000349 

290 

300.. „ . 

0 0760 

00263 

000145 

300 . 

0 00939 

0 0567 

300 

3t0. 

1 12 

0616 

0 132 

3 tO. . —. 

0296 

0 640 

3TO 

1?0 . 

2 67 

1 61 

0591 

320 . .. -. 

f 04 

246 

370 

330 

5 H 

341 

I 31 

330 . .. - 

290 

4 46 

330 

3i0 .. 

562 

363 

l 56 

340 

243 

4,77 

340 

390 

636 

4 39 

t 06 

640 

284 

5*4 

350 

300 

6 61 

4 66 

206 

360..... .. ..... 

306 

593 

390 

370 

632 

5.66 

264 

370... 

399 

749 

370 

330 .. 

617 

360 

267 

300..- . 

369 

730 

390 

300 

637 

599 * 

262 

<40 . 

406 

760 

390 

400 

11 5 

026 

397 

400 . 

564 

103 

400 

410 

146 

103 

315 

410. . -. ... 

726 

tat 

410 

430 . 

15.2 

11 1 

551 

420 . . . 

766 

136 

470 

430 

153 

11 3 

669 

430 

799 

154 

430 

440 

17 1 

125 

641 

440 , . -. .... 

992 

179 

440 

490 

167 

MS 

7 47 

450 

102 

162 

450 

400 

21 3 

157 

6 16 

460... ....... . 

11 1 

169 

460 

470 _ 

22 0 

162 

651 

470 . .. . 

116 

rot 

4>0 

460 

721 

165 

674 

460. 

116 

202 

460 

490 

223 

166 

663 

490 . 

11 6 

206 

490 

500 

22 1 

16 9 

696 

500 . . 

12 1 

207 

500 

510 

229 

170 

607 

510. .- _ ... 

122 

266 

5M7 

WO 

229 

17 0 

9 14 

520-.. . .. .. 

♦23 

MO 

520 

530 

232 

17.2 

924 

530 . 

124 

210 

530 

540 

230 

17 1 

618 

540 . 

12.3 

299 

540 

550 

229 

17 0 

615 


123 

207 

550 

560 

22 1 

173 

9 23 

660 

124 

206 

560 

970 

235 

174 

636 

S? 6 . ... . 

126 

21 2 

570 

560 

24 0 

176 

962 

580. 

129 

216 

500 

590 

242 

160 

9 76 

590. ... .... . 

13 1 

216 

590 

600 

244 

16 2 

9 95 


132 

221 

900 

610 

24 6 

16 3 

993 

6 *> 

132 

222 

610 

620 

24 5 

163 

102 


134 

222 

620 

630 

245 

251 

16.3 

102 

630— ... . . 

136 

221 

ex 

640 

19 9 

105 

640 

139 

227 

640 

em*.—.. 

650 

1 25 7 

162 

10-7 

650. 

14 1 

233 

650 

0*30 

261 

165 

106 

660.. 

143 

236 

680 

670 

264 

19 9 

11 t 

6*0 . 

145 

74 0 

670 

€60 

263 

169 

11 1 

680 

14 6 

2>0 

680 

690 

264 

166 

112 

690 

146 

240 

<90 

700 

264 

166 

113 

700 

14.7 

240 

700 

710 

262 

169 

112 

710- -. - ■ • _ 

146 

236 

710 

720 

261 

167 

112 

720.. . . 

14.6 

217 

no 

730 

256 

166 

112 

730 ...... . ..... 

14 6 

215 

770 

740 

256 

165 

11.2 

740 . . ... . 

145 

234 

740 

750 

25 6 

194 

112 

750 .. . -. . 

144 

233 

no 

760 

255 

163 

112 

Mfl * -m- - -, 

14 4 

231 

760 

770 

253 

192 

113 

770 

143 

230 

770 

790 

252 

161 

113 

790 .... .. 

143 

224 

760 

790 

250 

190 

112 

790 

142 

227 

790 

arm 

246 

i 66 

113 

600 

14 1 

22.6 

600 









• L value* arc m «r*ta ol 10 '• pho*x» cm • ear * . _ .._— _ _ 

* Wawtfangfh otcra*la ar« unOcvmly fOran mde. avtenang horn 5 nm tenor than »i* era** waretang* fe 5 nm hg*m t Nj*. the M interval c o raarotf on 290 mfcmc* hem 295-^ nm 


Table 4—J A Values at 50* N. Latitude 


A avoamg^h centra * 

Summer 

aoiaace* 

Samoa* 

If 

* 

Aave vngm oranra * 

Fa* or venter 

•vg • 

Spnngra 

ww« 

•vg • 

5 : 

290 

OjOOOOO>95 

0 00(7700200 

00000000112 

260 . - -.- 

00000000361 

000000152 

290 

1 VI 

00635 

00140 

00000661 

300 .. 

000296 

00411 

TOO 

310 

t 05 

0423 

0121 

310. 

0 »47 

C0>© 

318 

320 

291 

ut 

0-214 

320 

0610 

226 

326 

XfO 

510 

279 

0.556 

330 

1 X 

421 

3X 

340 

564 

118 

0.711 

340 

156 

473 

340 

350 

641 

170 

0964 

350 

196 

540 

340 

360 

6 75 

166 

0951 

360 .. 

204 

571 

360 

3?0 

64ft 

503 

125 

370 - ..-.. 

291 

716 

370 

380 

832 

501 

129 

300. _ . 

266 

7.06 

390 

300 

956 

521 

137 

360 

290 

731 

360 

400 

118 

722 

166 

400 

393 

101 

400 

410 

ISO 

9 27 

257 

410. - .. .—-. 

509 

♦26 

410 

4/0 

157 

679 

279 

420 

5 45 

♦15 

420 

43 Q____...__ 

156 

110 

292 

4X .. 

592 

117 

430 

440 

176 

It 2 

313 

'440 ... 

633 

162 

440 

4$0 

203 

129 

192 

450 

7 37 

176 

450 

460 

270 

140 

All 

460 - . .. ... 

605 

%90 

400 

470 

72 7 

IAS 

454 

470 _ 

640 

18 7 

470 

480 

211 

14 9 

470 

490. .., 

862 

200 

460 

JOft 

211 

150 

A 78 

490 . 

9 72 

301 

490 

SCO 

235 

152 

480 

600 .. . .. 

667 

204 

500 

S10 

217 

153 

494 

510 ^ 

900 

206 

510 

$pQ 

239 

ISA 

490 

520 .. .- 

903 

206 

520 

530 -— — 

240 

156 

506 

530... . ... 

612 

206 

530 
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Table 4—j* Values at 50* N. Latitude—Continued 


Sunvnar 


EQulncw* 


Fai or winter 

Scnngor 


•*9 • 

SUflVTtef 


907 

207 * 

540 

905 

206 

550 

911 

206 

560 

029 

211 

570 

950 

216 

580 

966 

216 

590 

973 

220 

6 C0 

960 

221 

610 

996 

221 

620 

101 

221 

630 

104 

227 

640 

106 

233 

65© 

106 

236 

660 

110 

240 

670 

no 

24.0 

660 

ii i 

240 

690 

112 

240 

700 

112 

299 

710 

112 

236 

720 

112 

236 

730 

112 

23 5 

740 

11.1 

234 

750 

11.1 

233 

760 

11 1 

231 

770 

11.1 

230 

760 

no 

229 

790 

110 

228 

600 


560- 

500 

570- 

560- 

590- 

eoo. 

eto- 

620.. 

630- 


MO 

600 

670- 


TOO-. 
710_, 

720— 
730— 
740. 
750 
700- 
770— 
700_ 
790 _ 
800— 


23 8 
237 

24 0 . 
243 
248 
251 

253 
25$ 

254 

253 

260 

267 
27 1 
27 5 
27 5 
27.5 
27.5 
27.3 
272 
27 0 
269 
267 
266 
264 
203 
261 
260 


15.5 

154 

15.5 

156 

161 

164 

165 

166 
166 
170 
173 
176 
176 
161 
162 
162 
112 
16 1 
161 
160 
179 
176 
176 
17.7 
176 
175 
17 4 


5.02 

561 

504 

611 

5.27 

536 

542 

547 

561 

577 

563 

510 

624 

639 

8.47 

656 

664 

667 

672 

575 

576 
582 
662 
662 
662 
690 
660 


56© . 
570 . 
580. 
590 


610... 


670 


690... 
700 ... 

710. 

720. 

730. 

740 

750 

780 

770— 

760. 

790._ 


•J» «a-uos are ,n ur»t» of 10'* photon® cm'ctey 

trterv** turn tstfo m+, 10 nm mk*. 


mitmnfag tom 5 om to mm trwn Ute aenter to 5 nm ftgfter Thu*, th# 6n* e»torval crewed on 290 extend* from 265-295 nm. 


14) Example of application of 
methodology, (i) Consider a chemical 
plant located in Freeport. Texas, which 
produces acrolein [CH 3 = CHCHO] 
continuously every day of the year. 
Despite the fact that all acrolein wastes, 
including vented vapors, are treated in a 


waste-treatment plant, some acrolein 
escapes into the atmosphere. The 
chemical plant is located at 29* north 
latitude. Estimate the maximum sunlight 
direct photolysis rate constant and the 
corresponding minimum half-life in the 
atmosphere in the vicinity of the plant 


for the winter and summer season 
solstices under clear sky conditions. 

(ii) The vapor phase spectrum of 
acrolein was obtained by the procedure 
outlined in this test method and is 
depicted in the following Figure 3: 


figure 3.—Gas phase absorption spectrum of acrolein 



X (nm) 


The spectral data were taken from the 
work of Pitts et al. (1981) under 
Paragraph (d)(2) or this section. 

The pathlength of the sample gas 
*ih$orption cell was measured according 
to the recommended procedure and was 


found to be 9.98 cm. The gas absorption 
cell contained 6.52X10 1 *molecules cm* 5 
of acrolein. A compensating polar 
planimeter was used to integrate each 
10 nm interval throughout the region of 
absorption from 285 nm to 425 nm in 


both the sample and blank spectra, 
Based on triplicate measurements, one 
square, corresponding to 0.001 
absorbance units (A), was found to be 
0.148 vernier units (v.u.). The mean 
absorbance (A*) was obtained from 
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these spectra and the mean cros9 * 
section (ct'a) was obtained using 
Equation 7 under paragraph (c)(l](i)( A) 
of this section for each wavelength 
interval, centered at X. All the results 
are summarized in the following Table 5: 

Table 5—Absorbance ano Cross Section 
for Acrocein Vapor 1 


WMtamgt* X (nmfl 

W«v* 

length 

mtorvtf 

Cnro) 

Maan 

•baor 

tme* 

fAA) 

Main crow 
•action <r j 
*ro' 

rooMctM 5 

290 .. 

285-296 

00037 

saoxio* 1 


205-306 

00066 

1 01x10 » 


305-3»5 

00*04 

160x10-* 


3l S 325 

00137 

211x10 * 

330 - . 

325-335 

00156 

2 40x10* 

340 

335-345 

345-356 

355-355 

365-375 

00156 

240x10-" 

350 .. 

00151 

2.32x10 " 

3eo 

00006 

1.46x10" 

370 , . 

00073 

112x10" 

360 

375-385 

00031 

4 76x10 * 

390 ... 

365-395 

00016 

246x10 " 

400. 

395-405 

00004 

6.15x10" 

41Q 

405-415 

00003 

4 61 x 10 " 

420 

415-425 

00000 

000 



* 552x10** ro oM cu lai em*»m • 9M cm ga« afcaorpbon 

eat m 


fiv) Using Equation 7 under paragraph 
(c)(l)(i)(A) of this section and the values 
for the corrected sample absorbance, l 
and C, the mean cross section for the 
wavelength X = 350 nm, centered over 
the wavelength interval 345-355 nm, is 




0.0151 


0.52x 10 44 molecules cm' 1 (9.98 cm) 


<r\ =2.3 x 10‘ *“ an* molecule' 

(v) Since the plant is located ut 29* 
north latitude, the closest values are 
at 30* north latitude. These values are 
obtained from Table 2 under paragraph 
(c)(3) of this section and are summarized 
in Table 0 for the summer and winter 
season solstices. Using the data in 
Tables 5 and 6 under paragraph (c)(4)(ii) 
of this section, the products <tk Ja are 
calculated for each wavelength interval. 


centered at X, and the results are 
summarized in the following Table 8 for 
each of the solstices: 


SUromtr 

WMtt 


f.J*--7i0daya* 

C..JW.- 00 *! toft 

0 . ,v_-0061 da*% 


The terms 2 <taJa are also summarized 
for each solstice at the bottom of Table 
6. Using these data in Equations 3 and 4 
yields: 


twwwr 

Wfrttr 

dayl* 

0wU.-7 6Od*yi • 

It./.) .*-0.041 dayi 

(1. i ) 0.091 day* 


Thus, acrolein transforms rapidly under 
clear sky conditions in the vicinity of the 
plant at Freeport, Texas on the summer 
and winter season solstices. 


Ta8ie 6 —Calculation Of (K, r)MI For Acrolein Vapor; Rate at 30 *N On Winter ano 

Summer Solstices 


(iti) A sample calculation is given for 
the wavelength X=305 nm centered over 
the wavelength interval 345 to 355 nm. 
For convenience, the area A. 
corresponding to 100 squares was 
bKicked off in this absorption area and 
was not integrated with the planimeter. 
The average vernier reading of the 
remaining absorption area was 7.2 v.u. 
Hence, 


7.2 v.u 

-*=49 squares, 

0.148 v.u./tquure 


WavNangth A (nm) 

Wavatongth 
tn larval (nm) 

Suromar aotttca 

Wtmar i 

lOllttct 

UN#ona 
(cm 'day 1 

<r\J4 (day 1 

J. p*oten» 
len’mjl 


290 . 

26S-295 

1 . 0 x 10 " 

0000 

61x10" 

0000 

300 .. 

295-305 

6 31 * 10" 

0.006 

0 35x16" 

000 * 

310 

305-3-5 

1 14 x10'* 

0 162 

3.00 - 10 " 

eo*a 

320 . 

315-325 

264x10" 

0500 

106*10" 

0224 

330 . . .. 

325-335 

5 02x10" 

1206 

*13x10" 

6511 

340 

335-346 

5 46 * VO" 

1316 

248 % 10" 

65*1 

350 .. .. -. 

345-355 

626 * 10 " 

1457 

2 60*10" 

067* 

360 

355 365 

640x10" 

0961 

310x10" 

645« 

370 

366-375 

600x10" 

0 906 

3 05x10" 

0.442 

380 .. ... . ... ., 

375-365 

7 03x10" 

0370 

3 05x10" 

CiM 

390 .... -... ... .. . . 

365-395 

6 * 2 x 10 " 

0200 

4.12x10" 

0101 


306-405 

l.llxlO" 

0066 

573x10" 

0035 

410 

405-415 

141x10" 

0 085 

737x10" 

6034 

420 . - - ... .... 

415-425 

147x10" 

0000 

761x10" 

OJ »0 




10^-734, 


X<r 4 J.- 33 C, 


and the total area in the spectrum in the 
wavelength interval 345 to 355, centered 
at X ~ 350 nm, is 149 squares. This 
number of squares corresponds to 0.0149 
absorbance units: 


(149 squares) (0.001 A /square) 
10 


= 0.0149 A. 


From the blank spectrum, the baseline 
absorbance (Aa blank) over this interval 
was -0.0001. The sample trace lay at 
—0.0001 absorbance units relative to a 
zero point at 450 nm. The observed 
sample absorbance is then equal to 
0.0150 (0.01494-0.0001). The absolute 
corrected absorbance for the sample is 
given by 

A**" = A*** * Aa feu** 

A 0 *" a0150- (-0*001)^0-0151 A. 


(5) Operation of the Cos Handling 
System, The following procedure briefly 
describes the recommended typical and 
detailed operation of a gas handling 
system. 

(i) Close all stopcocks and turn on the 
rotary pump (A). Open stopcock 4 and 
place a Dewar containing liquid nitrogen 
around trap (D). Measure the pressure 
with the thermocouple gauge Hi. When 
the pressure is less than 0.1 torr (0.013 
kPa) open stopcocks 5 and 10, pump out 
this portion of the manifold, and 
measure the pressure with the 
thermocouple gauge H 2 . When the 
pressure falls below 10“* torr (1.3X10”* 
kPa), open stopcock 7 and evacuate F 
containing activated Linde Molecular 
Sieve 4A or an equivalent grade. Heat F 
to approximately 150 # C for 1 to 2 hours 
under vacuum until the pressure fails to 


less than 1<T * torr (1.3Xl0”*kPa) as 
measured on thermocouple gauge H 2 . 
Open stopcocks 6. 9. and 11 and pump 
until Hs falls below 10”* torr (1.3x10* 1 
kPa). 

(ii) Turn on the diffusion pump (C) and 
when this pump has reached operating 
temperature, open stopcocks 2 and 3 and 
close stopcock 4. Pump on the manifold 
until the pressure is <10” 4 torr (1.3X10* 
kPa) as measured by the ionization 
gauge (I) and zero on the capacitance 
manometer (G). It should be noted that 
the ionization gauge (I) should only be 
used when Ha indicates a pressure less 
than 10"* torr (1.3x10”* kPa). 

(iii) It is good practice, after the gas 
phase spectrum has been obtained, to 
evacuate the gas absorption ceil |K) and 
the trap IF) prior to shutting down the 
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gas handling system. The gas handling 
system can be shut down by the 
following procedure: (A) closing 
stopcocks 5 to 11: (B) switching off the 
diffusion pump; (C) closing stopcocks 2 
and 3 and opening 4. after the diffusion 
pump is cool; (D) removing the Dewar 
from trap (D) and allowing it to warm 
up; (E) then closing stopcock 4 and 
switching off the rotary pump; and fPJ 
opening stopcock 1 to admit air to the 
rotary pump, thus preventing suck-back 
of the rotary pump oil. With this 
procedure, the vacuum manifold, the 
trap (D). and the diffusion pump are left 
under vacuum, The method of cleaning 
the liquid reservoir (J) is left to the 
discretion of the tester. However, as a 
final step it should be cleaned with 
reagent grade methanol or 
dichloromethnne as solvent and dried. It 
is then ready for use. In operating a 
vacuum system with the diffusion pump 
working, do not expose the diffusion 
pump to pressures >0.1 torr of air 
(1.3X10'*kl > a) to avoid the degradation 
of the pump oil. 

(d) References. For additional 
background information on this test 
guideline, the following references 
should be consulted: (1) Mill, T.. Mabey. 
W.R., Bamberger. D.C., Chou. T-W., 
Hendry. D C., and Smith. J.H. 
l aboratory Protocols for Evaluating the 
Fote of Organic Chemicals in Air and 
Water. Chapter 5. EPA 600/3-02-022 
11982). 

(2) Pitts. J.N.. Jr.. Winer, A.M.. Fit* 
D.R.. Knudsen. A.K.. and Atkinson. R. 

E\ peri mental Protocol for Determining 
Absorption Cross Sections of Organic 
Chemicals . KPA Report No. 600/3-81- 
051 (1981). 

(3) U.S. Environmental Protection 
Agency. Mill. T„ Davenport. J.E., 
Winterle. J.S.. Maby. W.R.. Drossman. 

I!., Tse. D.. and Lin, A. "Section 5. 
Photolysis in Air." by J.EL, Davenport. 
Toxic Substances Process Generation 
and Protocol Development . Work 
Assignment 12, Draft final report. 
(Athens. Georgia, and Washington. D C. 
1964). 
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Authority: 15 U.S.C. 2603. 

Subpart A—(ReservedJ 

Subpart B—Aquatic Guidelines 

$ 797.1050 Algal acute toxicity test. 

(a) Purpose. The guideline in this 
section is intended for use in developing 
data on the acute toxicity of chemical 
substances and mixtures ("chemicals") 
subject to environmental effects test 
regulations under the Toxic Substances 
Control Act (TSCA) (Pub. L. 94-469, 90 
Stat. 2003,15 U.S.C. 2601 et seq ). This 
guideline prescribes test procedures and 
conditions using freshwater and marine 
algae to develop data on the 
phytotoxicity of chemicals. The United 
States Environmental Protection Agency 
(U.S. EPA) will use data from these tests 
in assessing the hazard of a chemical to 
the environment. 

(b) Definitions . The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and the definitions 
in Part 792—Good Laboratory Practice 
Standards of this chapter apply to this 
test guideline. The following definitions 
also apply to this guideline: 

(1) "Aigicidal" means having the 
property of killing algae. 

(2) "Algistatic" means having the 
property of inhibiting algal growth. 

(3) "ECx" means the experimentally 
derived chemical concentration that is 
calculated to effect X percent of the test 
criterion. 

(4) "Growth" means a relative 
measure of the viability of an algal 
population based on the number and/or 
weight of algal cells per volume of 
nutrient medium or test solution in a 
specified period of time. 

(5) "Static system" means a test 
container in which the test solution is 
not renewed during the period of the 
test. 


(c) Test p meet lures —(1) Summary of 
the test, hj In preparation for the lest fill 
test containers with appropriate 
volumes of nutrient medium and/or test 
solution. Start the test by introducing 
algae into the test and control 
containers in the growth chambers. 
Environmental conditions within the 
growth chambers are established at 
predetermined limits, 

(ii) At the end of 96 hours enumerate 
the algal cells in all containers to 
determine inhibition or stimulation of 
growth in lest containers compared to 
controls. Use data to define the 
concentration-response curve, and 
calculate the ECio. EC*o, and EC*> 
values. 

(2) (Reserved). 

(3) Range finding tesL (i) A range¬ 
finding test should be conducted to 
determine: 

(A) If definitive testing is necessary. 

(B) Test chemical concentrations for 
the definitive test. 

(ii) Algae ore exposed to a widely 
spaced (e.g.. log interval) chemical 
concentration series. The lowest value 
in the series, exclusive of controls, 
should be at the chemical's detection 
limit. The upper value, for water soluble 
compounds, should be the saturation 
concentration. No replicates are 
required; and nominal concentrations of 
the chemical are acceptable unless 
definitive testing is not required. 

(iii) The test is performed once for 
each of the recommended algal species 
or selected alternates. Test chambers 
should contain equal volumes of test 
solution and approximately 1 xlO 4 
Selenastrum cells/ml or 7.7 xlO 4 
Skeletonemo cells/ml of test solution. 
The algae should be exposed to each 
concentration of test chemical for up to 
96 hours. 'The exposure period may be 
shortened if data suitable for the 
purposes of the range-finding test can be 
obtained in less time. 

(iv) Definitive testing is not necessary 
if the highest chemical concentration 
tested (water saturation concentration 
or 1000 mg/I) results in less than a 50 
percent reduction in growth or if the 
lowest concentration tested (analytical 
detection limit) results in greater than a 
50 percent reduction in growth. 

(4) Definitive test (i) The purpose of 
the definitive test is to determine the 
concentration response curves, the 
ECio*s. EGvo’s. and F.C*>'s for algal 
growth for each species tested, with a 
minimum amount of testing beyond the 
range-finding test. 

(ii) Algae should be exposed to five or 
more concentrations of the test chemical 
in a geometric series in which the ratio 
is between 1.5 and 2.0 (e.g., 2.4. 8. 8.18, 
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32. and 64 mg/I). Algae should be placed 
in a minimum of three replicate test 
containers for each concentration of test 
chemical and control. More than three 
replicates may be required to provide 
sufficient quantities of test solution for 
determination of test substance 
concentration at the end of the test. 

Each test chamber should contain equal 
volumes of test solution and 
Approximately 1 x 10 4 Selenastrum cells 
ml 1 or 7,7 X10 4 Skeletonema cells/ml of 
test solution. The chemical 
concentrations should result in greater 
than 90 percent of algal growth being 
inhibited or stimulated at the lowest 
concentrations of test substance 
compared to controls. 

(iii) Every test should include a 
control consisting of the same nutrient 
medium, conditions, procedures, and 
algae from the same culture, except that 
none of the test substance is added. If a 
carrier is present in any of the test 
chambers, a separate carrier control is 
required. 

(iv) The test begins when algae from 7 
to 10-day-old stock cultures are placed 
in the test chambers containing test 
solutions having the appropriate 
conceritrations of the test substance. 
Algal growth in controls should reach 
the logarithmic growth phase by 96 
hours (at which time the number of algal 
cells should be approximately 1.5X10*/ 
ml for Skeletonema or 3.5x10*/™! for 
Selenastrum). If growth in controls does 
not reach this logarithmic phase within 
this 96-hour period, the test is 
invalidated and should be repeated. At 
the end of 96 hours the algal growth 
response (number or weight of algal 
cells/ml) in all test containers and 
controls should be determined by an 
indirect (spectrophotometry, electronic 
cell counters, dry weight, etc.) or a direct 
(actual microscopic cell count) method. 
Indirect methods should be calibrated 
by a direct microscopic count. The 
percentage inhibition or stimulation of 
growth for each concentration. ECt©. 
ECio. KG* and the concentration- 
response curves are determined from 
these counts. 

(v) At the end of the definitive test, 
the following additional analyses of 
algal growth response should be 
performed: 

(A) Determine whether the altered 
growth response between controls and 
test algae was due to a change in 
relative cell numbers, cell sizes or both. 
Also note any unusual cell shapes, color 
differences, flocculations, adherence of 
algae to test containers, or aggregation 
of algal cells. 

(B) In test concentrations where 
growth is maximally inhibited, algistatic 
effects may be differentiated from 


alglcldal effects by the following two 
methods: 

(/) Add 0.5 ml of a 0.1 percent solution 
(weight/volume) of Evans blue stain to a 
1 milliliter aliquot of algae from a 
control container and to a 1 milliliter 
aliquot of algae from the test container 
having the lowest concentration of test 
chemical which completely inhibited 
algal growth (if algal growth was not 
completely inhibited, select an aliquot of 
algae for staining from the test container 
having the highest concentration of test 
chemical which inhibited algal growth). 
Walt 10 to 30 minutes, examine 
microscopically, and determine the 
percent of the cells which stain blue 
(indicating cell mortality). A staining 
control should be performed 
concurrently using heat-killed or 
formaldehyde-preserved algal cells; 100 
percent of these cells should stain blue 

(2) Remove 0.5 ml aliquots of test 
solution containing growth-inhibited 
algae from each replicate test container 
having the concentration of test 
substance evaluated in paragraph 
(c)(4)(v)(B)(7) of this section. Combine 
these aliquots into a new test container 
and add a sufficient volume of fresh 
nutrient medium to dilute the test 
chemical to a concentration which does 
not affect growth. Incubate this 
subculture under the environmental 
conditions used in the definitive test for 
a period of up to 9 days, and observe for 
algal growth to determine if the 
algistatic effect noted after the 96-hour 
test is reversible. This subculture test 
may be discontinued as soon as growth 
occurs. 

(5) | Reserved | 

(6) Analytical measurements —(i) 
Chemical. (A) Glass distilled or 
deionized water should be used in the 
preparation of the nutrient medium. The 
pH of the test solution should be 
measured in the control and test 
containers at the beginning and at the 
end of the definitive test. The 
concentration of test chemical in the test 
containers should be determined at the 
beginning and end of the definitive test 
by standard analytical methods which 
have been validated prior to the test. An 
analytical method is unacceptable if 
likely degradation products of the 
chemical, such as hydrolysis and 
oxidation products, give positive or 
negative interference. 

(B) At the end of the test and after 
aliquots have been removed for algal 
growth-response determinations, 
microscopic examination, mortal 
staining, or subcultpring. the replicate 
test containers for each chemical 
concentration may be pooled into one 
sample. An aliquot of the pooled sample 
may then he taken and the 


concentration of test chemical 
determined. In addition, the 
concentration of test chemical 
associated with the algae atone should 
be determined. Separate and 
concentrate the algal cells from the test 
solution by centrifuging or filtering the 
remaining pooled sample and measure 
the test substance concentration in the 
algal-cell concentrate. 

(ii) Numerical . Algal growth response 
(as percent of inhibition or stimulation 
in the test solutions compared to the 
controls) is calculated at the end of the 
test. Mean and standard deviation 
should be calculated and plotted for 
each treatment and control. Appropriate 
statistical analyses should provide a 
goodness-of-fit determination for the 
concentration response curves. The 
concentration response curves are 
plotted using the mean measured test 
solution concentrations obtained at the 
end of the test. 

(d) Test conditions —(1) Test species. 
Species of algae recommended as test 
organisms for this test are the 
freshwater green alga. Selenastrum 
capricornutum . and the marine diatom. 
Skeletonema costatum. Algae to be used 
in acute toxicity tests may be initially 
obtained from commercial sources and 
subsequently cultured using sterile 
technique. Toxicity testing should not be 
performed until algal cultures are shown 
to be actively growing (i.e., capable of 
logarithmic growth within the test 
period) in at least 2 subcultures lasting 7 
days each prior to the start of the 
definitive test All algae used for a 
particular test should be from the same 
source and the same stock culture. Test 
algae should not have been used in a 
previous lest, either in a treatment or a 
control. 

(2) Facilities —(i) General. (A) 
Facilities needed to perform this test 
include: a growth chamber or a 
controlled environment room that can 
hold the test containers and will 
maintain the air temperature. lighting 
intensity and photoperiod specified in 
this test guideline; apparatus for 
culturing and enumerating algae: a 
source of distilled and/or deionized 
water: and apparatus for carrying out 
analyses of the test chemical. 

(B) Disposal facilities should he 
adequate to accommodate spent 
glassware, ulgae and test solutions at 
the end of the test and any bench 
covering, lab clothing, or other 
contaminated materials. 

(ii) Test containers'. Erlcnmeyer flasks 
should be used for test containers. The 
flasks may be of any volume between 
125 and 500 ml as long as the same size 
is used throughout a test and the test 
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solution volume does not exceed 50 
percent of the flask volume. 

(iii) Cleaning and sterilization. New 
test containers may contain substances 
which inhibit growth of algae. They 
should therefore be cleaned thoroughly 
and used several times to culture algae 
before being used in toxicity testing. All 
glassware used in algal culturing or 
testing should be cleaned and sterilized 
prior to use according to standard good 
laboratory practices. 

(ivl Conditioning. Test containers 
should be conditioned by a rinse with 
the appropriate test solutions prior to 
the start oF the test. Decant and add 
fresh test solutions after an appropriate 
conditioning period for the test 
chemical. 

(v) Nutrient medium. (A) Formulation 
and sterilization of nutrient medium 
used for algal culture and preparation of 
test solutions should conform to those 
currently recommended by the U.S. EPA 
for freshwater and marine algal 
bioassays. No chelating agents should 
be included In the nutrient medium used 
for test solution preparation. Nutrient 
medium should be freshly prepared for 
algal testing, and may be dispensed in 
appropriate volumes in test containers 
and sterilized by autoclaving or 
filtration. The pH of the nutrient medium 
should be 7.5 for Selenastrum and 0.1 for 
Skelelonema at the start of the test and 
may be adjusted prior to test chemical 
addition with 0.1N NaOH or HC1. 

(B) Dilution water used for 
preparation of nutrient medium and test 
solutions should be filtered, deionized or 
glass distilled. Saltwater for marine 
algal nutrient medium and test solutions 
should be prepared by adding a 
commercial, synthetic, sea salt 
formulation or a modified synthetic 
seawater formulation to distilled/ 
deionized water to a concentration of 30 
parts per thousand. 

(vi) Carriers . Nutrient medium should 
be used in making stock solutions of the 
test chemical. If a carrier other than 
nutrient medium is absolutely necessary 
to dissolve the chemical the volume 
used should not exceed the minimum 
volume necessary to dissolve or suspend 
the chemical in the test solution. 

(3) Test parameters, (i) The test 
temperature should be maintained at 
24* ±1 # C for Selcnostrum and 20*± *C 
for Skeletonema. Temperature should 
be recorded hourly during the test. 

(ii) Test chambers containing 
Selenastrum should be illuminated 
continuously and those containing 
Skeletonema should be provided a 14- 
hour light and 10-hour dark photoperiod 
with a 30 minute transition period under 
fluorescent lamps providing 300 ±25 
uKin/m 2 sec (approximately 400 ft c) 


measured adjacent to the test chambers 
at the level of test solution. 

(ih) Stock algal cultures should be 
shaken twice daily by hand. Test 
containers should be placed on a rotary 
shaking apparatus and oscillated at 
approximately 100 cycles/min for 
Selenastrum and at approximately 60 
cycles/min for Skeletonema during the 
test. The rate of oscillation should be 
determined at least once daily during 
testing. 

(fv) The pH of nutrient medium in 
which algae are subcultured should be 
7.5 for Selenastrum and 8.1 for 
Skeletonema . and is not adjusted after 
the addition of the algae. The pH of all 
test solutions and controls should be 
measured at the beginning and end of 
the test. 

(v) Light intensity should be 
monitored at least daily during the test 
at the level of the test solution. 

(e) Reporting. The sponsor should 
submit to the EPA all data developed by 
the test that are suggestive or predictive 
of acute phytotoxicity. In addition to the 
general reporting requirements 
prescribed in Part 792—Good 
Laboratory Practice Standards of this 
chapter, the following should be 
reported: 

(1) Detailed information about the test 
organisms, Including the scientific name, 
method of verification, and source. 

(2) A description of the test chambers 
and containers, the volumes of solution 
in the containers, the way the test was 
begun (e.g.. conditioning, test substance 
additions, etc.), the number of replicates, 
the temperature, the lighting, and 
method of incubation, oscillation rates, 
and type of apparatus. 

(3) The concentration of the test 
chemical in the control and in each 
treatment at the end of the test and the 
pH of the solutions. 

(4) The number of algal cells in each 
treatment and control and the method 
used to derive these values at the 
beginning and end of the test: the 
percentage of inhibition or stimulation 
of growth relative to controls; and other 
adverse effect in the control and in each 
treatment. 

(5) The 96-hour ECio. EC«>. and EC*> 
values and their 95-percent confidence 
limits, the methods used to derive these 
values, the data used to define the shape 
of the concentration-response curve and 
the goodness-of-fit determination. 

(6) Methods and data records of all 
chemical analyses of water quality and 
test substance concentrations, including 
method validations and reagent blanks. 

(7) The results of any optional 
analyses such as: microscopic 
appearance of algae, size or color 
changes, percent mortality of cells and 


the fate of subcultured cells, the 
concentration of test substance 
associated with algae and test solution 
supemate or filtrate. 

|8) If the range-finding test showed 
that the highest concentration of the 
chemical tested (not less than 1000 mg/1 
or saturation concentration) had no 
effect on the algae, report the results 
and concentration and a statement that 
the chemical is of minimum phytotoxic 
concern. 

(9) If the range-finding test show ed 
greater than a 50 percent inhibition of 
algal growth at a test concentration 
below the analytical detection limit, 
report the results, concentration, and a 
statement that the chemical is 
phytotoxic below the analytical 
detection limit. 

It 79 7 .1060 Freshwater algae acute toxicity 
test. 

(a) Purpose. (1) A unicellular green 
alga is used as a model system initially 
to estimate the concentration of a 
chemical which could affect the primary 
production of plants. Because 
regeneration times for unicellular algal 
species arc measured in hours, this 
relatively short test can assess effects 
over several generations. Results allow 
the assessment of effects on initial 
organisms from short term exposures 
and give an indication of the effect on 
algal populations. 

(2) Many different protocols for algal 
tests arc available. This growth test is 
easy to perform and gives reproducible 
results with the recommended species. 
This Test Guideline can be adapted for 
other algal species. If such an 
adaptation is used, a description of the 
method should be provided with the tpst 
report. 

(b) Definitions. The following 
definitions apply to this guideline: 

(1) "EC-OC* means the experimentally 
derived chemical concentration that is 
calculated to effect X percent of the test 
criterion. 

(2) “Growth rate” means an increase 
in biomass or cell numbers of algae per 
unit time. 

(3) “Inhibition'* means any decrease in 
the growth rate of the test algae 
compared to the control algae. 

(4) “Limited water-soluble 
substances" means chemicals which are 
soluble in water at less than 1.000 mg/1. 

(5) “Readily water-soluble 
substances" means chemicals which are 
soluble in water at a concentration 
equal to or greater than 1.000 mg/I. 

(c) Test procedures —(11 Summary of 
the test. (A) The procedures for the 
preparation of the algal suspension, the 
stock solution of the test chemical, and 
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the test media, are dependent on the 
solubility of the chemical and 
modifications in the testing procedure 
may be necessary' due to the chemicals 
solubility in water. For chemicals with 
low solubility under test conditions, it 
may not be possible to quantitatively 
determine the EG*. 

(B) For purposes of the test, algae are 
grown in Erlenmeyer flasks in an 
environmentally controlled growth 
chamber. The test is started when 50 ml 
of algal suspension (1 x 10* or 2 * 10* 
cells/ml) and 50 ml of the appropriate 
test chemical dilutions are placed in the 
flasks. Algal growth is measured at 24 
hour intervals for at least 96 hours. A 
Coulter Counter, counting chamber, or 
other appropriate instruments may be 
used to determine cell density. The data 
are used tojlefine the concentration- 
response curve and the time-growth 
curve, and to calculate the EG>o and the 
no-effect level for (EG*) for the chemical. 

(2) (Reserved) 

(3) Range-finding test. A range-finding 
test should be conducted to establish 
test chemical concentrations for the 
definitive test. 

(4) Definitive test, (ij A definitive test 
is used to determine time-growth and 
concentration-response curves, as well 
as the EGw> and no effect level (EG) of 
the test chemical. The testing method 
will vary slightly depending upon 
whether the chemical is readily water- 
soluble. of limited solubility, or volatile. 

(ii) Criteria for a valid definitive test. 
(A) Algae in the control flasks should 
exhibit log phase growth within 48 hours 
of test initiation and should produce a 
standing crop of at least 10* cells/ml in 
96 hours. 

(B) At 96 hours, one test concentration 
should show no significant decrease in 
grow'lh rate and one concentration 
should show greater than a 50 percent 
decrease in growth rate relative to the 
control. 

(C) The pH of each test solution 
should be measured before use and. if 
necessary, adjusted to 7.5 ± 0.2 using 
HCI or NaOH. 

(D) The test chemical concentration 
should be determined before and after 
the test when practical. 

(E) No more than 20 percent of the test 
chemical should be lost by 
volatilization. If more is lost (or is likely 
to be), the test should be conducted in 
dosed flasks with a resulting lower 
standing crop. 

(iii) Test procedures dependent on 
solubility,--^ A) Readily water-soluble 
chemicals. When readily water-soluble 
chemicals are tested, the following 
procedures are recommended: 

(7) A stock solution of the readily 
water-soluble chemical should be 


prepared with micropore-ftltered (0.45 
pm pore size) medium. The 
concentration of the stock solution 
should be twice as high as the highest 
concentration to be used in the test. 

From this stock solution at least five 
dilutions should be made. The dilutions 
should be in a geometric series with a 
ratio of to or n/10 (where n = number of 
dilutions). A minimum of five 
concentrations should be used such that 
the highest concentration results in at 
least 50 percent growth inhibition and 
the lowest concentration shows no 
significant difference (p=0.Q5) from the 
control. 

(2) The algal suspension for testing 
readily-soluble chemicals should have a 
density of approximately 2 X10 4 cells/ml 
of medium. The cell density should be 
quantified prior to beginning the test. 

(3) The test should be carried out in 
triplicate (i.e.. 3 replicate flasks per 
concentration). The test begins by 
transferring 50 ml of algal suspension to 
250 ml Erlenmeyer flasks. Then, in 
sequence of increasing concentrations, a 
50 ml volume of each prepared dilution 
is added to the appropriate flask. The 
control flasks receive 50 ml of medium. 
The flasks are then gently shaken and 
placed in the test chambers. The alga! 
concentration in samples from each 
flask is determined at intervals of at 
least 24. 4a 72. and 96 hours after the 
start of the test and the number of cells 
or biomass (dry weight) per ml is 
calculated for each sample. 

(4) A fluorimeter or spectrometer can 
be used to calculate cell number or 
biomass, but will not provide precise 
measurements at the start of the test 
and at 24 hours. If a Coulter Counter, or 
spectrophotometer, is used to enumerate 
algae at the beginning of the test, 100 ml 
of medium should be used to determine 
the background. 

(B) Limited water-soluble chemicals. 
When chemicals with limited water- 


solubility are tested, the following 
modifications of the above procedure 
are recommended: 

(7) A stock solution for chemicals with 
limited water-solubility should be 
prepared with a suitable organic 
solvent. This stock solution should be 
10 4 times as concentrated as the highest 
concentration to be tested and the 
amount of solvent necessary to dissolve 
the chemical should not exceed 0.1 ml/I 
at the highest chemical concentration 
used. 

(2) An algal suspension for testing 
chemicals with limited water-solubility 
should have a density of approximately 
10 4 ceils/ml. One hundred (100) ml of 
this algal suspension (10 4 cells/ml) are 
placed in each flask and 10 jil of the 
various dilutions of test chemical and 
solvent are added. Ten (10) jil of solvent 
are added to the solvent control flasks. 
Otherwise the test should be conducted 
as described for readily-soluble 
chemicals. 

(iv) Test procedures dependent on 
volatility. When volatile chemicals are 
tested, the following modification of the 
procedures in paragraph (c)(4](iii) (A) 
and (B) of this section is recommended. 
The modification prescribes the use of 
250 ml conical flasks with ground glass 
stoppers instead of 250 ml Erlenmeyer 
flasks prescribed in paragraph 
(c)(4)(iii)(A)(3) of this section. These 
flasks are filled as described above with 
the algal suspension and test chemical 
solution. For each measurement interval 
the complete contents of the flasks 
should be used. Therefore, it is 
necessary to use a sufficient number of 
flasks to allow for this destructive 
sampling with time. 

(5) Test results . (i) The results of the 
measurements should be tabulated and 
plotted on semi-logarithmic paper to 
yield growth curves as illustrated in the 
following Figure 1: 
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Figure 1—Theoretical example of a result of a toxicity test with algae 


•IOMASS 



The growth curve is plotted on a simple 
logarithmic scale. The figures give the 
concentrations of the test compound in 
weight per volume. The broken lines 
show the measurements. N(») is the 
maximum cell density that can be 
achieved. 

(ii) The reported chemical effects on 
algae should include both the EG*o value 
and the no-effect level (ECo). A number 
of methods have been described for 
determining the ECjo and EG>. Two 
examples are provided. 

(A) EC±0 and EC* determined from the 
specific maximum Growth rate /». The 
mean value of the three replicate 
measurements and the 95 percent 
(onfidonce limits should be calculated 
for the 24. 48. 72. and 96 hour sampling 
times, and plotted as in Figure 1. Two 
values are selected from the log-linear 
portion of the curve and the specific 
growth rate (p) is calculated according 
to the following formula: 

lo »«~Ni 

0434(1, -t.) 


where: 

Ni = the lower cell number chosen in the log 
phase at t* 

K j = the higher cell number chosen in the log 
phose at U 
Is time in hours 

u^ maximum specific growth rata 

0.434 =*coefficient to convert logio data to log. 

The percent reduction of the growth 
rate compared to the control can be 
calculated: 

inhibition**- l-uftox) ^^ 
u(b) 

where: 

u(tox)~the growth rate in the presence of the 
chemical 

u(b)~the growth rate in the control 

The calculated percentages ("% 
inhibition*') are plotted against the log 
concentration as shown in the following 
Figure 2: 
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Figure 2—Theoretical example of the relation between the logarithm of the 
concentration of the chemical and the percentage inhibition 



The high»?st concentration showing no 
difference from the control (/) and the 
ECw» (2\ can then be read from this 
graph. 

(B) EG,o determined from the mean 
relative growth rate, (l) The mean 
relutive growth rate (RGR) during log 
phase growth for each culture can be 
calculated as follows: 

_ Logi©fij Log,«n, 

h-h 

where: 

n,emunl>cr of celU/ru! at t» 

1*3 = number of celti/ml at tj 
t = time (hours). 

(2) The RGR of the three control 
replicates can be calculated and its 95 
percent confidence limits determined. 
Treatment RGR values that are greater 
than the control upper 95 percent 
confidence limit indicate algal 
stimulation and should be ignored. 
Those above the control RGR but within 
the 95 percent confidence interval 
should be assumed to equal the control 
mean. Treatment RGR values that are 
less than the lower 95 percent 
confidence limit of the control should be 
used in the following calculations: The 
low treatment RGR values should be 
expressed as a percentage of the control 
RGR. The percentage values including 
the highest concentration of test 
compound at which growth is 100 
percent that of control (zero inhibition 
and the ECo) and the lowest 
concentration with a value of 0 percent 


(100 percent inhibition) should be 
included in an appropriate statistical 
analysis to determine the EC*o value and 
its 95 percent confidence limits. 

(3) Interpretation of results. Algal 
populations rapidly regenerate 
themselves upon removal of stress; 
consequently, concentrations that 
produce effects need careful 
interpretation. 

(6) [Reserved! 

(d) Test conditions —(1) Test 
species —(I) Selection . (A) It is 
recommended that the algae used be a 
fast growing species that is convenient 
for culturing and testing. The following 
freshwater species are considered 
suitable: 

(7) Selenostrum capricornutum. 

[2) Scenedesmus quodricauda. 

(3) Chlorella vulgaris. 

(B) Axenic cultures are recommended 
and are highly desirable when testing 
biodegradable compounds. However, 
pure monocultures of algae are required. 

(ii) Stock culture . (A) The stock 
cultures are algal cultures that are 
regularly transferred to fresh medium to 
act as initial test material. Cultures that 
are not used regularly should be 
streaked out on sloped agar tubes. The 
tube cultures should be transferred to 
fresh medium at least once every 2 
months. 

(B) The stock cultures should be 
grown in Erlenmeyer flasks containing 
the appropriate medium (volume about 
100 ml). When the algae are incubated 
at 20 *C with continuous illumination, a 
weekly transfer is recommended. An 


amount of “old" culture is transferred 
with sterile pipettes into a flask of fresh 
medium, for an approximate 100-fold 
dilution. The growth rate of a species 
can be determined from the growth 
curve. If this is known, it is possible to 
estimate at what density the culture 
should be transferred to new medium. 
This should be done before the culture 
reaches the senescent phase. 

(iii) Selection of test algae . (A) Algae 
used in a test should be in an 
exponential growth phuse, with a cell 
density of at least 10 4 cells/ml. If il is 
not possible to use the stock culture 
directly for testing (due to lack of or 
excessive cell growth) it may be 
necessary to pre-culture the algae prior 
to use. 

(B) To preculture the algae. 2 liters of 
sterile nutrient solution are added to a 3 
liter Erlenmeyer flask. Sufficient algal 
suspension from the stock culture is 
added to give an algal concentration of 
approximately 10 4 cells/ml (± 25 
percent). The flasks should be 
continuously illuminated with 
fluorescent light, and the temperature 
maintained at 20 *C. Cultures should be 
shaken by hand at least once every day: 
this is particularly important for non- 
motile species. The cell concentration in 
the culture should be determined daily 
so that the desired concentration may 
be obtained for testing. 

(C) Other methods of culturing may 
also be used. Some algae can be grown 
rapidly in shake cultures. Bubbling with 
air containing additional carbon dioxide 
may also accelerate growth. 
Furthermore, under the culturing 
conditions described above, the pre¬ 
culture. for the algal species 
recommended in this test, should be 
optimal for inoculation of test flasks 
after 4 to 5 days. If the algal cultures 
contain deformed or otherwise 
abnormal cells (e.g.. clumped, chlorotic), 
they should not be used for the test. 

(2) Facilities —(i) Apparatus. (A) In 
order to avoid contamination with 
bacteria and other algae, all stock 
culture maintenance operations should 
be carried out under sterile conditions. 
Possible contamination should be 
checked by suitable methods. 

(B) Testing and culturing of algae 
should be done in an environmentally 
controlled cabinet or chamber capable 
of maintaining a temperature of 20 * C 
± 2 *C and continuous illumination of 
approximately 300 to 400 uE/m 2 sec. 

(C) In addition to normal laboratory 
apparatus and equipment for algal 
testing, a counting apparatus (e.g., 
Coulter Counter, counting chamber, 
fluorometer. spectrophotometer. 
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colorimeter) to determine cell numbers 
is also necessary. 

(D) The following apparatus and 
equipment are necessary for algal 
culturing: 

(7) Incubators or climate rooms 
capable of maintaining temperature and 
light at the recommended levels. 

(2) Filtering apparatus, accompaning 
membrane filters. (0.45 /xm) and 5 liter 
flasks. 

(3) Inoculation needle. 

(4) Sterile graduated pipettes. 

(5) pH-meter. 

(6’j Culture tubes (150 x 18 mm) with 
sponge and/or metal caps. 

(7) Erlenmeyer flasks, 200 ml, with 
ground glass stoppers, and a 3 liter flask. 

(ii) Dilution water: Redistilled water 
should be used for preparation of stock, 
chemical, and nutrient media solutions. 

(3) Test parameters —(I) Carriers. If 
solvents, are used, they should not 
themselves be toxic at the 
concentrations used and should not 
affect algal growth. In no case should 
the concentration of an organic solvent 
exceed 0.1 ml/l in the highest 
concentration. 

(ii) Lighting . Algae should be kept 
under continuous, uniform illumination 
of approximately 300 to 400 uE/m J sec. 
The light source should be fluorescent 

lights. 

(in) Loading. For readily water-soluble 
and volatile chemicals, an algal 
suspension containing approximately 
2 x 10* cells/ml should be used. For 
chemicals with limited water solubility 
the algal density should be 
approximately 10 4 cells/ml. 

(iv) Temperature . The temperature for 
culturing and testing algae should be 

20 # C ± 2 *C. 

(v) Nutrient media. The recommended 
media for adequate growth of algae is 
shown in the following Table 1: 

Table I—Medium for Freshwater Algae 



Amount 



N*NCV„- 

OS a 

. . 

r 

033 a 


0052 + 


0O3S0 

10H*O... .. 

0054 g 

f •k-citnta ... 

0006 g 

Litre too monoftydr«t«. 

0006 g 

Ti«o* KMulton (mo 

14** 

Mm} 


*<xUi**i w vm mat up _ 

t (Mm 

pH. _ 

7.7 ±0* 

Trtcm Sc44oa 

HJKK - 

2 90s 

MoCL4H i O-._ 

1*1 g 

In a_..._ 

OH g 

USO, 5*^0. 

006 g 

<NM,XUo,4KO___„_ 

0 016 s * 


10 «t m 


All nutrient solutions can be prepared 
as concentrated stock solutions using 
the salts shown in Table 1 under this 


paragraph and stored in the dark and 
cold. These solutions should be 
sterilized by filtration or by autoclaving. 
The medium is prepared by adding the 
correct amount of stock solutions, or the 
nutrients salts directly, to sterile 
distilled water, to give the final 
concentrations listed. For solid medium. 
1.5 to 2 percent agar can be added. 

Other media may be necessary if 
species other than those above are used. 

(e) Reporting. In addition to a 
description of the type of test end 
method, the report submitted to EPA 
should include the following 
information. 

(1) For the chemical tested: 
Manufacturer, empirical formula, batch 
number and its degree of purity, 
chemical characterization (e.g.. trade 
name), and physical properties. 

(2) For the test organisms: Origin of 
innocuium. laboratory culture and strain 
number, and method of cultivation 
(including whether cultures aerated 
and/or shaken). 

(3) For the test conditions: Date of 
beginning and end of the test and its 
duration, temperature, light intensity 
and light quality in the growth chamber, 
type of test flask (and if closed or open), 
initial pH of test solution, what carrier is 
used and how much, concentrations of 
test chemical, and the counting method. 

(4) For the results: A tabulation of cell 
number or biomass per ml for each flask 
at each sampling period, the plotted 
time-growth curves for each 
concentration and the concentration- 
effect curve, the EQo value and the 
highest concentration showing no 
statistical growth inhibition (ECi) and 
the statistical methods used to calculate 
them, and other observed effects, e g, 
algicidal vs. algistatic effects, clumping 
or chlorosis of cells. 

(5) For the laboratory performing the 
test: The name of the person responsible 
for carrying out the test (study director) 
as well as the name of the person 
carrying out the test, the name and 
address of the testing laboratory, and 
the date and signature of the person 
responsible for the test. 

§ 797.1075 Freshwater and marine oigae 
acute toxicity test 

(a) Purpose. (1) A unicellular alga is 
used as a model system initially to 
estimate the concentration of a chemical 
which could affect survival and growth 
of freshwater or marine algae. Because 
generation times for unicellular algal 
species are measured in hours, this 
relatively short test can assess effects 
over several generations. Results allow 
the assessment of effects on initial 
organisms from short term exposures 


and give an indication of the effect on 
alga) populations. 

(2) Many different protocols for algal 
tests are available. This growth test is 
easy to perform and gives reproducible 
results with the recommended species. 
This test guideline can be adapted for 
other algal species. If such an 
adaptation is used, a description of the 
method should be provided with the test 
report. 

(b) Definitions , The following 
definitions apply to this guideline: 

(1) "EC-X" means the experimentally 
derived chemical concentration that is 
calculated to effect X percent of the test 
criterion. 

(2) "Growth rate" means the rale at 
which the algal population grows, 
estimated by the increase in cell 
numbers or biomass over a specified 
period of time. 

(3) "Inhibition" means any decrease in 
the growth rate of the population of test 
algae compared to the controls. 

(4) "Limited water-soluble 
substances" means chemicals which are 
soluble in water at less than 1,000 mg/I. 

(5) "Readily water-soluble 
substances" means chemicals which are 
soluble in water at a concentration 
equal to or greater than 1.000 mg/I. 

(c) Test procedures —(1) Summary of 
the tesL 

(A) The procedures for the 
preparation of the algal suspension, the 
stock solution of the test chemical, and 
the test media, are dependent on the 
solubility of the chemical. Modifications 
in the testing procedure may be 
necessary due to the chemical's 
solubility in water. For chemicals with 
low solubility under test conditions, it 
may not be possible to quantitatively 
determine the EC*o. 

(B) For purposes of the test, algae are 
grown in Erlenmeyer flasks in an 
environmentally controlled growth 
chamber. The test is started when an 
algal suspension in nutrient solution (10 4 
or 2x lO'ceils/ml) and the appropriate 
test chemical dilutions are placed in the 
flasks. Algal growth is measured at 24- 
hour intervals for at least 90 hours. A 
Coulter Counter, cell counting chamber, 
or other appropriate instruments may bo 
used to determine population density. 
The data are used to define the 
concentration-response curve and the 
time-growth curve, and to calculate the 
ECso and EC* (no-cffect level) for the 
chemical. 

(2) (Reserved) 

(3) Range-finding test A range-finding 
test should be conducted to establish 
test chemical concentrations for the 
definitive test. 
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(4) Definitive test, (i) The definitive 
test is used to determine time-growth 
and concentration-response curves, as 
well as the EC*> and EC. of the test 
chemical. The testing method will vary 
slightly depending upon whether the 
chemical is readily water-soluble, of 
limited solubility, and/or volatile. 

(ii) Criteria for a valid definitive test. 

(A) Algae in the control flasks should 
exhibit log phase growth within 48 hours 
of test initiation and should produce a 
population density of at least 10 ft cells/ 
ml in 96 hours. 

(B) At 96 hours, one test concentration 
should show no significant decrease in 
growth rate and one concentration 
should show greater than a 50 percent 
decrease in growth rate relative to the 
control. 

(C) The pH of each test solution 
should be measured before use and, if 
necessary, adjusted to 7.5 ± 0.2 for 
freshwater and 8.0 ± 0.1 for marine 
species using HCI or NaOH. 

(D) The concentration of the test 
chemical in the medium should be 
determined before and after the test. 

(E) No more than 20 percent of the test 
chemical should be lost by 
volatilization. If more is lost (or is 
anticipated to be), the test should be 
conducted in closed flasks. Carbon 
dioxide limitations resulting from the 
closed flasks typically result in 
population densities lower than the 
standard in (A) above. 

(iii) Test procedures dependent on 
solubility—(A) Readily water-soluble 
chemicals. When readily water-soluble 
chemicals are tested, the following 
procedures are recommended: 

(/I Just prior to testing, a stock 
solution of the readily water-soluble 
chemical should be prepared with 
micropore-filtered (0.45 urn pore size) 
medium. The concentration of the stock 
solution should be twice as high as the 
highest concentration to be used in the 
test. From this stock solution at least 
five dilutions should be made. The 
dilutions should be in a geometric series 
w'ith a ratio of 10 or n/10 (where 
n—number of dilutions). The highest 


concentration should result in at least 50 
percent growth inhibition while the 
lowest concentration should result in no 
significant difference (a=0.05) from the 
growth in the controls. 

(2) The algal suspension for testing 
readily-soluble chemicals should have a 
density of approximately 2 xl0 4 cells/ml 
of nutrient solution. The cell density 
should be quantified prior to beginning 
the test. 

(3) The test should be carried out in 
triplicate (Le^ three replicate flasks per 
concentration). The test begins by 
transferring 50 ml of algal suspension to 
250 ml Erlenmeyer flasks. Then, in 
sequence of increasing concentrations, a 
50 ml volume of each prepared dilution 
is added to the appropriate flask. The 
control flasks receive 50 ml of nutrient 
solution. The flasks are then gently 
shaken and placed in the growth 
chambers. The flasks should be shaken 
by hand at least once every day; this is 
particularly important for nonmotile 
species. The algal concentration in . 
samples from each flask is determined 
at intervals of at least 24. 48. 72. and 96 
hours after the start of the test and the 
number of cells or biomass fdry weight 
per ml) is calculated for each sample. 

(*#) If a fluorometer or spectrometer is 
used to calculate cell number or 
biomass, the measurements will be 
inaccurate during the first 24 hours of 
the test period. Therefore, a calibration 
curve of meter readings of cell numbers 
versus test concentrations should tie 
plotted. Calculations should be limited 
to the straight portion of the calibration 
curve. 

(B) Limited water-soluble chemicals. 
When chemicals with limited water- 
solubility are tested, the following 
modifications of the above procedure 
are recommended: 

(I) Just prior to testing, stock solutions 
of test chemicals should be prepared 
with a suitable organic solvent. Each 
stock solution should be 10 4 times more 
concentrated than the highest 
concentration to be tested. The amount 
of solvent necessary to dissolve the 
chemical should not exceed 0.1 ml/I of 
stock solution. 


[2) The alga) suspension should have 
a density of approximately 10 4 cells/ml. 
Otherwise the test should be conducted 
as described for readily-soluble 
chemicals. 

(3) Each test flask should contain 100 
ml of algal suspension and a 10 pi 
aliquote of the diluted chemical stock. A 
series of dilutions is made of the 
chemical stock so that when 10 pi of 
each dilution is combined with 100 ml of 
algal suspension the desired test 
concentrations are obtained. Two 
controls should be included, one 
possessing the solvent (10 pi of 0.1 ml/1) 
and no test chemical, and the second 
without either. 

(iv) Test procedures dependent on 
volatility. When volatile chemicals are 
tested, the following modifications of 
the procedures in paragraph (c)(4)(iii) 

(A) and (B) of this section ore 
recommended. The test is performed as 
described above (depending on the 
chemical's solubility in water) except 
that 250 mi conical Basks with ground 
glass stoppers should be used. These 
flasks are filled, as described above, 
with the algal suspension and test 
chemical solution. For each 
measurement interval the complete 
contents of the flasks should be used. 
Therefore, it is necessary to use a 
sufficient number of flasks to allow for 
this destructive sampling with time. 

(5) Test results . (i) The results of the 
measurements should be tabulated. 
Growth curves resulting from the 
experiment should be drown on scml- 
logarithmic paper. 

(ii) The reported chemical effects on 
algae should include both the EC*© and 
EC©. A number of methods have been 
described for determining the BCa* and 
EC* Two examples are provided. 

(A) EC* and ECo determined from the 
specific maximum growth rate (u). The 
mean value of the three replicate 
measurements and the 95 percent 
confidence limits should be calculated 
for the 24, 48. 72. and 96 hour sampling 
times, and plotted as in the following 
Figure 1: 
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Figure 1—Theoretical example of a result of a toxicity test with algae 


BIOMASS 



The growth curve is plotted on a simple 
logarithmic scale. The figures give the 
concentrations of the test compound in 
weight per volume. The broken lines 
show the measurements. N( x) is the 
maximum cell density that can be 
achieved. 

Two values are selected from the log- 
linear portion of the curve and the 
specific growth rate (u) is calculated 
according to the following formula: 

u ,) n [H,l N» ) 

lu-t.) 

where: 

Nj » the tower cell number chosen in the log 
phase at t, 


Ni the higher cell number chosen in the log 
phase at t* 
t*=time in hoars 

maximum specific growth rate 

The percent reduction of the growth rate 
compared to the control can be 
calculated: 

*'* inhibition*' -1 - (u(tox)/(u(b))J x 100 
where: 

u(tox)- the growth rate in the presence of the 
chemical 

ulb) = the growth rate In the control 

The calculated percentages ("% 
inhibition*') are plotted against the log 
concentration as shown in the following 
Figure 2. The highest concentration 
showing no difference from the control 
(7) and the ECso ( 2 ) can then be read 
from this graph. 
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Figure 2—Theoretical example of the relation between the logarithm of the 
concentration of the chemical and the percentage inhibition 



(B) EC.*c determined from the mean 
relative growth rate . (/) The mean 
relative growth rate (RGR) during log 
phase growth for each culture can be 
calculated as follows: 

RGR = (logk«n* - log, 0 n, l/(!» -1< | 
where: 

n, m number of celis/ml at l« 
n« ** number of cella/ml at U 
t n time (hours) 

(2) The mean relative growth rates 
(RGR) of the controls and treatment 
olong with the 95 percent confidence 
intervals (95 percent Cl) are calculated. 
Treatment RGR values that are greater 
than the control upper 95 percent Cl will 
be ignored. Those above the mean 
control RGR but within the 95 percent Cl 
should be assumed to equal the control 
mean. The treatment RGR values are 
then expressed as a percentage or the 
control mean RGR. The percentage 
values including the highest 
concentration of test compound at 
which growth is 100 percent that of 
control (if values for all higher 
concentrations are less than 100 
percent) and the lowest concentration 
with a value of 0 percent (if values for 
higher concentrations are less than or 
equal to 0 percent) ore included in u 
probit analysis to determine the EG* 
value with its 95 percent confidence 
limits. 

(3) Interpretation of results. Algal 
populations subjected to chemical stress 

may quickly establish normal growth 
rates when the stress condition is 
removed: consequently, concentrations 


that produce effects need careful 
interpretation. 

[d) Test conditions —(1) Test 
Species —(i) Selection. (A) It is 
recommended that the algae used be 
fast-growing species that are convenient 
for culturing and testing. The following 
species are considered suitable: 

( 1) Freshwater Algae — 

(f) Se/enastrum capricornutum. 

(/#) Scenedesmus quodricauda. 

[Hi] Chloral!a vulgaris . 

[2] Marine Algae— 

(/) Skeletonema costatum 

{//) Thallassiosim pseudonana. 

(Hi) fsochrysis galbana. 

(B) Monocultures of algae are 
required, and axenic cultures are 
recommended. 

(ii) Stock culture. (A) The stock 
cultures are algal cultures that are 
regularly transferred to fresh medium to 
act as initial test material. Cultures that 
are not used regularly should be 
streaked out on sloped agar slants. The 
tube cultures should be transferred to 
fresh medium at least once every 2 
months. Stock cultures taken from agar 
slants should be subcultured in liquid 
medium once or twice before use. 

(B) The stock cultures should be 
grown in Erlenmeycr flasks containing 
the appropriate medium (volume about 
100 ml). When the algae are grown at 20 
*C under continuous cool-white 
fluorescent light, a weekly transfer is 
recommended An aliquot removed from 
a mature culture transferred with a 
sterile pipette into a flask of fresh 
medium, for an approximate 100-fold 


dilution. The growth rate of a species 
can be determined from the growth 
curve. If this growth rate is known, it is 
possible to estimate at what density the 
culture should be transferred to new 
medium. This should be done before the 
culture is out of log growth. 

(iii) Selection of test algae. (A) Algae 
used in a test should be in an 
exponential growth phase, with a cell 
density of at least 10 2 3 4 cells/ml. If it is 
not possible to use the stock culture 
directly for testing (due to lack of or 
excessive cell growth) it may be 
necessary to preculture the algae prior 
to use. 

(B) To preculture the algae. 200 ml of 
sterile nutrient solution are added to 
several 500 ml Erlcnmeyer flasks. 
Sufficient algal Aispension from stock 
cultures is added to give an algal 
concentration of approximately 10* 
ce!is/ml±25 percent). The flasks should 
be continuously illuminated with cool- 
white fluorescent light, and the 
temperature maintained at 20 # C. 
Cultures should be shaken by hand at 
least once every day; this is particularly 
important for nonraotile species. The 
cell concentration in the culture should 
be determined daily so that the desired 
concentration may be obtained for 
testing. 

(C) Other methods of culturing may 
also be used. Some algae can be grown 
rapidly in shake cultures. Bubbling with 
filtered air containing additional carbon 
dioxide may also accelerate growth. 
Furthermore, under the culturing 
conditions described above, the pre¬ 
culture for the algal species 
recommended in this test, should In? 
optimal for inoculation of test flasks 
after 4 to 5 day9. If the algal cultures 
contain deformed or otherwise 
abnormal cells (c.g„ clumped, chlorotic), 
they should not be used for the test. 

(2) Facilities —(l) Apparatus. (A) In 
order to avoid contamination with 
bacteriu and other algae, all stock 
culture maintenance operations should 
be carried out under aseptic conditions 
Cultures should be periodically checked 
for contamination. 

(B) Testing and culturing of algae 
should be done in an environmentally 
controlled cabinet or chamber capable 
of maintaining a temperature of 20 *C±2 
*C and continuous, illumination of 
approximately 150 to 200 pE/m*sec. 

(C) In addition to normal laboratory 
apparatus and equipment for algal 
testing, a counting apparatus (e.g.. 
Coulter Counter, cell counting chamber, 
fluorometer. spectrophotometer, or 
colorimeter) to determine cell numbers 
is also necessar> r . 
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(DJ The following apparatus and 
equipment are n<»ce$sarv for algal 
culturing: 

(/) Incubators or climate rm>ms 
capable of maintaining temperature and 
light at the recommended intensity. 

\2) Filtering apparatus, accompanying 
membrane filters, (0,45 um) and flasks. 

(3) Inoculation needle. 

N) Sterile graduated pipettes. 

(5) pH-meter. 

(f») Culture tubes (150* 10 mm| with 
stainless steel closures. 

(7) Erlenmeyer flasks. 250 ml. with 
ground glass stoppers, and a 3 liter flask. 

(ii) Dilution water. Redistilled or 
deionized water should be used for 
preparation of stock, chemical, and 
nutrient solutions. 

(3) Test parameters —(i) Carriers. If 
solvents, are used, they should not 
themselves be toxic at the 
concentrations used and should not 
affect algal growth. In no case should 
the concentration of an organic solvent 
exceed 0.1 ml/I in the highest 
concentration. 

(ii) Lighting. Algae should be kepi 
under continuous, uniform illumination 
of approximately 150 to 200 pE/m 1 sec. 
The light source should be cool-white 

fluorescent lights. 

(iii) Inoculation . For readily water- 
soluble and volatile chemicals, un algal 
suspension containing approximately 
2 x 10 1 cells/ml should be used^For 
chemicals with limited water solubility 
the algal density should be 
approximately 10* cells/ml. After 
dilution, both initial algal densities 
should be approximately 10 4 cells/ml. 

(iv) Temperature . The temperature for 
culturing and testing algae should be 20 

‘ C ± 2 # C. 

(v) Nutrient mtxlla . The recommended 
media for adequate growth of algae are 
shown in the following Table 1 and 
Table 2. All nutrient solutions can be 
prepared as concentrated stock 
solutions using the salts shown in the 
following Tables 1 and 2 and stored in 
the dark and cold. These solutions 
should be sterilized by filtration or by 
autoclaving. The medium is prepared by 
adding the correct amount of stock 
solutions, or the nutrient salts directly, 
to sterile distilled or deionized water, to 
give the final concentrations listed. For 
solid medium. 1.5 to 2 percent agar (wt/ 
vol) should be added to the medium 
prior to autoclaving. Other media may 
he necessary if species other than those 
above are used. 
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Table 1 .—Medium for Freshwater Algae 
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Table 2 —Medium fob Marine Algae 
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(e) Reporting. In addition to a 
description of the type of lest and 
method, the report submitted to EPA 
should include the following 
information. 

(1) For the chemical tested: 
manufacturer, empirical formula, batch 
number and its degree of purity, 
chemical characterization, and physical 
properties. 

(2) For the test organisms: origin of 
innoculum. laboratory culture and strain 
number, and method of cultivation 
(including whether and how cultures 
were aerated and/or shaken). 

(3) For the test conditions: date of 
beginning and end of the test and its 


duration, temperature, light intensity 
and light quality in the growth chamber, 
type of test flask (and if closed), initial 
pH of test solution, what carrier was 
used and how much, concentrations of 
test chemical, and the counting method. 

(4) For the results: A tabulation of cell 
number or biomass (dry weight per ml) 
for each flask at each sampling period; 
the plotted time-growth curves for each 
concentration and the concentration- 
effect curve: the ECw and ECo values 
and the statistical methods used to 
calculate them; and other observed 
effects, eg., stimulation of growth, 
olgicidal vs. algistatrc effects, clumping 
or chlorosis of cells. 

(5) For the laboratory performing the 
test: the name of the person responsible 
for carrying out the test (e g., study 
director) as well as the name of the 
person carrying out the test, the name 
and address of the testing laboratory, 
and the date and signature of the person 
responsible for the test. 

§ 797.1160 Lemna scute toxicity test. 

(a) Purpose , This guideline prescribes 
test procedures and conditions using the 
freshwater aquatic plant Lemna giltba 
G3 to develop data on the phytotoxicity 
of chemicals. The United States 
Environmental Protection Agency 
(USEPA) will use data from these tests 
in assessing the hazard of a chemical to 
the environment under the Toxic 
Substances Control Act (TSCA) (Pub. L 
94—169. 90 Slat. 2003,15 U.S.C. 260! et 
scq.). 

(b) Definitions. The definitions in 
section 3 of TSCA and Part 792—Good 
laboratory Practice Standards of this 
chapter are applicable to this guideline. 
The following definitions also apply: 

(1) “Axcnic" means a culture of 
Lemna fronds free from other organisms. 

(2) “Colony” means an aggregate of 
mother and daughter fronds attached to 
each other. 

(3) "EC-X" means the experimentally 
derived chemical concentration that is 
calculated to effect X percent of the test 
criterion. 

(4) “Frond" means a single Lemna 
“leaf-like" structure. 

(5) "Frond mortality" means dead 
fronds which may be identified by a 
total discoloration (yellow, white, black 
or clear) of the entire frond. 

(6) "Static-replacement test" means a 
test method in which the test solution is 
periodically replaced at specific 
intervals during the test. 

(c) Test procedures —(1) Summery of 
the lest . (ij In preparation for the test, 
containers are filled with appropriate 
volumes of nutrient medium and/or the 
test solutions. The test is starled by 
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introducing Lcmna fronds into each of 
the containers. Nutrient medium and 
test solutions should be replaced on 
days 3 and 6 or as needed to prevent 
nutrient limitation or depletion of the 
test chemical. 

(ti) Colonies should be inspected for 
changes in frond number and 
appearance at the beginning of the 
exposure period (day 0). on days 3 and 
0, and at the end of the exposure period 
(day 7). On day 7. the total number of 
jiving and/or dead fronds are counted. 
Any frond which is visible as a bud 
when viewed under a hand lens or 
dissecting microscope should be 
counted. Concentration response curves 
are plotted for total frond number, 
growth rate (as number of fronds per 
day) and mortality (percentage of dead 
fronds to total number of fronds). KCit's. 
ECm's. and ECoo’s are determined from 
the curves. 

(2) |Reserved) 

(3) Range-finding test, (i) A range- 
finding test should be conducted to 
establish (A) if definitive testing is 
necessary and (BJ test solution 
concentrations for the definitive test. 

(ii) The recommended procedure is to 
expose Lcmna to a chemical 
concentration series (e.g.. 0.1.1.0.10.100 
and 1000 mg/)l plus controls. Three, 
four-frond colonies should be selected 
and exposed to equal volumes of each 
chemical concentration for a period of 
seven days. The exposure period may be 
shortened if data suitable for the 
purpose of the range-finding test are 
obtained. 

(iiij The lowest chemical 
concentration in a test series, exclusive 
of controls, should be the lowest 
concentration which can be analytically 
quantified. The highest concentration 
should be at least 1000 mg/1. Replicates 
are not needed and nominal 
concentrations of the chemical arc 
acceptable for range-finding. If the 
calculated EC&o is greater than 1000 mg/l 
or is less than the analytical detection 
limit, definitive testing is not necessary. 
However, replicates and measured 
concentrations of the appropriate dose 
are needed to substantiate this result. 

(4) Definitive test . (i) The purpose of 
the definitive test is to determine the 
ECi«'s. ECmi's. and ECWs for Lemna 
growth based on total frond number, 
grow th rate and/or frond mortality with 
a minimum amount of testing beyond 
the range-finding test. 

(ii) At least five concentrations of 
chemical, exclusive of controls, should 
be used in the definitive test. The 
concentration range should be selected 
to define the concentration response 
curve between the ECio and EC**. For 
each concentration und control at least 


seven replicate containers should be 
used, each containing 150 ml of test 
solution and three randomly selected 
four-frond colonies. Fewer replicates, 
each containing a greater number of 
colonies, may be used; however, test 
containers and solution volumes will 
have to be adjusted accordingly. The 
range of chemical concentrations tested 
should result in the highest 
concentration affecting at least 90 
percent of the fronds and the lowest 
concentration affecting no more than 10 
percent of the fronds compared with the 
controls. 

(iii) Every* test should include controls 
consisting of the same nutrient medium, 
number of fronds, environmental 
conditions, and procedures as the test 
containers except that none of the 
chemical is added. If a solvent or carrier 
is used to dissolve or suspend the test 
chemical, additional controls containing 
the solvent or carrier should also be 
included in the test to determine any 
effect of the solvent or carrier on the 
ptants. 

(iv) The colonies should be 
transferred to freshly prepared test 
solutions on days 3 and 6. No more than 
20 percent of the test substance should 
be lost by volatilization between 
replacements. The colonies may have to 
be transferred more frequently for highly 
volatile test substances in order to 
maintain 80 percent of the initial test 
substance concentration. Transfer 
should be done in a clean, draft-free 
area as quickly as possible to minimize 
contamination of the colonies. 

(v) Observations of frond numbers 
and appearance should be made of the 
colonies on day 0, 3, 6. and 7. A 
dissecting microscope will facilitate 
observations. 

(vi) Concentration response curves 
should be plotted. These curves can 
provide the basis for determining the 
ECu/s. ECao’s, and ECw's for total frond 
number, growth rate, and mortality. 

(vii) Any change in frond development 
or appearance such as increase in 
number (a frond is counted regardless of 
size as long as it is visible adjacent to 
the parent frond), necrosis, chlorosis, 
etc., should be reported. Chlorophyll 
content of the colonies may be used as 
an indicator of chlorosis. Any additional 
observations such as sedimentation of 
test solution, sinking of fronds, or other 
abnormalities should also be recorded. 

(viii) A randomized complete block 
design is recommended for the definitive 
test with blocks delineated within the 
test chamber. If. for any reason, 
blocking is not feasible, total 
randomization within chambers is 
suggested. 

(5) (Reserved). 


(6) Analytical measurements —(t) 
Chemical. Stock solutions should be 
prepared just prior to use and diluted 
with glass distilled or deionized water to 
obtain the test solutions. Standard 
analytical methods, if available, should 
be used to establish concentrations of 
these solutions and should be validated 
before beginning the test. An analytical 
method is not acceptable if likely 
degradation products of the chemical, 
such as hydrolysis and oxidation 
products, give positive or negative 
interference. The pH of the test solutions 
should also be measured prior to and 
after use. 

(ii) Numerical The number of fronds 
is counted at the end of the definitive 
test. Means and standard deviations are 
calculated and plotted for each 
treatment and control. Appropriate 
statistical analyses are used to provide 
a goodness-of-fit determination for the 
concentration response curves. 

(d) Test conditions —(1) Test Species. 
The test species to be used in these tests 
is l<emna gihha G3. Axenic cultures may 
be obtained from laboratory cultures or 
commercial sources. A stock culture 
grown from a single isolated frond 
should be used to inoculate all the flasks 
used in a given test. 

(2) Acclimation. Axenic stock cultures 
should be grown in the aquaria for 2 
weeks (with necessary transfers) prior 
to being used in a test. Four-frond plants 
used in a test should be randomly 
selected from the culturing tank. Inocula 
should be taken from cultures which are 
less than 2 weeks old. 

(3) Facilities —(i) Apparatus. (A) A 
controlled environment growth chamber 
or an enclosed area capable of 
maintaining the specified test 
parameters (see Section 4 below) is 
needed. 

(B) Laboratory facilities for the mixing 
and diluting of nutrient medium and a 
source of distilled or deionized water 
are needed. An autoclave (for sterilizing 
glassware and media) and a sterile 
transfer hood (for maintenance of an 
axenic Lemna culture) are also 
necessary. Disposal facilities should be 
adequate to accommodate spent test 
solutions and plant materials as well as 
any bench covering, lab clothing, or 
other contaminated materials. 

(ii) Containers and support media. 
Test containers may be glass beakers or 
Erlenmeyer flasks, large enough to hold 
150 ml of test solution and the Lemna 
colonies without crowding for the 
duration of the test; 250 ml beakers are 
recommended. All containers should be 
of the same type and size. If fewer 
replicates are used, larger containers 
may be necessary to hold the additional 
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colonies and test solution volume. The 
ratio of test solution to container volume 
should not exceed 3:5. For each lest 
concentration and control the same 
number of replicates should be used. 

(iii) Chan in# and sterilization. All 
glassware and equipment should be 
cleaned following good laboratory 
practice. The Nytex screen or 
inoculating loops used for transferring 
the Lenina should be disposed of after 
use or thoroughly cleaned and sterilized 
before reuse. 

(Iv) Nutrient mini in. I toagland's 
nutrient medium is recommended for 
maintaining Lenina cultures and for use 
as the diluent in the preparation of 
various concentrations of test solutions. 
Deionized or distilled water should be 
used to make the nutrient medium. The 
medium should be freshly prepared prior 
to each transfer of Lcrnna cultures and 
for the preparation of new test solutions 
during the course of a test. The pH of the 
medium should be adjusted to between 
4 h tu 5.2 by th i of 0.1N NaOH 

for culture maintenance prior to addition 
of the test chemical. Nutrient media 
should not contain EDTA. other 
chelating agents, or organic metabolites 
such as sucrose. 

(v) Corners?. Stock solutions of 
substances of low aqueous solubility 
may Iw: prepared by use of organic 
solvents, emulsifiers or dispersants of 
low phytotoxicity to plants. When a 
solvent or carrier is used, a second set 
of controls should contain the same 
concentration of the solvent or carrier as 
that used in the highest concentration of 
the test substance. The concentration of 
the solvent or carrier should not exceed 
01 ml/t. 

(•I) Test parameters. Environmental 
conditions should be maintained as 
'Pacified below: 

(i) Temperature at 25 ± 2 * C. 

(ii) The pH of the nutrient medium 
between 4 8 and 5-2. Test solution pH 
may vary from the nutrient medium after 
the addition of the test chemical and/or 
carrier (if used). Any such changes ‘ 
should be recorded but not adjusted. 

(itt) Continuous irradiation of 400 1 50 
uHinslems/m^suc measured at the test 
solution or nutrient medium surface. 

(e) Reporting . Reporting requirements 
of Part 792—Good Laboratory Practice 
Standards of this chapter apply to this 
guideline. The following data should 
also be reported. 

(1) Source of Lemna and taxonomic 

verification. 

(2) Description of test chambers, type 
of lights, size of beakers or flasks used 
number of concentrations and replicates 
per concentration, number of colonies 
per replicate, solution volumes, physical 
parameters of growth chambers (e.g., 


humidity, temperature, and light 
intensity). 

(3) The pi I and concentration of the 
lest chemical in the test solutions prior 
to use and discarding on day 3. 6 and 7. 

(4) Number of fronds per test 
concentration and control at the end of 
the test, the percent inhibition and/or 
stimulation of growth rate, and percent 
frond mortality for each test 
concentration compared to controls. 

(5) If the range-finding test showed 
that the highest concentration of the 
chemical tested [not less than 1000 mg/l 
had no effect on to/io, report the 
results and measured concentrations 
and a statement that the chemical is not 
phytotoxic at concentrations less than 
1.000 mg/l. 

(6) If the range-finding test showed 
greater than a 50 percent effect with a 
test concentration below the analytical 
detection limit, report the results and a 
statement that the chemical is 
phytotoxic below the analytical 
detection limit. 

(7) Means and standard deviations for 
frond number, growth rate, and percent 
frond mortality in each test 
concentration. In addition, 
concentration response curve(s) with 95 
percent confidence limits delineated, 
goodness-of-fit determination, and 
KCio’s. FC&o’s. and EC*>’s. identified. 

(8) Methods and data records from 
chemical and numerical analyses 
including validation methods and 
quality assurance procedures. 

4 797.1300 Daphnid acute toxicity test. 

(a) Purpose. This guideline is intended 
for use in developing data on the acute 
toxicity of chemical substances and 
mixtures (“chemicals”) subject to 
environmental effects test regulations 
under the Toxic Substances Control Act 
(TSCA) (Pub. L 94-469. 90 Stat. 2003,15 
U.S.C. 2601 et se*?.). This guideline 
prescribes an acute toxicity test in 
which daphnids (Daphnia rnagna or D. 
pulex) are exposed to a chemical In 
static and flow-through systems. The 
United States Environmental Protection 
Agency will use data from this test in 
assessing the hazard a chemical may 
present in the acquatic environment. 

(b) Definitions. The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and Part 792—Good 
Laboratory Practice Standards of this 
chapter apply to this test guideline. In 
addition, the following definitions apply 
to this guideline: 

(1) “Drood stock” means the animals 
which are cultured to produce test 
organisms through reproduction. 

(2) “ECfto" means that experimentally 
derived concentration of test substance 
in dilution water that is calculated to 


affect 50 percent of a lest population 
during contiouous exposure over ii 
specified period of time. In thrs 
guideline, the effect measured is 
immobilization. 

(3) “Ephippium” means a resting egg 
which develops under the carapace In 
response to stress conditions in 
daphnids. 

(4) “Flow-through” means a 
continuous or an intermittent passage of 
test solution or dilution water through a 
test chamber or culture tank with no 
recycling. 

(5) “Immobilization” means the lack of 
movement by the test organisms except 
for minor activity of the appendages. 

(6) “Loading” means the ratio of 
daphnid biomass (grams, wet weight) to 
the volume (liters) of test solution in a 
test chamber at a point in time, or 
passing through the test chamber during 
a specific interval. 

(7) “Static system” means a test 
system in which the test solution and 
test organisms are placed in the test 
chamber and kept there for the duration 
of the test without renewal of the test 
solution. 

(c) Test procedures —(1) Summary of 
the test, (ij Test chambers are filled with 
appropriate volumes of dilution water. 

In the flow-through test, the flow of 
dilution water through each chamber is 
adjusted to the rate desired. The lest 
chemical is introduced into each 
treatment chamber. The addition of test 
chemical in the flow-through system is 
conducted at a rate which is sufficient to 
establish and maintain the desired 
concentration in the test chamber. The 
test is started within 30 minutes after 
the test chemical has been added and 
uniformly distributed in static test 
chambers or after the concentration of 
test chemical in each flow-through test 
chamber reaches the prescribed level 
and remains stable. At the initiation of 
the test, daphnids which have been 
cultured and acclimated in accordance 
with the test design are randomly placed 
into the test chambers. Daphnids in the 
test chambers are observed periodically 
during the test, the immobile daphnids 
removed, and the findings recorded. 

(ii) Dissolved oxygen concentration, 
pH. temperature, the concentration of 
test chemical and other water quality 
parameters ore measured at specified 
interv als in selected test chambers. Data 
are collected during the test to develop 
concentration-response curves and 
determine EC*> values for the test 
chemical. 

(2) (Reserved) 

(3) Range finding test, (i) A range- 
finding test should be conducted to 
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establish lest solution concentrations for 
the definitive test. 

(ii) The daphnids should be exposed 
to a series of widely spaced 
concentrations of the test chemical (e.g.. 
1,10.100 mg/1. etc.), usually under static 
conditions. 

(iii) A minimum of five duphnids 
should be exposed to each 
concentration of test chemical for a 
period of 48 hours. The exposure period 
may be shortened if data suitable for the 
purpose of the range finding test can be 
obtained in less time. No replicates are 
required and nominal concentrations of 
the chemical are acceptable. 

(4) Definitive test, (t) The purpose of 
the definitive test is to determine the 
concentration-response curves and the 
24- and 48-hour EGo values with the 
minimum amount of testing beyond the 
range-finding test. 

(ii) A minimum of 20 daphnids per 
concentration should be exposed to five 
or more concentrations of the chemical 
chosen in a geometric series in which 
the ratio is between 1.5 and 2.0 (e.g.. 2.4. 
8.18, 32. and 04 mg/1). An equal number 
of daphnids should be placed in two or 
more replicates. If solvents, sotubilizing 
agents or emulsifiers have to be used, 
they should be commonly used carriers 
and should not possess a synergistic or 
antagonistic effect on the toxicity of the 
test chemical. The concentration of 
solvent should not exceed 0.1 ml/L The 
concentration ranges should be selected 
to detemine the concentration-response 
curves and EG* values at 24 and 48 
hours. Concentration of test chemical in 
test solutions should be analyzed prior 
to use. 

(iil] Every test should include controls 
consisting of the same dilution water, 
conditions, procedures and daphnids 
from the same population (culture 
container), except that none of the 
chemical is added. 

(iv) The dissolved oxygen 
concentration, temperature and pi I 
should be measured at the beginning of 
the test and at 24 and 48 hours in each 
chamber. 

(v) The test duration is 48 hours. The 
test is unacceptable if more than 10 
percent of the control organisms appear 
to be immobilized, stressed or diseased 
during the 48-hour test period. Each test 
chamber should be checked for 
immobilized daphnids at 3. 8.12. 24. and 
48 hours after the beginning of the test. 
Concentration-response curves and 24* 
hour and 48 hour EG* values for 
immobilization should be determined 
along with their 95 percent confidence 
limits. 

(vi) In addition to immobility, any 
abnormal behavior or appearance 
should also be reported. 


(vii) Distribution of daphnids among 
test chambers should be randomized. In 
addition, test chambers within the 
testing area should be positioned in a 
random manner or in a way in which 
appropriate statistical analyses can be 
used to determine the variation due to 
placement. 

(viii) The concentration of dissolved 
test chemical (that which passes through 
a 0.45 micron filter) in the chambers 
should be measured as often as is 
feasible during the test. In the static lest 
the concentration of test chemical 
should he measured, at a minimum, at 
the beginning of the test and at the end 
of the test in each test chamber. In the 
flow-through test the concentration of 
test chemical should be measured at a 
minimum: (A) in each chamber at the 
beginning of the test and at 24 and 48 
hours after the start of the test: (B) in at 
least one appropriate chamber 
whenever a malfunction is detected in 
any part of the test substance delivery 
system. Among replicate test chambers 
of a treatment concentration, the 
measured concentration of the test 
chemical should not vary more than 20 
percent (-for-). 

(5) [Reserved! 

(6) Analytical measurements —(i) Test 
chemical . Deionized water should be 
used in making stock solutions of the 
test chemical. Standard analytical 
methods should be used whenever 
available in performing the analyses. 

The analytical method used to measure 
the amount of test chemical In a sample 
should be validated before beginning the 
test by appropriate laboratory practices. 
An analytical method is not acceptable 
if likely degradation products of the test 
chemical, such as hydrolysis and 
oxidation products, give positive or 
negative interferences which cannot be 
systematically identified and corrected 
mathematically. 

(ii) Numerical. The number of 
immobilized daphnids should be 
counted during each definitive test. 
Appropriate statistical analyses should 
provide a goodness-or-fit determination 
for the concentration-response curves. A 
24- and 48-hcur EGo and corresponding 
95 percent interval should be calculated. 

(d) Test conditions — ft) Test 
species —(i) Selection . (A) The 
cladocerans, Daphnia magna or D. 
pulex. are the test species to be used in 
this test. Either species may be used for 
testing of a particular chemical. The 
species identity of the test organisms 
should be verified using appropriate 
systematic keys. First tnstar daphnids. 
<24 hours old. are to be used to start the 
test. 

(B) Daphnids to be used in acute 
toxicity tests should be cultured at the 


test facility. Records should lie kept 
regurding the source of the initial stock 
and culturing techniques. All organisms 
used for a particular test should have 
originated from the same source and be 
from the same population (culture 
container). 

(C) Daphnids should not be used fur a 
test (7) if cultures contain ephippiu: (2) if 
adults in the cultures do not produce 
young before day 12; (,?) if more than 20 
percent of the culture stock die during 
the 2 days preceding the test: ({) if 
adults in the culture do not produce an 
average of at least 3 young per adult per 
day over the 7-day period prior to the 
test and (5) If daphnids have been used 
in any portion of a previous test, either 
in a treatment or In a control. 

(ii) Acclimation. (A) Daphnids should 
be maintained in 100 percent dilution 
water at the test temperature for at least 
48 hours prior to the start of the test. 
This is easily accomplished by culturing 
them in the dilution water at the test 
temperature. Daphnids should he fed 
prior to the test. 

(B) During culturing and acclimation 
to the dilution water, duphnids should 
be maintained in facilities with 
background colors and tight intensities 
similar to those of the testing area. 

(iii) Core and handling. (A) Daphnids 
should be cultured in dilution water 
under similar environmental conditions 
to those used in the test. Organisms 
should be handled as little as possible. 
When handling is necessary it should be 
done as gently, carefully and quickly as 
possible. During culturing and 
acclimation, daphnids should be 
observed carefully for ephippia and 
other signs of stress, physical damage 
and mortality. Dead and abnormal 
individuals should be discarded. 
Organisms that touch dry surfaces or 
are dropped or injured in hondltng 
should be discarded. 

(B) Smooth gloss tubes (I.D. greater 
than 5 mm) equipped with rubber bulb 
should be used for transferring daphnids 
with minimal culture media carry-over. 
Care should be exercised to introduce 
the daphnids below the surface of any 
solution to avoid trapping air under the 
carapace. 

(iv) Feeding. A variety of foods (e.g.. 
unicellular green algae) have been 
demonstrated to be adequate for 
daphnid culture. Duphnids should not be 
fed during testing. 

(2) Facilities —(i) Apparatus. (A) 
Facilities needed to perform this test 
include: (/) Containers for culturing and 
acclimating daphnids; (2) a mechanism 
for controlling and maintaining the 
w r ater temperature during the culturing, 
acclimation, and test periods; (J) 
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apparatus for straining particulate 
matter, removing gas bubbles, or 
aerating the water as necessary; and (*/) 
an apparatus for providing a 16-hour 
light and 8-huur dark photoperiod with a 
15 to 30 minute transition period. In 
addition, the flow-through system 
should contain appropriate test 
chambers in which to expose dephnids 
to the test chemical and an appropriate 
test substance delivery system. 

(DJ Facilities should be well ventilated 
and free of fumes and disturbances that 
may affect the test organisms. 

(C) Test chambers should be loosely 
covered to reduce the loss of test 
solution or dilution water due to 
evaporation and to minimize the entry of 
dust or other particulates into the 
solutions. 

(ii) Construction materials. (A) 
Materials and equipment that contact 
test solutions should be chosen to 
minimize sorption of test chemicals from 
the dilution water and should not 
contain substances that can be leached 
into aqueous solution in quantities that 
can affect the test results. 

(0) For static tests, daphnids cun be 
conveniently exposed to the test 
chemical in 250 ml beakers or other 
suitable containers. 

(C) For flow-through tests, daphnids 
can be exposed in glass or stainless 
steel containers with stainless steel or 
nylon screen bottoms. The containers 
should be suspended in the test chamber 
in such a manner to insure that the test 
solution flows regularly into and out of 
the container and that the daphnids are 
always submerged in at least 5 
centimeters of test solution. Test 
chambers can be constructed using 250 
ml beakers or other suitable containers 
equipped with screened overflow holes, 
standpipes or V-shapcd notches. 

(iii) Dilution water. (A) Surface or 
ground water, reconstituted water or 
dechlorinated tap water are acceptable 
as dilution water if daphnids will 
survive in It for the duration of the 
culturing, acclimation and testing 
periods without showing signs of stress. 

1 he quality of the dilution water should 
be constant and should meet the 
following specifications: 


Sutotanc* 


i rmam __ 

T °W orpine orton or____ 

Crmrtcat ovygen tfenumd _ 

UrwonttaO ammonia_ _ 

R «*Juai cWoma ___ 

l 01 * <*t)*nopho*5horw» po***)*i 
Tonal otganocMonno p««4o0rt po* 

oohany* «PU3») or. 

Oganc cMonro__ 


20 mg/Mor 

2 mg/Wt*r 

Signor 

1 

<3 pg'ttar 
SC ng/ntor 
SOng/Mar 

Mng/tuv 


(13) The above water quality 
parameters under paragraph 
(d)(2)(iii)f A) of this section should he 
measured at least twice a year or 
whenever it is suspected that these 
characteristics may have changed 
significantly. Jf dechlorinated tap water 
is used, daily chlorine analysis should 
be performed. 

(C) If the diluent water is from a 
ground or surface water source, 
conductivity and total organic carbon 
(TOC) or chemical oxygen demand 
(COD) should be measured. 
Reconstituted water can be made by 
adding specific amounts of reagent- 
grade chemicals to deionized or distilled 
water. Gloss distilled or carbon-filtered 
deionized water with a conductivity less 
than 1 pohm/cm is acceptable as the 
diluent for making reconstituted water. 

(iv) Cleaning. AU test equipment and 
test chambers should be cleaned before 
each test using standard laboratory 
procedures. 

(v) Test substance delivery system. In 
flow-through tests, proportional dilutert, 
metering pump systems, or other 
suitable devices should be used to 
deliver test chemical to the test 
chambers. The system should be 
calibrated before each test. Calibration 
includes determining the flow rote 
through each chamber and the 
concentration of the test chemical in 
each chamber. The general operation of 
the test substance delivery system 
should be checked twice daily during a 
test. The 24-hour flow-through a test 
chamber should be equal to at least 5 
times the volume of the test chamber. 
During a test, the flow rates should not 
vary more than 10 percent from any one 
test chamber to another or from one 
time to any other. 

(3) Test parameters. Environmental 
parameters of the water contained in 
test chambers should be maintained as 
specified below: 

(i) Temperature of 20 ± 1 *C 

(ii) Dissolved oxygen concentration 
between 60 and 105 percent saturation. 
Aeration, if needed to achieve this level, 
should be done before the addition of 
the test chemical. All treatment and 
control chambers should be given the 
same aeration treatment. 

(iii) The number of daphnids placed in 
a test chamber should not affect test 
results. Loading should not exceed 40 
daphnids per liter test solution in the 
static system. In the flow-through test, 
loading limits will vary depending on 
the flow rate of dilution water. Loading 
should not cause the dissolved oxygen 
concentration to fall below the 
recommended levels. 


(iv) Photoperiod of 16 hour light and 8- 
hours darkness, with a 15 to 30 minute 
transition period. 

(e) Reporting. The sponsor should 
submit to the U.S. EPA all data 
developed by the test that are suggestive 
or predictive of acute toxicity and all 
concomitant gross toxicological 
manifestations. In addition to the 
reporting requirements prescribed in 
Part 792—Good Laboratory Practice 
Standards of this chapter, the reporting 
of test data should include the following: 

(1) The name of the test, sponsor, 
testing laboratory, study director, 
principal investigator and dates of 
testing. 

(2) A detailed description of the test 
chemical including its source, lot 
number, composition (identity and 
concentration or major ingredients and 
major impurities), known physical and 
chemical properties and any carriers or 
other additives used and their 
concentrations. 

(3) The source of the dilution water, 
its chemical characteristics (e.g, 
conductivity, hardness. pH, etc.) and a 
description of any pretreatment. 

(4) Detailed information about the 
daphnids used as brood stock, including 
the scientific name and method of 
verification, age, source, treatments, 
feeding history, acclimation procedures, 
and culture method. The age (in hours) 
of the daphnids used in the test is also 
reported. 

(5) A description of the test chambers, 
the volume of solution in the chambers, 
the way the test was begun (e.g., 
conditioning, test chemical additions], 
the number of test organisms per test 
chamber, the number of replicates per 
treatment, the lighting, the method of 
test chemical introduction or the test 
substance delivery system and the flow 
rate (in flow-through test) expressed as 
volume additions per 24 hours. 

(8) The concentration of the test 
chemical in each test chamber at times 
designated for static and flow-through 
tests. 

(7) The number and percentage of 
organisms that were immobilized or 
showed any adverse effects in each test 
chamber at each observation period. 

(8) Utilizing the average measured test 
chemical concentration, concentration- 
response curves should be fitted to 
immobilization data at 24 and 48 hours. 

A statistical test of goodness-of-fit 
should be performed and the results 
reported. 

(9) The 24- and 48-hour ECw> values 
and their respective 95 percent 
confidence limits using the mean 
measured test chemical concentration 
and the methods used to calculate both 
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the ECm, values and their confidence 
limits. 

(10) All chemical analyses of water 
quality and test chemical 
concentrations, including methods, 
method validations and reagent blanks 

(11) The data records of the culture, 
acclimation and test temperatures. 

(12) Any deviation from this test 
guideline and anything unusual about 
the test e.g.. diluter failure, temperature 
fluctuations, etc. 

§ 797.1330 DapOnid chronic toxicity test. 

(a) Purpose . This guideline is intended 
for use in developing data on the chronic 
toxicity of chemical substances and 
mixtures ("chemicals") subject to 
environmental effects test regulations 
under the Toxic Substances Control Act 
(TSCA) (Pub. L 94—469. 90 Stat. 2003.15 
U.S.C. 2601 et seq\ This guideline 
prescribes a chronic toxicity test in 
which daphnids are exposed to a 
chemical in a renewal or a flow’-through 
system. The United States 
Environmental Protection Agency will 
use data from this test in assessing the 
ha7.ard a chemical may present to the 
aquatic environment. 

(b) Definitions . The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA). and the definitions 
in Purl 792 Good Laboratory Practice 
Standards of this chapter apply to this 
test guideline. In addition, the following 
definitions apply to this guideline: 

(1) "Brood stock" means the animals 
which are cultured to produce test 
organisms through reproduction. 

(2) "Chronic toxicity test" means a 
method used to determine the 
concentration of a substance in water 
that produces an adverse effect on a test 
organism over an extended period of 
time. In this test guideline, mortality* and 
reproduction (and optionally, growth) 
are the criteria of toxicity. 

(3) "EG*" means that experimentally 
derived concentration of test substance 
in dilution water that is calculated to 
affect 50 percent of a test population 
during continuous exposure over a 
specified period of time. In this 
guideline, the effect measured is 
immobilization. 

(4) "Ephippium" means a resting egg 
which develops under the carapace in 
response to stress conditions in 
daphnids. 

(5) "Flow-through" means a 
continuous or intermittent passage of 
test solution or dilution w ater through a 
test chamber or culture tank with no 
recycling. 

(6) "Immobilization" means the lack of 
movement by daphnids except for minor 
activity of the appendages. 


(7) "Loading" means the ratio of 
duphnid biomass (grams, wet weight) to 
the volume (liters) of test solution in a 
test chamber at a point in time or 
passing through the test chamber during 
a specific interval. 

(8) "MATC (Maximum Acceptable 
Toxicant Concentration)" means the 
maximum concentration at which a 
chemical can lie present and not be 
toxic to the test organism. 

(9) "Renewal system" means the 
technique in which test organisms are 
periodically transferred to fresh test 
solution of the same composition. 

(c) Tost procedures —(1) Summary of 
the test . (i) Test chambers are filled with 
appropriate volumes of dilution water. 

In the flow-through test the flow of 
dilution water through each chamber is 
then adjusted to the rate desired. The 
test substance is introduced into each 
test chumber. The addition of test 
substance in the flow-through system is 
done at a rate which is sufficient to 
establish and maintain the desired 
concentration of test substance in the 
test chamber. 

(ii) The test is started within 30 
minutes after the test substance has 
been added and uniformly distributed in 
the test chambers in the renewal test or 
after the concentration of test substance 
in each test chamber of the flow-through 
test system reaches the prescribed level 
and remains stable. At the initiation of 
the lest, daphnids which have been 
cultured or acclimated in accordance 
with the test design, are randomly 
pluced into the test chambers. Daphnids 
in the test chambers are observ ed 
periodically during the test, immobile 
adults and offspring produced are 
counted and removed, and the findings 
are recorded. Dissolved oxygen 
concentration. pH. temperature, the 
concentration of test substance, and 
other water quality parameters are 
measured at specified intervals in 
selected test chambers. Data are 
collected during the test to determine 
any significant differences (p<0.05) in 
immobilization and reproduction as 
compared to the control. 

(2) (Reserved) 

(3) Range-finding test, (i) A range¬ 
finding test should be conducted to 
establish test solution concentrations for 
the definitive test. 

(ii) The daphnids should be exposed 
to a series of widely spaced 
concentrations of the test substance 
(e.g.. 1,10,100 mg/1), usually under 
static conditions. 

(iii) A minimum of five daphnids 
should be exposed to each 
concentration of test substance for a 
period of time which allows estimation 
of appropriate chronic test 


concentrations. No replicates are 
required and nominal concentrations of 
the chemical are acceptable. 

(4) Definitive test . (i) The purpose of 
the definitive test is to determine 
concentration-response curves, ECs* 
values and effects of a chemical on 
immobilization and reproduction during 
chronic exposure. 

(ii) A minimum of 20 daphnids per 
concentration should be exposed to five 
or more concentrations of the chemical 
chosen in a geometric series in which 
the ratio is between 1.5 and 2.0 (e.g.. 2. 4. 
8.16. 32, 64 mg/i). An equal number of 
daphnids should be placed in two or 
more replicates. The concentration 
ranges should be selected to determine 
the concentration-response curves. ECw> 
values and MATC. Solutions should be 
analyzed for chemical concentration 
prior to use and at designated times 
during the test. 

(iii) Every test should include controls 
consisting of the same dilution water, 
conditions, procedures and daphnids 
from the same population (culture 
container), except that none of the 
chemical is added. 

(iv) The test duration is 21 days. The 
test is unacceptable if: 

(A) More than 20 percent of the 
control organisms appear to be 
immobilized, stressed or diseased during 
the test. 

(B) Each control daphnid living the full 
21 days produces an average of less 
than 60 young. 

(C) Any ephippia ure produced by 
control animals. 

(v) The number of immobilized 
daphnids in each chamber should be 
recorded on days 7.14. and 21 of the 
tesL After offspring are produced, they 
should be removed from the test 
chambers every 2 or 3 days. Counts of 
the cumulative number of offspring per 
odult (number of young divided by the 
number of adults in each chamber) and 
the cumulative number of immobilized 
offspring per adult should be recorded 
on days 14 and 21 of the test. 
Concentration-response curves, EC* 
values and associated 95 percent 
confidence limits for adult 
immobilization should be determined for 
days 7.14; and 21. A MATC should be 
deiennined for the most sensitive lest 
criteria measured (number of adult 
animals immobilized, number of young 
per adult and number of immobilized 
young per adult). 

(vi) In addition to immobility, any 
abnormal behavior or appearance 
should also be reported. 

(vii) Distribution of daphnids among 
the test chambers should be 
randomized. In addition, test chambers 
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within the testing area should be 
positioned in a random manner or in a 
way in which appropriate statistical 
analyses can be used to determine the 
variation due to placement 

(5) (Reserved) 

(8) Analytical measurements— (i) Test 
chemical Deionized water should be 
used in making stock solutions of the 
test substance. Standard analytical 
methods should be used whenever 
available in performing the analyses. 

The analytical method used to measure 
the amount of test substance in a sample 
should be validated before beginning the 
test by appropriate laboratory practices. 
An analytical method is not acceptable 
if likely degradation products of die test 
substance, such as hydrolysis and 
oxidation products, give positive or 
negative interferences which cannot be 
systematically identified and corrected 
mathematically. 

(ii) Numerical The number of 
immobilized adults, total offspring per 
adult and immobilized offspring per 
adult should be counted during each 
definitive test. Appropriate statistical 
analyses should provide a goodness-of- 
fit determination for the adult 
immobilization concentration-response 
curves calculated on days 7,14. and 21. 

A 7-, 14-, and 21-day ECvo, based on 
adult immobilization and corresponding 
95 percent confidence intervals, should 
be calculated. Appropriate statistical 
tests (e.g.. analysis of variance, mean 
separation test) should be used to test 
for significant chemical effects on 
chronic test criteria (cumulative number 
of immobilized adults, cumulative 
number of offspring per adult and 
cumulative number of immobilized 
offspring per adult) on days 7.14, and 
21. An MATC should be calculated 
using these chronic test criteria. 

(d) Test conditions —(1) lest 
species—{i) Selection. (A) The 
chidoceruns. Dvphnia magna or D. 
ptt/ex, are the species to be used in this 
test. Either species can be utilized for 
testing of a particular chemical. The 
species identity of the test organisms 
should be verified using appropriate 
systematic keys. 

(B) First instar duphnids. 24 hounr 
old. are to be used to start the test. 

(ii) Acquisition. (A) Daphnids to be 
ur>ed in chronic toxicity tests should be 
cultured «t the test facility. Records 
should Ik; kept regarding the source of 
the initial stock and culturing 
techniques. All orgunisms used for a 
particular test should have originated 
from the same population (culture 
container). 

(B) Daphnids should not be used for a 

test if; 

(/) Cultures contain ephippia 


ffl Adults in the cultures do not 
produce young before day 12. 

(3) More than 20 percent of the culture 
stock die in the 2 days preceding the 

test. 

(4) Adults in the culture do not 
produce an average of at least 3 young 
per adult per day over the 7-day period 
prior to the test. 

(5) Duphnids have been used in any 
portion of a previous test either in a 
treatment or in a control. 

(iii) Feeding. (A) During the test the 
daphnids should be fed the same diet 
and with the same frequency as that 
used for culturing and acclimation. All 
treatments and control(s) should 
receive, us neur as reasonably possible, 
the same ration of food on a per-anima! 
basis. 

(B) The food concentration depends 
on the type used. Food concentrations 
should be sufficient to support normal 
growth and development and to allow 
for asexual (parthenogenic) 
reproduction. For automatic feeding 
devices, a suggested rate is 5 to 7 mg 
food (either solids or algal cells, dry 
weight) per liter dilution water or test 
solution. For manual once-a~duy feeding, 
a suggested rate is 15 mg food (dry 
weight) per liter dilution water or test 
solution. 

(iv) Loading . The number of test 
organisms placed in a test chamber 
should not affect test results. Loading 
should not exceed 40 daphnids per liter 
in the renewal system. In the flow¬ 
through test, loading limits will vary 
depending on the flow rate of the 
dilution water. Loading should not cause 
the dissolved oxygen concentration to 
fall below the recommended level. 

(v) Care and handling nf test 
organisms . (A) Daphnids should be 
cultured iu dilution water under similar 
ern ironmenta) conditions to those used 
in the test A variety of foods have been 
demonstrated to be adequate for 
daphnid culture. They include algae, 
yeasts and a variety of mixtures. 

|B) Organisms should be handled as 
little as possible. When handling is 
necessary it should be done as gently, 
carefully and quickly as possible During 
culturing and acclimation, daphnids 
should be observed carefully for 
ephippia and other signs of stress, 
physical damage and mortality. Dead 
and abnormal individuals should be 
discarded. Organisms that touch dry 
surfaces or are dropped or injured 
during handling should be discarded. 

(C) Smooth glass tubes (!.D. greater 
than 5mm) equipped with a rubber bulb 
can be used for transferring daphnids 
with minimal culture media carry-over. 

(D) Care should be exercised to 
introduce the daphnids below the 


surface of any solution so as not to trap 
air under the carapace. 

(vi) Acclimation. (A) Daphnids should 
be maintained in 100 percent dilution 
water at the test temperature for at least 
48 hours prior to the start of the test. 
This is easily accomplished by culturing 
them in the dilution water at the test 
temperature. Daphnids should be fed the 
same food during the test as is used fur 
culturing and ucclimation. 

(B) During culturing and acclimation 
to the dilution water, daphnids should 
be maintained in facilities with 
background colors and light intensities 
similar to those of the testing nreu. 

(2) Facilities —(i) General. (A) 
Facilities nerded to perform this test 
include: 

(/) Containers for culturing and 
acclimating daphnids. 

(2) A mechanism for controlling and 
maintaining the water temperature 
during the culturing, acclimation and 
test periods. 

(3) Apparatus for straining particulate 
matter, removing gas bubbles, or 
aerating the water when water supplies 
contain particulate matter, gas bubbles, 
or insufficient dissolved oxygen, 
respectively. 

(V) An apparatus for providing a 16- 
hour light and 8-hour dark photoperiod 
with a 15- to 30-minute transition period. 

(5) An apparatus to introduce food if 
continuous or intermittent feeding is 
used. 

(6) In addition, the flow-through test 
should contain appropriate test 
chambers in which to expose daphnids 
to the test substance and an appropriate 
test substance delivery' system. 

(B) Facilities should be well ventilated 
and free of fumes and other 
disturbances that may affect the test 
organisms. 

(ii) Test chambers. (A) Materials nnd 
equipment that contact test solutions 
should be chosen to minimize sorption 
of test chemicals from the dilution water 
and should not contain substances that 
can be leached into aqueous solution in 
quantities that can affect test results. 

(B) For renewal tests, daphnids can be 
conveniently exposed to the test 
solution in 250 ml beakers or other 
suitable containers. 

(C) For flow-through tests daphnids 
can be exposed in glass or stainless 
steel containers with stainless steel or 
nylon screen bottoms. Such containers 
should be suspended in the test chamber 
in such a manner to ensure that the test 
solution flows regularly into and out of 
the container and that the daphnids an* 
always submerged in at least 5 
centimeters of test solution. Test 
chambers can be constructed using 250 
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nil beakers or other suitable containers 
equipped with screened overflow holes, 
standpipes or V-shaped notches. 

(D) Test chambers should be loosely 
covered to reduce the loss of test 
solution or dilution water due to 
evaporation and to minimize the entry of 
dust or other particulates into the 
solutions. 

(iii) Test substance delivery system. 

(A) In the flow-through test, proportional 
diluters. metering pump systems or other 
suitable systems should be used to 
deliver the test substance to the test 
chambers. 

(B) The test substance delivery system 
used should be calibrated before and 
after each test. Calibration includes 
determining the flow rate through each 
chamber and the concentration of the 
test substance in each chamber. The 
general operation of the test substance 
delivery system should be checked 
twice daily during a test. The 24-hour 
flow rote through a test chamber should 
be equal to at least five times the 
volume of the teat chamber. During a 
test, the flow rates should not vary more 
than 10 percent from any one test 
chamber to another or from one 
time to any other. For the renewal test, 
test substance dilution water should be 
completely replaced at least once every 
three days. 

(iv) Dilution water . (A) Surface or 
ground water, reconstituted water, or 
dechlorinated tap water are acceptable 
as dilution water if daphnids will 
survive in it for the duration of the 
culturing, acclimation, and testing 
periods without showing signs of stress. 
The quality of the dilution water should 
be constant and should meet the 
followring specificiations: 



Mae*rvn 
conoant* 
ttem 


20 mg/l 

2 mg/l 

5 rag/t. 
20&/1 

50 ng/l 

SO ng.'t 

25 ng/l. 

Total o rpm* carbon ot .. 

Ctomcai ourygen demand-—-- 

c.-vv.*! cNonna . . . 

Total organopnotpnorut pasftcxJat..— 

ToW organocNoar# paOodaa c*ut pctycn*o»C 
n«*0 (PCB»* 



(B) The water quality characteristics 
listed above should be measured at least 
twice a year or when it is suspected that 
these characteristics may have changed 
significantly. If dechlorinated tap water 
is used, daily chlorine analysis should 
be performed. 

(C) If the diluent water is from a 
ground or surface water source, 
conductivity and total organic carbon 
(TOC) or chemical oxygen demand 
(COD) should be measured. 
Reconstituted water can be made by 


adding specific amounts of reagent- 
grade chemicals to deionized or distilled 
water. Glass distilled or carbon filtered 
deionized water with a conductivity of 
less than 1 microohm/cm is acceptable 
as the diluent for making reconstituted 
water. 

(D) If the test substance is not soluble 
in water an appropriate carrier should 
be used. 

(v) Cleaning of test system . All test 
equipment and test chambers should be 
cleaned before each test following 
standard laboratory procedures. 

Cleaning of test chambers may be 
necessary during the testing period. 

(3) Test parameters . (i) Environmental 
conditions of the water contained in test 
chambers should be maintained as 
specified in this paragraph: 

(A) Temperature of 20 ± 1 C. 

(B) Dissolved oxygen concentration 
between 60 and 105 percent saturation. 
Aeration, if needed to achieve this level, 
should be done before the addition of 
the test substance. All treatment and 
control chambers should be given the 
same aeration treatment. 

(C) Photoperiod of 18-hours light and 
8-hours darkness, with a 15 to 30 minute 
transition period. 

(ii) Additional measurements include: 

(A) The concentration of dissolved 
test substance (that which passes 
through a 0.45 micron filter) in the 
chambers should be measured during 
the test. 

(B) At a minimum, the concentration 
of test substance should be measured as 
follows: 

(7) In each chamber before the test. 

(£) In each chamber on days 7.14, and 
21 of the test. 

[3) In at least one appropriate 
chamber whenever a malfunction is 
detected in any part of the test 
substance delivery system. Among 
replicate test chambers of a treatment 
concentration, the measured 
concentration of the test substance 
should not vary more than 20 percent. 

(C) The dissolved oxygen 
concentration, temperature and pH 
should be measured at the beginning of 
the test and on days 7,14. and 21 in each 
chamber. 

(e) Reporting. The sponsor should 
submit to the U.S. Environmental 
Protection Agency all data developed by 
the test that are suggestive or predictive 
of chronic toxicity and all associated 
toxicologic manifestations. In addition 
to the reporting requirements prescribed 
in the Part 792—Good Laboratory 
Practice Standards of tills chapter the 
reporting of test data should include the 
following: 

(1) The name of the test, sponsor, 
testing laboratory, study director. 


principal investigator, and dates of 
testing. 

(2) A detailed description of the test 
substance including its source, lot 
number, composition (identity and 
concentration of major ingredients and 
major impurities), known physical and 
chemical properties, and any carriers or 
other additives used and their 
concentrations. 

(3) The source of the dilution water, 
its chemical characteristics (e.g.. 
conductivity, hardness. pH), and o 
description of any pretreatment. 

(4) Detailed information about the 
daphnids used as brood stock, including 
the scientific name and method of 
verification, age, source, treatments, 
feeding history, acclimation procedures, 
and culture methods. The age (in hours) 
of the daphnids used in the test should 
be reported. 

(5) A description of the test chambers, 
the volume of solution in the chambers, 
the way the test was begun (e.g.. 
conditioning, test substance additions), 
the number of test organisms per test 
chamber, the number of replicates per 
treatment, the lighting, the renewal 
process and schedule for the renewal 
chronic test, the test substance delivery 
system and flow rate expressed as 
volume additions per 24 hours for the 
flow-through chronic test, and the 
method of feeding (manual or 
continuous) and type of food. 

(6) The concentration of the test 
substance in test chambers at times 
designated for renewal and flow-through 
tests. 

(7) The number and percentage of 
organisms that show any adverse effect 
in each test chamber at each 
observation period, 

(8) The cumulative adult and offspring 
immobilization values and the progeny 
produced at designated observation 
times, the time (days) to first brood and 
the number of offspring per adult in the 
control replicates and in each treatment 
replicate. 

(9) All chemical analyses of water 
quality and test substance 
concentrations, including methods, 
method validations and reagent blanks. 

(10) The data records of the culture, 
acclimation, and test temperatures. 

(11) Any deviation from this test 
guideline, and anything unusual about 
the test, (e.g., dilution failure, 
temperature fluctuations), 

(12) The MATC to be reported is 
calculated as the geometric mean 
between the lowest measured test 
substance concentration that had a 
significant (p^0.05) effect and the 
highest measured test substance 
concentration that had no significant 
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lpO0.05) effect on day 7.14, or 21 of the 
test. The most sensitive of the test 
criteria (number of adult animals 
immobilized, the number of young per 
female and the number of immobilized 
young per female) is used to calculate 
the MATC. The criterion selected for 
MATC computation is the one which 
exhibits an effect (a statistically 
significant difference between treatment 
and control groups: ptiO.OS) at the 
lowest test substance concentration for 
the shortest period of exposure. 
Appropriate statistical tests (analysis of 
variance, mean separation test) should 
be used to test for significant test 
substance effects. The statistical tests 
employed and the results of these tests 
should be reported. 

(13) Concentration-response curves 
utilizing the average measured test 
substance concentration should be fitted 
to cumulative adult immobilization data 
at 7,14. and 21 days. A statistical test of 
goodness-of-fit should be performed and 
the results reported. 

(14) An ECso value based on adult 
immobilization with corresponding 95 
percent confidence limits when 
sufficient data are present for days 7.14. 
and 21 These calculations should be 
made using the average measured 
concentration of the test substance. 

$ 797.1350 Daphrtid ch/ontc toxicity test 

(a) Purpose. The proposed Daphnia 
chronic toxicity test standard is 
designed to assess the effects of test 
substances on the survival and 
reproduction of Daphnia as a 
representative freshwater invertebrate. 
The duration of the test permits the 
duphnids to be exposed to a chemical 
from shortly after birth until well into 
adulthood. The organisms are exposed 
long enough to allow the adults to 
produce several broods of progeny. 
Initiating exposure shortly after birth 
allows an assessment of the possible 
effects of the test chemical on such 
processes as reproduction, maturation, 
fecundity and growth. 

(b) Definitions . The following 
definitions apply to this standard: 

(1) “Acute lethal toxicity" is the lethal 
effect produced on an organism within a 
short period of time of exposure to a 
chemical. 

(2) “Confidence limits" are the limits 
within which, at some specified level of 
probability, the true value of a result 

lies, 

(3) “LC*>" is the median lethal 
concentration. i.e„ that concentration of 
a chemical in air or water killing 50 
percent of a test batch of organisms 
within a particular period of exposure 
(which shall be stated). 


(4) “Reference substance" is a 
chemical used to access the constancy 
of response of a given species of test 
organisms to that chemical, usually by 
use of the acute LC*. (It is assumed that 
any change in sensithrtty to the 
reference substance will indicate the 
existence of some similar change in 
degree of sensitivity to other chemicals 
whose toxicity is to be determined.) 

(5) "Static test" is a toxicity test with 
aquatic organisms in which no flow of 
test solution occurs. Solutions may 
remain unchanged throughout the 
duration of the test. 

(6) “Renewal test" is a test without 
continuous flow of solution, but with 
occasional renewal of test solutions 
after prolonged periods, e g.. 24 hours. 

(7) "Flow-through test" is a toxicity - 
test in which water is renewed 
continuously in the test chambers, the 
test chemical being transported with the 
water used to renew the test medium. 

(8) "Time-response curve" is the curve 
relating cumulative percentage response 
of a test batch of organisms, exposed to 
a single dose or single concentration of 
a chemical, to a period of exposure. 

(9) "Toxicity curve" is the curve 
produced from toxicity tests when LG* 
values are plotted against duration of 
exposure. (This term is also used in 
aquatic toxicology, but in a less precise 
sense, to describe the curve produced 
when the median period of survival is 
plotted against test concentrations). 

(10) "Units" all concentrations are 
given in weight per volume (c.g.. in mg/ 
liter). 

(cj Test procedures —(1) Summary of 
the test . (i) Test chambers are filled with 
appropriate volumes of dilution water 
In the now-through test the flow of 
dilution water through each chamber is 
then adjusted to the rate desired. The 
test substance is introduced into each 
test chamber. The addition of test 
substance in the flow-through system is 
done at a rate which is sufficient to 
establish and maintain the desired 
concentration of test substance in the 
test chamber. 

(11) For the renewal test, the lest is 
started within 30 minutes after the test 
substance has been added and 
uniformly distributed in the test 
chambers. In the flow-through test the 
test begins after the concentration of 
test substance in each test chamber of 
the flow-through test system reaches the 
prescribed level and remains stable. At 
the initiation of the test daphnids which 
have been cultured or acclimated in 
accordance with the test design, are 
randomly placed into the test chambers. 
Duphnids in the test chambers are 
observed periodically during the test, 
immobile adults and offspring produced 


are counted and removed, and the 
findings are recorded. Dissolved oxygen 
concentration, pit. temperature, the 
concentration of test substance, and 
other water quality parameters are 
measured at specified intervals in 
selected test chambers. Data are 
collected during the test to determine 
any significant difference (p<0.05) in 
immobilization and reproduction as 
compared to the control. 

(2) (Reserved) 

(3) Range-finding test —(i) General. A 
range-finding test should be conducted 
to establish test solution concentrations 
for the definitive test. 

(ii) Introductory information for 
range-finding test. (A) Prerequisites: 

(7) Water solubility. 

(2) Vapor pressure. 

(B) Cuidance information: 

(7) Structural formula. 

(2) Purity of the substance. 

(3) Methods of analysis for the 
quantification of the substance in water. 

(4) Chemical stability in water and 
light. 

(5) n-octanol/walcr partition 
coefficient 

(6) Results of a test on 
biodegradability. 

(C) Qualifying statement. For 
chemicals with low solubility under test 
conditions, it may not be possible to 
quantitatively determine the EC*. 

(iii) Methods for range-finding test . 

(A) Definitions and units: 

(7) 24 hour ECi*. The concentration 
(based upon nominal concentration) 
calculated to have immobilized 50 
percent of the daphnids by 24 hours 
exposure. (If another definition is used, 
this shall be reported, together with its 
reference.) 

(2) Immobilization. Those animals not 
able to swim for 15 seconds after gentle 
agitation of the test container are 
considered to be immobile. (If another 
definition is used, this shall be reported, 
together with its reference.) 

(B) Reference substances . in the 
course of the acute immobilization 
phase a reference substance may 
occasionally be tested for EG® with the 
test compound as a means of assuring 
that the laboratory test conditions are 
adequate and have not changed 
significantly. An example of such a 
useful reference substance is K*CR*Ot. 

(C) Conditions for the validity of the 
range-finding test: 

(7) The mortality in the controls 
should not exceed 10 percent at the end 
of the test 

(2) The oxygen concentration at the 
end of the test shall be >70 percent of 
the air saturation value at the 
temperature used. 
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(3) Test Daphniu should not have been 
trapped at the surface of the water, at 
least in the control. 

(4) If conducted, the results with the 
reference compound should be within 
the normal range for the laboratory 
conducting the test. 

(5) If the EG* is not calculable due to 
an inadequate number of intermediate 
response levels, it is acceptable to 
merely report the highest concentration 
causing complete immobility, provided 
that the concentration factor between 
doses was <1.8. 

(D) Performance of the range-finding 
test: 

(7) Equipment which will come into 
contact with the test solutions should be 
glass. This glassware should be cleaned 
with solvents known to remove 
previously tested chemicals. 

(2) Any water, either reconstituted or 
natural water, can be used, provided 
that it will sustain growth and 
reproduction of Daphnia without signs 
of stress. 

(3) At least 20 animals should be used 
at each test concentration, preferably 
divided into four batches of five animals 
each. 

(4) At least 2 ml of test solution should 
be provided for each animal. 

(5) The test temperature should be 
between 18 and 22 # C, and for each test 
it should be constant within ±0.5 'C. 

(£) A light-dark cycle is optional. 

(7) The concentrations should l>e 
formulated in a geometric series, 
preferably without using any solvents. If 
solvents, solubilizing agents, emulsifiers, 
etc., have to be used, they should be 
commonly used adjuvants and not be 
toxic in themselves at the levels used. 
Neither should they have a synergistic 
or antagonistic efTect on the toxicity of 
the substance tested. In no case should 
the concentration of an organic solvent 
exceed 0.1 ml/1. 

(3) The test solution should be 
prepared before introduction of the 
daphnids. 

(#) The test solutions should not be 
aerated. 

(70j The daphnids shall not be fed 
during the test. 

(77) The highest concentration to be 
tested should not exceed 1.0 g/l. 

(7.2) Concentrations sufficient to lead 
to zero and 100 percent immobilization 
and the 24 hour EGo should be tested 
together with a control. 

(73) The pH and the oxygen 
concentration of the blank and all the 
test concentrations should be measured 
at the beginning and the end of the test. 
The pH of the test solutions should not 
be modified. 

(74) Volatile compounds should be 
tested in completely filled, closed 


containers, large enough to prevent lack 
of oxygen. 

(4) Definitive test, (i) Genera!. The 
results of the range-finding test are used 
to determine, with judgment, the 
concentration levels to be used in the 
definitive test. It is suggested that this 
reproduction test be carried out using a 
geometrical concentration series of at 
least 5 concentrations with an interval 
of at least 10. starting at approximately 
the 24 hour EGo concentration and 
ending at Vioo of the 24 hour KG#. If 
necessary, lower concentrations are to 
be tested. 

(ii) Introductory information for the 
definitive test. (A) Prerequisites: 

(7) Water solubility. 

(2) Vapor pressure. 

(?) Chemical stability in water and 
light. 

(4) Results of a test on 
biodegradability. 

(5) 24 hour EGo or the highest 
concentration producing no immobility 
and the lowest concentration causing 
complete immobility. 

(D) Guidance information: 

(7) Structural formula. 

(2) Purity of the substance. 

(3) n-octanol/water partition 
coefficient. 

(C) Recommendations. (7) Instead of a 
2 week test in which 3 batches of young 
should be born per female, a test of 3 or 
4 weeks may be preferred in order to 
obtain a more thorough judgment of the 
influence of the test substance on 
mortality and reproduction. In this 
period approximately six to nine 
batches of young should be bom per 
female. 

(2) It is recommended that a statistical 
test (such os an analysis of variance) he 
used to determine whether the test 
replications can be analyzed together. 

(iii) Criteria for a valid definitive test. 

(A) Control mortality should not exceed 
20 percent at the end of the test. 

(B) The oxygen concentration shall 
have been >70 percent of the air 
saturation value throughout the test. 

(C) The pH for the controls and for at 
least the most concentrated solutions 
shall be known throughout the test. The 
deviation from the initial value at the 
beginning of the test should be <0.3 
units. 

(D) The first young should have been 
bom in the controls after a maximum of 
9 days. 

(E) The average cumulative number of 
young per female in the controls after 
three broods, should be >20 at a 
temperature of 20’ ± 0.5’C. 

(iv) Definitive test procedures. (A) At 
least 40 animals should be used at each 
test concentration, preferably divided 
into 4 batches of 10 animals each. The 


test concentrations are made up in a 
geometric series, and if possible, without 
any solvents. 

(B) Every test shall include controls 
consisting of the same dilution water, 
conditions, procedures and daphnids 
from the same population (culture 
container), except that none of the 
chemical is added. 

(C) The minimum duration of the test 
iA 14 days, in which at least three broods 
of the Fl generation shall have appeared 
in the controls. If this is not the case, the 
test shall be continued until the third 
brood in the control is complete. If 
desired, the test can be continued for a 
total period of 3 to 4 weeks, even if three 
broods are bom within 3 weeks. 

(D) The live and dead daphnids of the 
“parental" generation (P) are counted 
and the dead specimens removed. This 
should preferably be carried out daily, 
but at least every 2 days, e.g., Monday, 
Wednesday and Friday. 

(E) The presence of eggs in the brood 
pouch, males or epphipia shall be 
recorded. The condition and size of the 
parent generation should be visually 
compared with the controls. 

(F) When the parental animals are 
about 7 days old, the first young 
daphnids emerge from the brood pouch. 
After this, a new batch appears every 2 
to 3 days. These batches are called 
“broods" of the Fl generation. 

(G) The newborn young of the Fl 
generation are counted at least every 2 
days (Monday, Wednesday, and Friday) 
and their estimated condition (based on 
visual examination) is recorded. After 
counting and examination, the young are 
poured away. The presence of eggs from 
which no young have emerged (on the 
bottom of the test vessel) is recorded. 

(5) (Reserved| 

[G\ Analytical measurements, (i) 
Deionized water should be used in 
making stock solutions of the test 
substance. Standard analytical methods 
should be used whenever available in 
performing the analyses. The analytical 
method used to measure the amount of 
test substunce in a sample shall be 
validated before beginning the test by 
appropriate laboratory practices. An 
analytical method should not be used if 
likely degradation products of the test 
substance, such as hydrolysis and 
oxidation products, give positive or 
negative interferences which cannot be 
systematically identified and corrected 
mathematically. 

(ii) Samples of the test substance 
should be taken at the beginning and 
during the test. The actual concentration 
shall not drop below 80 percent of the 
nominal concentration. Aeration of the 
test solutions is permissible, unless this 
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would cause the actual concentration of 
the test substance to drop below 80 
percent of the nominal concen t nit ion. 

(iii) The oxygen concentration in all 
lest solutions shall be checked once 
every 48 hours (if desired, every 
Monday. Wednesday and Friday). 

(iv) The pH of the controls and of at 
least the most concentrated solution 
shall be checked before and after each 
renewal in the renewal test and once 
every 48 hours in a flow-through test. 

(d) Test conditions —(1) Test 
species —(i) Selection. Daphnia magna 
less than 24 hours old at the beginning 
of the test, laboratory bred, free from 
known diseases and with a known 
history (breeding method, pretreatmentj 
are used in this test. Other Daphnia 
species may be used provided that the 
relevant re-production parameters ore 
comparable to those of Daphnia magna. 

(ii) Feeding . The daphnids should be 
fed at least daily during the definitive 
test. In the chronic daphnid test, food (in 
any quantity) of any kind that meets the 
criteria of reproduction for validity of 
the test, is acceptable. Overloading of 
the test system with food should be 
avoided in order to minimize sorption of 
the test substance. Log-phase, 
unicellular green Hlgae are generally 
suitable. 

(2) Facilities —(ij Apparatus. (A) 
Normal laboratory apparatus and 
equipment should be used. Equipment 
which will come into contact with the 
test solutions should preferably be all 
gloss. This glassware should be cleaned 
with solvents known to remove 
previously tested chemicals. 

(B) This reproduction test should not 
be carried out in a static test system; 
either a renewal or flow-through system 
shall be used. The renewal period 
should be guided by the chemical 
analysis and (if applicable) the oxygen 
level in the test solution. The solutions 
shall be renewed at least once every 4ft 
hours (if desired, on Monday, 
Wednesday, and Friday). 

(C) Volatile compounds should be 
tested in completely filled closed 
containers, large enough to prevent the 
oxygen concentrations from falling 
below 70 percent of the saturation value. 
An almost-closed, flow-through system 
may also be used. When more than 20 
percent of the test compound would be 
lost through volatility, the test should be 
carried out either in a flow-through 
system or in an enclosed container of 
sufficient size to ensure that the oxygen 
level does not fall below 70 percent of 
the saturation value. 

(it) Cleaning. If the renewal scheme 19 
used, the glassware shall be emptied 
and food residues removed at renewal 
It is recommended that the glassware be 


rinsed with deionized water and kept as 
a coded series for the following renewal 
Each test unit therefore has two vessels 
which arc used alternately. If flow¬ 
through systems arc used, these should 
be cleaned twice a week. 

(iii) Dilution water. Surface or ground 
water, reconstituted water, or 
dechlorinatcd tap wuter is acceptable as 
dilution water if daphnids will survive 
and reproduce in it for the duration of 
the culturing, acclimation, and testing 
periods without showing signs of stress. 
The quality of the dilution water should 
be constant and should meet the 
following specifications: 


Sutnunca 
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20 mg/I 
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2 mg/I 
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»#*/» 

0**dual ettonna 

1 Hlft- 

ToMI organophotptorua 

SOng/1 

extern. 


Tom Orytnocrtorv* pafftodea 

SOng/l 

prut po»ycf formated bptteoyte 


<PC8*J 


or organ* oNonna,—,- 

25 ng/l 


(3) Test parameters —(i) Carriers. If 
solvents, solubilizing agents, emulsifiers, 
etc., have to be used, they should be 
commonly used adjuvants and should 
not themselves be toxic at the 
concentrations used. They should also 
not interact to alter the toxicity of the 
substance under test. In no case should 
the concentration of an organic solvent 
exceed 0.1 ml/1. 

(ii) Dissolved oxygen. The oxygen 
concentration shall be >70 percent of 
the air saturation value throughout the 
test. 

(iii) Lighting . A light-dark cycle is 
necessary for the definitive test; 8 hours 
darkness and 16 hours light are 
recommended. 

(iv) Loading. At least 40 ml of test 
solution should be provided for each 
animal in the definitive test. 

(v) Temperature . The test temperature 
should be between 18 and 22 *G but for 
each test it should be constant, within 
±0.5 *C. 

(e) Reporting —(i) Test substance 
information: 

(A) Chemical designation. 

(B) Additional designations, e.g., trade 
name. 

(C) Empirical formula. 

(D) Manufacturer. 

(E) Batch number. 

(F) Degree of purity. 

(G) Date of sampling. 

(H) Water solubility. 

(I) Vapor pressure. 

(j) Biodegradability. 

(K) Chemical stability in water and 
daylight. 


(L) tf-octanol/water partition 
coefficient. 

(i i) Genera! information: 

(A) Source of Daphnia, any 
pretreatment, breeding method 
(including source, kind and amount of 
food, feeding frequency), species 
identification and method of 
verification. 

(0) Name and address of the testing 
laboratory, name of the person 
responsible for carrying out the test 
(study director). 

(C) Name and address of sponsor. 

(D) Dates of testing. 

(E) Description of the test method or 
reference to the method used. 

(iii) Conditions of testing: 

(A) Carriers and/or additives used 
and their concentrations. If it is 
observed that the stability or 
homogeneity of the test substanc e 
cannot be maintained, then care should 
be taken in the interpretation of the 
results and note made that these may 
not be reproducible. 

(B) Dilution water source and 
chemical and physical characteristics 
including at least hardness. pH. Ca/Mg 
ratio. Na/K ratio, alkalinity. 

(C) Test temperature. 

(D) Light quality, intensity and 
periodicity. 

(E) All measurements of pH and 
oxygen level made during the test, 
preferably in tabular form. 

(F) Results and date of test performed 
with reference compound if available. 

(C) Description of test vessels: volume 
of solution, number of test organisms per 
vessel, number of test vessels per 
concentration, conditioning of the test 
vessels, the introduction of the test 
substance in the dilution water. 

(IT) In case of renewal, the renewal 
procedure and scheme. In case of flow- 
through. the test substance delivery 
system, the flowrate, periodicity of 
cleaning and technique used. 

(I) If measured, the actual 
concentrations of the test substance and 
the dates of measurement. 

(J) Number and percentage of 
daphnids that showed any adverse 
effect in the controls and in each 
treatment at each observation period 
and a description of the nature of the 
effects observed, e g., immobilization, 
mortality in tabular form. 

(K) Description or reference to 
statistical procedures applied. 

(L) Any other effects differentiating 
organisms in tests and controls. 

(iv) Specific range-finding and 
definitive test information: (A) For the 
24 hour ECm (acute immobilization) 
phase also report:. 
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(/) The 24 hour EG* preferably with 
95 percent confidence limits, either by 
computation or graphically, and the 
method applied. The probit method is 
recommended. 

(2) If possible, the slope of the 
concentration response curve with its 95 
percent confidence limits. 

(3) The highest tested concentration 
producing no immobile daphnids. 

(4) The lowest tested concentration 
producing 100 percent immobile 
daphnids. 

(5) Any other effect observed and the 
concentration at which it occurred. 

(B) For the reproduction phase also 
report: 

(7) The EG* (immobilization) and LG* 
values as far as possible at 24 hours. 48 
hours. 96 hours. 7 days, 14 days and at 
the end of the test, preferably with 95 
percent confidence limits, either by 
computation or graphically, and the 
method applied. For the determination, a 
probit method should be used. 

\2) The length of time for the 
appearance of the first brood for each 
concentration. 

(3) The number of young alive in each 
test vessel on given days when counts 
were made (the minimum requirement is 
for counts at 48 hour intervals on 
Mondays. Wednesdays, and Fridays). 

(4) The number of dead young in each 
test vessel on given days when counts 
were made. 

(5) Source, kind and amount of food; 
feeding frequency. 

(d) If the recommended concentration 
scheme was followed and no effects on 
reproduction are detected, then the 
results may be reported as being greater 
than the highest concentration tested. 

[7] For each of the observed effects a 
statistical analysis of the homogeneity 
of replicate results for each 
concentration should be made. If 
homogeneity is found, it should be 
determined through an appropriate 
statistical analysis, whether a 
significant difference exists between the 
control and the test concentrations. 

(d) The highest concentration tested at 
which no significant difference is found 
compared to the controls with respect to 
mortality, reproduction and other 
observed effects. 

(9) The lowest concentration tested 
with significant difference compared to 
the controls. 

(70) Any other parameter can be 
reported at the option of the study 
director. 

§ 797.1400 Fish acute toxicity test 

(a) Purpose . This guideline may be 
used to develop data on the acute 
toxicity of chemical substances and 
mixtures (“chemicals*’) subject to 


environmental effects test regulations 
under the Toxic Substances Control Act 
(TSCA) (Pub. L 94-489, 90 Stat. 2003.15 
U.S.C. 2601 et scq.). This guideline 
prescribes tests to be used to develop 
data on the acute toxicity of chemicals 
to fish. The United States Environmental 
Protection Agency (EPA) will use data 
from these tests in assessing the hazard 
of a chemical to the environment. 

(b) Definitions. The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA), and the definitions 
in Part 792—Good Laboratory Practice 
Standards of this chapter apply to this 
test guideline. The following definitions 
also apply to this guideline: 

(1) “Acclimation” means the 
physiological compensation by test 
organisms to new environmental 
conditions (e.g., temperature, hardness, 
pH). 

(2) “Acute toxicity test” means a 
method used to determine the 
concentration of a substance that 
produces a toxic effect on a specified 
percentage of test organisms in a short 
period of time (e g., 96 hours). In this 
guideline, death is used as the measure 
of toxicity. 

(3) “Carrier” means a solvent used to 
dissolve a test substance prior to 
delivery to the test chamber. 

(4) “Conditioning'* means the 
exposure of construction materials, test 
chambers, and testing apparatus to 
dilution water or to test solutions prior 
to the start of a test in order to minimize 
the sorption of the test substance onto 
the test facilities or the leaching of 
substances from the Vest facilities into 
the dilution water or test solution. 

(5) “Death” means the lack of 
opercular movement by a test fish. 

(6) “Flow-through” means a 
continuous or an intermittent passage of 
test solution or dilution water through a 
test chamber, or a holding or 
acclimation tank with no recycling. 

(7) “Incipient LGo" means that test 
substance concentration, calculated 
from experimentally-derived mortality 
data, that is lethal to 50 percent of a test 
population when exposure to the test 
substance is continued until the mean 
increase in mortality does not exceed 10 
percent in any concentration over a 24- 
hour period. 

(8) “LCso” means that test substance 
concentration, calculated from 
experimentally-derived mortality data, 
that is lethal to 50 percent of a test 
population during continuous exposure 
over a specified period of time. 

(9) “Loading” means the ratio of fish 
biomass (grams, wet weight) to the 
volume (liters) of test solution in a test 
chamber or passing through it In a 24 
hour period. 


(10) “Static” means the test solution is 
not rrnewed during the period of the 

test. 

(11) “Test solution” means the test 
substance and the dilution water in 
which the test substance is dissolved or 
suspended. 

(c) Test procedures —(1) Summary of 
the test (i) Test chambers are filled with 
appropriate volumes of dilution water. If 
a flow-through test is performed, the 
flow of dilution water through each 
chamber is adjusted to the rate desired. 

(ii) The test substance is introduced 
into each test chamber. In a flow¬ 
through test, the amount of test 
substance which is added to the dilution 
water is adjusted to establish and 
maintain the desired concentration of 
test substance in each test chamber. 

(Hi) Test fish which have been 
acclimated in accordance with the test 
design are introduced into the test and 
control chambers by stratified random 
assignment. 

(iv) Fish in the test and control 
chambers are observed periodically 
during the test: dead fish are removed at 
least twice each day and the findings 
are recorded. 

(v) The dissolved oxygen 
concentration, pH, temperature and the 
concentration of test substance are 
measured at intervals in selected test 
chambers. 

(vi) Concentration-response curves 
and LCm» values for the test substance 
are developed from the mortality data 
collected during the test. 

(2) (Reserved) 

(3) Range finding lesL If the toxicity of 
the test substance is not already known, 
a range finding test should be performed 
to determine the range of concentrations 
to be used in the definitive test. The 
highest concentration of test substance 
for use in the range finding test should 
not exceed its solubility in water or the 
permissible amount of the carrier used. 

(4) Definitive test . (i) A minimum of 20 
fish should be exposed to each of five or 
more test substance concentrations The 
range of concentrations to which the fish 
are exposed should be such that in 96 
hours there are at least two partial 
mortality exposures bracketing 50 
percent survival. 

(ii) For exposure to each 
concentration of a test substance, an 
equal number of test fish should be 
placed in two or more replicate test 
chambers. The distribution of individual 
fish among the test chambers should be 
riindomized. 

(iii) Every test should include a 
control consisting of the some dilution 
water, conditions, procedures, and fish 
from the same group used in the test. 
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except that none of the test substance is 
added. 

(iv) Mortality data collected during 
the test are used to calculate a 96-hour 
LCvo. The 24-, 48-. and 72-hour values 
should be calculated whenever there is 
sufficient mortality data to determine 
such values. If the 96-hour LC*> is less 
than 50 percent of the estimated 48-hour 
I.Cio in a flow-through test, the test 
should be continued until the mean 
increase in mortality at any test 
concentration does not exceed 10 
percent over a 24-hour period or until 14 
days. 

(v) Test fish should no! be fed while 
they arc being exposed to the test 
substance under static conditions or 
during the first 96 hours of flow-through 
testing. If the test continues past 90 
hours, the fish should be fed a suitable 
food at a maintenance level every other 
day beginning on test day 5. Any excess 
food and the fecal material should be 
removed when observed. 

(5) Test results, (i) Death is the 
primary criterion used in this test 
guideline to evaluate the toxicity of the 
test substance. 

(II) In addition to death, any abnormal 
Iwhavior such as. but not limited to. 
erratic swimming, loss of reflex, 
increased excitability, lethargy, or any 
changes in appearance or physiology 
such as discoloration, excessive mucous 
production, hyperventilation, opaque 
eyes, curved spine, or hemorrhaging 
should be recorded. 

(iii) Observations on compound 
solubility should be recorded. The 
investigator should report the 
appearance of surface slicks, 
precipitates, or materiul adhering to the 
sides of the test chamber. 

fiv) Each test and control chamber 
should be checked for dead fish and 
observations recorded at 24,48,72. and 
% hours after the beginning of the test 
or within one hour of the designated 
times. If the test is continued past 96 
hours, additional observations should be 
made every 24 hours until termination. 

(v) The mortality data is used to 
calculate LCVs and their 95 percent 
confidence limits, and to plot 
concentration-response curves for each 
time interval whenever sufficient data 
exists. The methods recommended for 
use in calculating LCm>*s include probit. 
logit, binomial, and moving average 
angle. 

(vi) A test is unacceptable if more 
than 10 percent of the control fish die or 
exhibit abnormal behavior during a 96- 
huur test. If a flow-through test is 
continued past 96 hours, the maximum 
allowable additional mortality is 10 
percent. 


(6) Analytical measurements —(i) 
Water quality analysis. [AJThe 
hardness, acidity, alkalinity. pH. 
conductivity, TOC or COD. and 
particulate matter of the dilution water 
should be measured at the beginning of 
each static test and at the beginning and 
end of each flow-through test. The 
month to month variation of the above 
values should be less than 10 percent 
and the pH should vary' less than 0.4 
units. 

IB) During static tests, the dissolved 
oxygen concentration, temperature and 
pi I should be measured in each test 
chamber at the beginning of the test and 
as often as needed thereafter to 
document changes from the initial 
levels. The test solution volume should 
not be reduced by more than 10 percent 
as a result of these measurements. 

(C) During flow-through tests, 
dissolved oxygen, temperature and pH 
measurements should be made in each 
chamber at the beginning of the test and 
every' 48 hours thereafter until the end of 
the test. 

(ii) Celled ion of samples for 
measurement of test substance. Test 
solution samples to be analyzed for the 
test substance should be taken midway 
between the top, bottom, and sides of 
the test chamber. These samples should 
not include any surface scum or material 
dislodged from the bottom or sides. 
Samples should be analyzed 
immediately or handled end stored in a 
manner which minimizes loss of test 
substance through microbial 
degradation, photodegradation, 
chemical reaction, volatilization, or 
sorption. 

(iii) Measurement of test substance . 

(A) For static tests, the concentration of 
dissolved test substance (that which 
passes through a 0.45 micron Biter) 
should be measured at a minimum in 
each test chamber at the beginning (0- 
hour. before Fish are added) and at the 
end of the test During flow-through 
tests, the concentration of dissolved test 
substance should be measured as 
follows: 

(/) In each chamber at O-hour. 

(2) In each chamber at 96 hours and 
every 4 days thereafter, as long as the 
test is continued. 

(3) In at least one appropriate 
chamber whenever a malfunction is 
detected in any part of the test 
substance delivery system. 

(B) Filters and their holders used for 
determining the dissolved test substance 
concentrations should be prewashed 
with several volumes of distilled water 
and undergo u final rinse with test 
solution. Class or stainless steel Biter 
holders are best for organic test 
substances, while plastic holders are 


best for metals. The sample should be 
filtered within 30 minutes after it is 
taken from the test chamber. 

(C) The analytical methods used to 
measure the amount of test substance in 
a sample should be validated before 
beginning the test. The accuracy of a 
method should be verified by a method 
such as using known additions. This 
involves adding a known amount of the 
test substancc'to three water samples 
taken from a chamber containing 
dilution water and the same number and 
species of fish as are used in the test. 
The nominal concentration of the test 
substance in those samples should span 
the concentration range to be used in the 
test. Validation of the analytical method 
should be performed on at least two 
separate days prior to starting the test. 

(D) An analytical method is not 
acceptable if likely degradation 
products of the lest substance give 
positive or negative interferences, unless 
it t9 shown that such degradation 
products are not present in the test 
chambers during the test. 

(E) In addition to analyzing samples of 
test solution, at least one reagent blank, 
containing all reagents used, should also 
be analyzed. 

(F) If the meusured concentrations of 
dissolved test substances are 
considerably lower (e g., <50 percent) 
than the nominal concentrations, the 
total test substance concentration 
should be measured in the highest test 
concentration. 

(G) Among replicate left chambers, 
the measured concentrations should not 
vary more than 20 percent. The 
measured concentration of the test 
substance in any chamber during the 
test should not vary' more than 30 
percent from the measured 
concentration prior to initiation of the 
test. 

(if) The mean measured concentration 
of dissolved test substance should be 
used to calculate all LGo'8 and to plot 
all concentration-response curves. 

(d) Test conditions —(1) Test species. 
(i) Selection. The test species for this 
test are the rainbow trout [Salmo 
gairxfneri). bluegill [Lcpomis 
macrochirus) and fathead minnow 
[Ptmephales promdas). The particular 
species of fish to be used will be 
prescribed In the test rule. 

(ii) Age and condition of fish. (A) 
[uvenile fish should be used. Fish used 
in a particular test should be the same 
age and be of normal size and 
appearance for their age. The longest 
fish should not be more than twice the 
length of the shortest. 
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(B) All newly acquired fish should be 
quarantined and observed for at least 14 
days prior to use in a test. 

(C) Fish should not be used for a test 
if they appear stressed or if more than 
five percent die during the 48 hours 
immediately prior to the test. 

(iii) Acclimation of test fish. (A) If the 
holding water is not from the same 
source as the test dilution water, 
acclimation to the dilution water should 
be done gradually over a 48-hour period. 
The fish should then be held an 
additional 14 days in the dilution water 
prior to testing. Any changes in water 
temperature should not exceed 3 *C per 
day. Fish should be held for a minimum 
of 7 days at the test temperature prior to 
testing. 

(B) During the final 48-hours of 
acclimation, fish should be maintained 
in facilities with background colors and 
light intensities similar to those of the 
testing area and should not be fed. 

(2) Facilities —(i) General . Facilities 
needed to perform this test include: 

(A) Flow-through tanks for holding 
and acclimating fish. 

(B) A mechanism for controlling and 
maintaining the water temperature 
during the holding, acclimation and test 
periods. 

(C) Apparatus for straining particulate 
matter, removing gas bubbles, or 
insufficient dissolved oxygen, 
respectively. 

(D) Apparatus for providing a 18-hour 
light and 8-hour dark photoperiod with a 
15- to 30-minute transition period. 

(E) Chambers for exposing test fish to 
the teat substance. 

(F) A test substance delivery system 
for flow-through tests. 

(ii) Construction materials . 
Construction materials and 
commercially purchased equipment that 
may contact the stock solution, test 
solution, or dilution water should not 
contain substances that can be leached 
or dissolved into aqueous solutions in 
quantities that can alter the test results. 
Materials and equipment that contact 
stock or test solutions should be chosen 
to minimize sorption of test chemicals. 
Glass, stainless steel, and 
perfluorocarbon plastic should be used 
whenever possible. Concrete, fiberglass, 
or plastic (e.g.. PVC) may be used for 
holding tanks, acclimation tanks, and 
water supply systems, but they should 
be used to remove rust particles. 

Rubber, copper, brass, galvanized metal, 
epoxy glues, and lead should not come 
in contact with the dilution water, stock 
solution, or test solution. 

(iii) Test substance delivery system. 

In flow-through tests, diluters. metering 
pump systems or other suitable devices 
should be used to deliver the test 


substance to the test chambers. The 
system used should be calibrated before 
each test. Calibration includes 
determining the flow rate through each 
chamber and the concentration of the 
test substance delivered to each 
chamber The general operation of the 
lest substance delivery system should 
be checked ttvice daily during a test. 

The 24-hour flow rate through a test 
chamber. During a test, the flow rates 
should not vary more than 10 percent 
from one test chamber to another or 
from one time to any other. 

(iv| Test chambers. Test chambers 
made of stainless steel should be 
welded, not soldered. Test chambers 
made of glass should be fused or bonded 
using clear silicone adhesive. As little 
adhesive as possible should be left 
exposed in the interior of the chamber. 

(v) Cleaning of test system . Test 
substance delivery systems and test 
chambers should be cleaned before each 
test. They should be washed with 
detergent and then rinsed in sequence 
with clean water, pesticide-free acetone, 
clean water, and 5 percent nitric acid, 
followed by two or more changes of 
dilution water. 

(vi) Dilution water. (A) Clean surface 
or ground water reconstituted water, or 
dechlorinated tap water is acceptable as 
dilution water if the test fish will survive 
in it for the duration of the holding, 
acclimating, and testing periods without 
showing 9ign9 of stress, such as 
discoloration, hemorrhaging, 
disorientation or other unusual 
behavior. The quality of the dilution 
water should be constant and should 
meet the following specifications 
measured at least twice a year: 
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(B) The concentration of dissolved 
oxygen in the dilution water should be 
between 90 and 100 percent saturation; 
9.8 to 10.9 mg/I for tests with trout, and 
8.0 to 8.9 mg/I for tests with bluegil) or 
fathead minnow at sea level. If 
necessary, the dilution water can be 
aerated before the addition of the test 
substance. All reconstituted water 
should be aerated before use. Buffered 
soft water should be aerated before but 
not after the addition of buffers. 

(C) If disease organisms are present in 
the dilution water in sufficient numbers 


to cause infection, they should be killed 
or removed by suitable equipment. 

(D) Glass distilled or carbon filtered 
deionized water with a conductivity less 
than 1 micromho/cm is acceptable for 
use in making reconstituted waiter. If the 
reconstituted water is prepared from a 
ground or surface water source, 
conductivity, and total organic carbon 
(TOC) or chemical oxygen demand 
(COD) should be measured on each 
batch. 

Ivii) Carriers. (A) Distilled water 
should be used in making stock 
solutions of the test substance. If the 
stock volume however is more than 10 
percent of the test solution volume, 
dilution water should be used. If a 
carrier is absolutely necessary to 
dissolve the test substance, the volume 
used should not exceed the minimum 
volume necessary to dissolve or suspend 
the test substance in the test solution. If 
the test substance is a mixture, 
formulation, or commercial product, 
none of the ingredients Is considered a 
carrier unless an extra amount is used lo 
prepare the stock solution. 

(B) Triethylcne glycol and dimethyl 
formamide are the preferred carriers, 
but acetone can also be used. The 
concentration of triethylene glycol in the 
test solution should not exceed 80 mg/1. 
The concentration of dimethyl 
formamide or acetone in the test 
solution should not exceed 5/0 mg/I. 

(3) Test parameters —(i) Loading. The 
number of fish placed in a test chamber 
should not be so great as to affect the 
results of the test. The loading should 
not be so great that the test substance 
concentrations arc decreased by more 
than 20 percent due to uptake by the 
fish. In static .tests, loading should not 
exceed 0.5 grams of fish per liter of 
solution in the test chamber at any one 
time. In flow-through tests loading 
should not exceed 0.5 grams of fish per 
liter of test solution passing through the 
chamber in 24 hours. These loading 
rates should be sufficient to maintain 
the dissolved oxygen concentration 
above the recommended levels and the 
ammonia concentration below 20 pg/l. 

(ii) Dissolved oxygen concentration 
(A) During static tests with rainbow 
trout the dissolved oxygen in each test 
chamber should be greater than 5.5 mg/ 
1. In tests with bluegil) and fathead 
minnows, the DO should be maintained 
above 4.5 mg/I. 

(B) During flow-through tests the 
dissolved oxygen concentration should 
be maintained above 8.2 mg/l in tests 
with trout and al>ove 6.6 mg/l in tests 
with btuegills or fathead minnows. 

(iii) Temperature , The test 
temperature should be 22 ± 1 - C for 
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btuegill and fathead minnows, and 12 i 1 
'C for rainbow trout. The temperature 
should be measured at least hourly in 
one test chamber. 

(iv) Light A lb-hour light and 8-hour 
dark photoperiod with a 15- to 30-minutr 
transition period should be maintained. 

(e) Reporting, The sponsor should 
submit to the KPA all data developed by 
the test that are suggestive or predictive 
of toxicity. In addition to the reporting 
requirements prescribed in Part 792— 
Good Laboratory Practice Standards of 
this cliapter. the reported test data 
should include the following: 

(11 The source of the dilution water, a 
description of any pretreatment, and the 
measured hardness, acidity, alkalinity, 
pi I. conductivity. TOC or COD and 
particulate mutter. 

(21 A description of the test chambers, 
the depth and volume of solution in the 
chamber, the specific way the test was 
begun (e.g.. conditioning, lest substance 
additions), and for flow-through tests, a 
description of the test substance 
delivery system. 

(3) Detailed information about the test 
fish, including the scientific name and 
method of verification, average weight 
(grams, wet weight), standard length, 
age, source, history, observed diseases, 
treatments, and mortalities, acclimation 
procedures, and food used. 

(4) The number of replicates used, the 
number of organisms per replicate, the 
loading rate, and the flow rale for flow¬ 
through tests. 

(5) The measured DO. pH and 
temperature and the lighting regime. 

(6) The solvent used, the lest 
substance concentration in the stock 
solution, the highest solvent 
conccntratinn in the test solution and a 
description of the solubility 
determinations in water and solvents if 
used 

(7) The concentration of the test 
substance in each test chamber just 
before the start of the test and at all 
subsequent sampling periods. 

(8) The number of dead and live tests 
organisms, the percentage of organisms 
that died and the number that showed 
any abnormal effects in the control and 
in each test chamber at each 
observation period 

(9) The 9b-hour LG*, and when 
sufficient data have been generated, the 
24-. 48-, 72—, and incipient LG* values, 
their 95 percent confidence limits, and 
the methods used to calculate the LC*o 
values and their confidence limits. 

(10) When observed, the observed no 
effect concentration (the highest 
concentration tested at which there 
were no mortalities or abnormal 
behavioral or physiological effects). 


(11) The concentration-response curve 
at each observation period for which a 
LG* was calculated. 

(12) Methods and data records of alt 
chemical analyses of water quality 
parameters and test substance 
concentrations, including method 
validations and reagent blanks. 

$ 797.1440 Fish Acute Toxicity Test 

la) Purpose, This guideline will be 
used in developing data on the acute 
toxicity of chemical substances and 
mixtures (•‘chemicals") to fish subject to 
environmental effects test regulations 
under the Toxic Substances Control Act 
frSCA) (Pub. L 94-459. 90 Stat. 2003. 15 
U.S.C. 2601 et seq.). The United States 
Environmental Protection Agency (SPA) 
will use data from these tests in 
assessing the hazard of a chemical to 
the environment. 

(b) Definitions. The definitions in 
section 3 of the Toxic Substances 
Control Act fFSCA) and in Part 792— 
Good Laboratory Practice Standards of 
this chapter apply to this test guideline. 
The following definitions also apply: 

(1) "Acute toxicity" is the discernible 
adverse effects induced in an organism 
within a short period of time (days) of 
exposure to a chemical. For aquatic 
animals this usually refers to continuous 
exposure to the chemical in water for a 
period of up to four days. The effects 
(lethal or sub-lethal) occurring may 
usually be observed within the period of 
exposure with aquatic organisms. 

(2) "Acute lethal toxicity" is the lethal 
effect produced on an organism within a 
short period of time of exposure to a 
chemical. 

(3) "Confidence limits" are the limits 
w ithin which, at some specified level of 
probability, the true value of a result 
lies. 

(4) "LGxT is the median lethal 
concentration, i.e^ that concentration of 
a chemical in air or wuter killing 50 
percent of a test batch of organisms 
within a particular period of exposure 
(which should be stated). 

(5) "Static test" is a toxicity test with 
aquatic organisms in which no flow' of 
test solution occurs. (Solutions may 
remain unchanged throughout the 
duration of the test). 

(6) "Semi-static test" is a test without 
flow of solution, but with occasional 
batchwise renewal of test solutions after 
prolonged periods (e.g.. 24 hours). 

(7) "Flow-through test" is a toxicity 
test in which water is renewed 
constantly in the test chambers, the 
chemical under test being transported 
with the water used to renew the test 
medium. 

(8) 'Time-response curve" is the curve 
relating cumulative percentage response 


of a test batch of organisms, exposed to 
a single dose or single concentration of 
a chemical, to a period of exposure. 

(9) "Toxicity curve" is the curve 
produced from toxicity tests when I.G* 
values an* plotted against duration of 
exposure. (This term is also used in 
aquatic toxicology, but in a less precise 
sense, to describe the curve produced 
when the median period of survival is 
plotted against test concentrations.) 

(10) "Units" all concentrations are 
given in weight per volume (e.g.. mg/ 
liter). 

(c) Test procedures —(1) Summary of 
the test, (i) The aqueous solubility and 
the vapor pressure of the test chemical 
should be known prior to testing. The 
structural formula of the test chemical, 
its purity, stability in water and light, n - 
octanol/woter partition coeffecicnt. and 
pK* value should be known. The results 
of a biodegradability test and the 
method of analysis for the quantification 
of the chemical in water should also be 
known. 

(11) The fish are exposed to a range of 
test substance concentrations preferably 
for a period of up to 90 hours. 

Mortalities are recorded at 24, 48. 72 and 
90 hours and the concentrations which 
kill 50 percent of the fish (LG*) are 
determined where possible. 

(iii) The maximum concentration 
tested producing no mortality and the 
minimum concentration tested 
producing total mortality should be 
ritcordcd. 

(iv) For chemicals with limited 
solubility under the test conditions, it 
rnay not be possible to determine an 
LG*. 

(2) (Reserved). 

(3) Range-finding test. It may be 
ntfeessary to perform a range-finding 
test prior to a definitive test. It provides 
information about the range of 
concentrations to lie used in the 
definitive test. 

(4) Definitive test . (i) Fish should be 
exposed to at least five concentrations 
spaced by a constant factor not 
exceeding 1.8. A control and solvent 
control, when appropriate should also 
be tested. 

(ii) Stock solutions of the required 
strength arc prepared by dissolving the 
appropriate amount of the test 
substance in the required volume of 
dilution water. The p! I value of the 
stock solution should be adjusted to the 
pH value of the dilution water unless 
there are specific reasons not to do so. 
The test should be carried out without 
adjustment of pH if there is evidence of 
marked change in the pH of the solution, 
and it is advised that the test be 
repeated with pH adjustment and the 
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results reported. This pH adjustment 
should be made in such a way that the 
stock solution concentration is not 
changed to any significant extent and 
thut no chemical reaction or physical 
precipitation of the test compound is 
caused. NCI or NaOH should be used to 
adjust the pH. 

(iii) Stock solutions of substances of 
low aqueous solubility may be prepared 
by ultrasonic dispersion or. if necessary, 
by use of organic solvents, emulsifiers or 
dispersants of low toxicity to fish. When 
such auxiliary substances are used, the 
control fish should be exposed to the 
same concentration of the auxiliary 
substance as that used in the highest 
concentration of the test substance. The 
concentration of such auxiliaries should 
not exceed 0.1 ml/1. 

(iv) The chosen test concentrations 
are prepared by dilution of the stock 
solution. 

(v) For test to be valid, the following 
criteria apply: 

(A) If it is observed that the stability 
or homogeneity of the test substance 
cannot be maintained, then care should 
be taken in the interpretation of the 
results and a note made that these 
results may no! be reproducible. 

(B) The mortality in the controls 
should not exceed 10 percent at the end 
of the test. 

(C) The dissolved oxygen 
concentration should have been >00 
perron! of air saturation throughout the 
test. 

(D) There should be evidence that the 
concentration of the substance being 
tested has been satisfactorily 
maintained (e.g.. within 80 percent of the 
nominal concentration) over the test 
period. 

(5) Test results . (I) The fish are 
inspected after 24.48. 72, and 96 hours. 
Fish are considered dead if touching of 
the caudal peduncle produces no 
reaction. Dead fish are removed when 
observed, and mortalities are recorded. 
Observations after the first 3 hours and 
6 hours are desirable. 

(if) Records are kept of visible 
abnormalities (e.g., loss of equilibrium, 
swimming behavior, respiratory 
function, pigmentation, etc.). 

(iii) The cumulative percentage 
mortality for each recommended 
exposure period should be plotted 
against concentration on logarithmic- 
probability paper. A line is then fitted 
by eye to these points and the 
concentration corresponding to the 50 
percent response point is read off. This 
is the I.Cm for the appropriate exposure 
period. Median lethal concentrations 
also can be calculated using standard 
procedures given in any of the 
references cited in paragraph (f) of this 


section. Confidence limits |p -0.95) for 
the calculated l.Cv> values can be 
determined using the standard 
procedures. The LC*> value should be 
rounded off to two significant figures. 

(iv) Where the data obtained are 
inadequate for the U9C of standard 
methods of calculating the LG* (because 
most of the results arc for either no 
deaths or total mortality, where a 
dilution ratio of 1.8 has been used) then 
the highest concentration causing no 
deaths and the lowest concentration 
producing 100 percent deaths should be 
used to determine the LG* (this being 
taken as being the geometric mean of 
these two concentrations). 

(6) (Reserved). 

(d) Test conditions —(1) Test 
species —(i) Selection. (A) One of 
several species may be used, the 
selection being at the discretion of the 
testing laboratory. It is suggested that 
the species used be selected on the basis 
of such important practical criteria as: 
their ready availability throughout the 
year, their ease of maintenance, their 
convenience for testing, and any 
economic, biological or ecological 
factors which have bearing. The fish 
should be in good health and free from 
any apparent malformation. If other 
species fulfilling the above criteria are 
used, the test method should be adapted 
in such a way as to provide suitable test 
conditions. 

(B) Examples of fish recommended for 
testing and their sizc are given in the 
following Table 1: 


TaBCE 1—RECOMUE*OeO SPECIE S POP ACUTE 
Testing 



Rooonv- 
mwvwd 
tot* 
wrvjm 
ferafti 1 
m 

nmo (TofeOVfcP. CyvnrvdM) (Ham. 
rfton Pucfwrwn) __. 

20110 

P*rmph»*m* promt** <7*oo«tat CypnredM) F 4 I 
fwid minnow . ...- - 

2.0 1 10 

Cypnrx* cprpto (T ¥#*** Overrate*) (Urvw 
1?5t) Common . __ 

30110 

Orym m fTWomtru. Poorwciool (ScNogtl 

MHO) Owl kmnh __ 

20±lO 

fittest nmwifi (Tyinnow. rrwiwi—) <P«w» 
IS5») Gouey —_____ 

20*14) 

Import* mrncnxfma (Tctaotiw. Cwtrorctefeo) 
(Unn—ut 1756) BKxyfl ,, , .. 

aotio 

Sm*no gmdrmri (Tofeoalw, Swmorftdwe (feeft- 
•rdson 1635) Rwobow tool .. 

SOtUO 


(ii) Collection or acquisition* The fish 
mentioned above are easy to rear or are 
widely available throughout the year. 
They are capable of being bred and 
cultivated either in fish farms or in the 
laboratory under disease- and parasite- 
controlled conditions so that the test 
animal will be healthy and of known 
parentage. 


(iii) Holding and acclimation. (A) Fish 
should be held for at least 12 to 15 days 
before testing. All fish should be 
maintained in water of the quality to be 
used in the test for at least 7 days before 
they are used. 

(B) Coldwater fish should be held in 
tanks containing at least 3001 of water 
while warmwater fish should be held in 
tanks containing at least 1001. 

(C) The temperature of the holding 
water should be the same as that used 
for testing. The dissolved oxygen 
concentrations should be maintained 
above 80 percent of the air saturation 
value. A 12 to 16 hour photoperiod 
should be used. 

(D) All fish should be fed three times 
per week or doily until 24 hours before 
the test is started. 

(F.) A batch of fish is acceptable for 
testing if the percentage mortality over 
the 7-day period prior to testing is Ics9 
than five. If the mortality is between 5 
and 10 percent acclimation should 
continue for seven 7 days. If the 
mortality is greater than 10 percent, the 
entire batch of fish should be rejected. 

(2) Test facilities—ii) Apparatus . An 
oxygen meter, equipment for 
determination of water hardness, 
adequate apparatus for temperature 
control, test tanks made of chemically 
inert materials and other normal 
laboratory equipment are needed. 

(ii) Dilution water. (A) Drinking water 
(dechlorinated if necessary), good 
quality natural water, or reconstituted 
water, with a total hardness of between 
50 and 250 mg/1 (as CaCOb and with a 
pi I of 0.CML5 are preferred. 

(B) Reconstituted water should be 
prepared from deionized water or 
distilled water with a conductivity <10 
Scm" 1 One hundred liters of 
reconstituted water can be prepared by 
adding 2.51 of the following solutions to 
a tank and bringing the solution to 
volume with deionized water 

11.70g CACb*2I bO/1 

4.93g MgSO«-7HiO/l 

2.59g NaHCOi/l 

2.59g KCI/1 

The sum of the calcium and magnesium 
ions in this solution is 2^ mmol/I. The 
proportion of Ca:Mg-ions is 4.13 and of 
NaJC-ions is 10:1. The acid capacity of 
this solution is 0.8 mmol/I. 

(C) The dilution water should be 
aerated until oxygen saturation is 
achieved and then stored for about 2 
days without further aeration before 
use. 

(3) Test parameters, (i) Constant 
conditions should be maintained as far 
os possible throughout the test and. if 
necessary, semi-static or flow-through 
procedures should be used. 
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(ii) The preparation and storage of the 
test material, the holding of the fish, and 
all operations and tests should be 
carried out In an environment free from 
harmful concentrations of dust, vapors, 
and gases and in such a way as to avoid 
cross-contamination. Any disturbances 
that may change the behavior of the fish 
should be avoided. 

(iii) The following parameters are 
important: 

(A) Dissolved oxygen. The dissolved 
oxygen concentrations should be at 
least GO percent of the air saturation 

value. 

(B) Light. A 12 to 16 hour photoperiod 
should be used. 

(C) Loading. A maximum loading of 
1.0 g/1 for static and scmi-static tests is 
recommended: for flow-through systems 
a higher loading can be acceptable. 

(D) Temperature. Test temperatures of 
15 ± 2 *C for rainbow trout and 22 ±2 
*C for carp are recommended. The other 
recommended species should be tested 
at 23 ± 2 # C. The temperature should be 
maintained within ±1 *C of the selected 
test temperature throughout the test 
period. 

(E) Feeding. The fish should not be fed 
during the test. 

(e) Reporting. (1) The sponsor should 
submit to the EPA all data developed by 
the test that are .suggestive or predictive 
of toxicity. 

(2) In addition to the reporting 
requirements prescribed in Part 792- 
Good Laboratory Practice Standards of 
this chapter the reported test data 
should include the following: 

(i) Details of the test procedures used 
|e.g.. static, semi-static, flow-through, 
aerated, etc.). 

(ii) Information about the test 
organism (scientific name, strain, 
supplier, any pretreatment, etc.). 

(iii) The concentrations tested. 

(hr) The number of fish in each test 

chamber and the loading rate. 

(v) The methods of preparation of 
stock and test solutions. 

(vi) The dissolved oxygen 
concentrations. pH values, temperature. 
tot8l hardness of the test solutions 
measured each 24 hours and any other 
available information on water quality. 

(vii) Any available information on the 
concentrations of the test chemical in 
the test solutions. 

(viii) The maximum concentration 
causing no mortality within the period of 
the test. 

(ix) The minimum concentration 
causing 100 percent mortality within the 
period of the test. 

(x) The cumulative mortality in each 
concentration according to the 
recommended observation times. 


(xi) The LCao values (based on 
nominal concentrations) at each of the 
racommended observation times (with 
95 percent confidence limits. If possible). 

(xii) A graph of the concentration- 
mortality curve at the end of the test. 

(xiii) The statistical procedures used 
for determining the LG* values. 

(xlv) The mortality of the control 
animals. 

(xv) Any incidents in the course of the 
test which might have influenced the 
results. 

(xvi) Any abnormal responses of the 
fish. 

(xvii) A statement that the test was 
carried out in agreement with the 
prescriptions of the Test Guideline given 
above (otherwise a description of any 
deviations occurring). 

(0 References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) American Public Health 
Association, Standard methods for the 
examination of water and wastewater. 
14th ed. (American Public Health 
Association: New York, 1975). 

(2) U.S. Environmental Protection 
Agency. Committee on Methods for 
Toxicity Tests with Aquatic Organisms. 

’ methods for acute toxicity tests with 
fish, macroinvertebrates and 
amphibians." EPA Report No. 660/3-75- 
009 (Corvallis. Oregon. 1975). 

(3) Finney, A.J. Statistical Methods in 
Biological Assay. (Griffin Ltd.: 
Weycombe. U.K.. 1978). 

(4) Litchfield. J.T„ YVilcoxon, F. “A 
simplified method of evaluating dose- 
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Methods for calculating an LG*. Eds. 
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§ 797.1520 Fish Bioconcentration Test. 

(a) Purpose. This guideline is intended 
to be used for assessing the propensity 
of chemical substances to 
bioconccntrate in freshwater fish. This 
guideline describes a bioconcentrotion 


test procedure for the continuous 
exposure of fathead minnows 
[Pimephales promelas ) to a test 
substance in a flow-through system. The 
United States Environmental Protection 
Agency (EPA) will use data From this 
test in assessing the hazard a chemical 
may present to the environment. 

(b) Definitions. The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and the definitions 
in Part 792—Good Laboratory Practice 
Standards of this chapter, are applicable 
to this test guideline. The following 
definitions also apply: 

(1) "Acclimation" is the physiological 
compensation by test organisms to new 
environmental conditions (e g. 
temperature, hardness. pH). 

(2) "Bioconcentration" is the net 
accumulation of a substance directly 
from water into and onto aquatic 
organisms. 

(3) "Bioconcenlralion factor (BCF)" Is 
the quotient of the concentration of a 
test substance in aquatic organisms at 
or over a discrete time period of 
exposure divided by the concentration 
in the test water at or during the same 
lime period. 

(4) "Carrier" is a solvent used to 
dissolve a test substance prior to 
delivery of the test substance to the test 
chamber. 

(5) "Depuration" is the elimination of 
a test substance from a test organism. 

(6) "Depuration phase" is the portion 
of a bioconcentration test after the 
uptake phase during which the 
organisms are in flowing water to which 
no test substance is added. 

(7) ’ Dilution water” is the water to 
which the test substance is added and in 
which the organisms undergo exposure. 

(8) "Loading" is the ratio of fish 
biomass (grams, wet weight) to the 
volume (liters) of lest solution passing 
through the test chamber during a 24-hr. 
period. 

(9) "Organic chlorine" is the chlorine 
associated with all chlorine-containing 
compounds that elute just before lindane 
to just after mirex during gas 
chromatographic analysis using a 
halogen detector. 

(10) "Organochlorine pesticides" are 
those pesticides which contain carbon 
and chlorine such as aldrin. DDD, DDE. 
DDT, dieldrin, endrin, and heplachlor. 

(11) "Steady-state" is the time period 
during which the amounts of test 
substance being taken up and depurated 
by the test organisms are equal, ix.. 
equilibrium. 

(12) "Steady-state bioconcentration 
factor" is the mean concentration of the 
test substance in test organisms during 
steady-state divided by the mean 
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concentration in the test solution during 
the same period. 

(13) “Stock solution" is the 
concentrated solution of the test 
substance which is dissolved and 
introduced into the dilution water. 

(14) “Test chamber" is the container 
in which the test organisms are 
maintained during the test period. 

(15) 'Test solution" is dilution water 
containing the dissolved test substance 
to which test organisms are exposed. 

(16) “Uptake" is the sorption of a test 
substance into and onto aquatic 
organisms during exposure. 

(17) * Uptake phase" is the initial 
portion of a bioconcentration test during 
which the organisms are exposed to the 
test solution. 

(c) Test procedures— {\) Summary of 
the test (ij Fathead minnow’s are 
continuously exposed to at least one 
constant sublethal concentration of a 
test substance under flow-through 
conditions for a maximum of 28 days. 
During this time, test solution and fish 
are periodically sampled and analyzed 
using appropriate methods to quantify 
the test substance concentration. If prior 
to day 28, the tissue concentrations of 
the substance sampled over three 
consecutive sampling periods have been 
shown to be statistically similar (i.e., 
steady-state has been reached), the 
uptake phase of the test may be 
terminated and the remaining fish 
transferred to untreated flowing water 
until 95 percent of the accumulated 
residues have been eliminated, or for a 
maximum depuration period of 14 days. 

(ii) The mean test substance 
concentration in the fish at steady-state 
is divided by the mean test solution 
concentration at the same time to 
estimate the bioconcentration factor 
(BCF). 

(iii) If steady-state is not reached 
during 28 days of uptake, the steady- 
state DCF is calculated using non linear 
parameter estimation methods. 

(2) (Reserved| 

(3) (Reserved) 

(4) Definitive test —(i) Background 
information . The following data on the 
test substance should be known prior to 
testing: 

(A) Its solubility in water. 

(13) Its stability in water. 

(C) Its octanol-water partition 
coefficient. 

(D) Its acute toxicity to fathead 
minnows. 

(E) The validity accuracy and 
minimum detection limits of the 
proposed analytical methods. 

(ii) Selection of test concentration. (A) 
At least one concentration should be 
tested to assess the propensity of the 
compound to bioconcentrate. The 


concentration selected should not stress 
or adversely affect the fish and should 
be less than one-tenth the 96-hr or 
incipient LC» determined from a flow¬ 
through test with fathead minnows, The 
test concentration should be less than 
the solubility limit of the compound in 
water and close to the potential or 
expected environmental concentration. 
The limiting factor of how low one can 
test is based on the detection limit of the 
analytical methods. The concentration 
of the test materia! in the test solution 
should be at least 3 times greater than 
the detection limit in water. 

(D) If it is desired to document that the 
potential to bioconcentrate is 
independent of the test concentration, at 
least 2 concentrations should be tested 
that are at least a factor of 10 apart 

(iii) Estimation of test duration . (A) 

An estimate of the length of the uptake 
and depuration phases should be made 
prior to testing. This will allow the most 
effective sampling schedule to be 
determined. The uptake phase should 
continue until steady-state has been 
reached, but need not be longer than 28 
days. The test should continue for at 
least 4 days. 

(B)(/) Tne time to steady state (S in 
hours) can be estimated from the water 
solubility or the octanol-water partition 
coefficient using the following 
equations: 

S* 3.0/antilog (0.431 log VV-2.lt) or. 

S^- 3.0/antilog (-0.414 log P4 0.122) 
where 

W = water solubility (mg/I) and 
P=octanol-water partition coefficient 

(2) Based upon the estimate of the 
time to steady state, one of the follow ing 
sampling schemes may be used to 
generate the appropriate data. 
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(C) The depuration phase should 
continue until at least 95 percent of the 
accumulated test substance and 
metabolites have been eliminated, but 
no longer than 14 days. 

(iv) Test initiation . (A) The test should 
not be started until the test substance 
delivery system has been observed to be 
functioning properly for at least 48 


hours. This time should be sufficient to 
allow the test substance concentration 
to become equilibrated with the test 
exposure system. Analyses of two sets 
of test solution samples taken prior to 
test initiation should document this 
equilibrium (i.e., the concentrations do 
not vary more than 20 percent from each 
other). At initiation (time 0). test 
solution samples should be collected 
immediately prior to the addition of fish 
to the test chambers. 

(B) The appropriate number of fathead 
minnows should be impartially 
distributed to each test chamber up to 
five at a time until the appropriate 
numbers have been distributed. The 
exact number of test organisms depends 
upon the expected length of testing, 
sample size, and the number of 
additional specialized analyses to be 
performed at termination. 

(v) Feetling. (A) Fish should be fed 
once a day throughout the uptake and 
depuration phases. Feeding should 
always be done just after sampling to 
minimize the effects of the test 
substance present in the gut when 
sampling. Fish should be fed the same 
food at a similar quantity as they 
received during holding and acclimation. 

(B) Uneaten food and fecal material 
should be removed from the test aquaria 
within 30 minutes after feeding to 
minimize uptake of test substance by the 
food or feces. 

(vi) Observations . (A) Observations 
on fish appearance and behavior should 
be made and recorded daily. Any 
abnormal behavior such as erratic 
swimming, lethargy, increased 
excitability, or any changes in 
appearances or physiology such as 
discoloration, hyperventilation or 
opaque eyes should be recorded. 

(B) Observations on compound 
solubility should olso be recorded. 

These include the appearance of surface 
slicks, precipitates, or material 
adsorbing to the test chamber. 

(vii) Water quality measurements. 

The water temperature and dissolved 
oxygen concentration should be 
recorded at least daily and the pH twire 
weekly in each test chamber during 
uptake and depuration. 

(viii ) Sampling procedures. (A) At 
each of the designated sampling times, 
triplicate water samples and enough fish 
should be collected from the exposure 
chambers) to allow for at least four fish 
tissue analyses. A similar number of 
control fish should also be collected at 
each sample point, but only fish 
collected at the first sampling period 
and weekly thereafter should be 
analyzed. Triplicate control water 
samples will be collected at the time of 
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test initiation and weekly thereafter. 

Test solution samples should be 
removed from the approximate center of 
the water column. 

(D) At each sampling period, the 
appropriate number of fish is netted and 
removed from each test chamber. Care 
should be taken not to sample the 
weakest and consequently usually the 
smallest fish, especially during the first 
few sampling periods, to prevent biasing 
the test results. Each fish is pithed, 
blotted dry and then frozen at < — 10 *C 
if not analyzed within 4 hours. 

(C) At termination, an extra set of fish 
should be sampled and eviscerated for 
quantifying the residues in the viscera 
and carcass. If a radiolabelled test 
compound is used, a sufficient number 
of fish should be sampled at termination 
to permit identification and quantitation 
of any major (>10 percent of parent) 
metabolites present. It is crucial to 
determine how much of the activity 
present in the fish is directly 
attributable to the parent compound. 

(5) Test results--#) Biological . (A) 

The maximum allowable mortality of 
fish is 10 percent per week. If more than 
10 percent of the fish in the control or 
test chamber(s) die during any week of 
testing, the test should be repeated. 

(B) Steady-state has been reached 
when the mean concentrations of test 
substance in whole fish tissue taken on 
three consecutive sampling periods are 
statistically similar (F test. P^O.05). A 
BCF is then calculated by dividing the 
mean tissue residue concentration 
during steady-state by the mean test 
solution concentration during this same 
period. A 95 percent confidence interval 
should also be derived for the DCF. This 
can be done by calculating the mean 
fish tissue concentration at steady state 
(X ( ) and its 97.5 percent confidence 
interval, ±t (S.E.), where t is the t 
statistic^0.025 and S.E. is one standard 
error of the mean. This calculation 
would yield lower and upper confidence 
limits (L* and U f ). The same procedure 
can be used to calculate the mean and 
97.5 percent confidence interval from the 
test solution concentrations at steady- 
state, X,±t (S.E.), and the resulting 
upper and lower confidence limits (U 
and UJ. The 95 percent confidence 
interval of the BCF would then be 
between L,/U, and U,/L,. 

(C) If steady-state was not reached 
during the 28-day uptake period, the 
maximum BCF should be calculated 
using the mean tissue concentration 
from that day and the mean water 
concentration from that and the 
previous sampling day. An uptake rate 
constant should then be calculated using 
appropriate techniques, such as the 
BIOFAC program developed by Blau 


and Agin (1978) under paragraph (F)(1) 
of this section. This rate constant will 
allow the estimation of a steady state 
BCF and the estimated time to steady- 
state. 

(D) If 95 percent elimination has not 
been observed after 14 days depuration, 
then a depuration rate constant should 
be calculated. This rute constant will 
allow estimation of the time to 95 
percent elimination. 

(ii) Analytical. (A) All samples should 
be analyzed using EPA methods and 
guidelines whenever feasible. The 
specific methodology used should be 
validated before the test is initiated. The 
accuracy of the method should be 
measured by the method of known 
additions. This involves adding a known 
amount of the test substance to three 
water samples taken from an aquarium 
containing dilution water and a number 
of fish equal to that to be used in the 
test. The nominal concentration of these 
samples should be the same as the 
concentration to be used in the test. 
Samples taken on two separate days 
should be anulyzed. The accuracy and 
precision of the analytical method 
should be checked using reference or 
split samples or suitable corroborative 
methods of analysis. The accuracy of 
standard solutions should be checked 
against other standard solutions 
whenever possible. 

(B) An analytical method is not 
acceptable if likely degradation 
products of the test substance, such as 
hydrolysis and oxidation products, give 
positive or negative interferences, unless 
it is shown that such degradation 
products are not present in the test 
chambers during the test. Atomic 
absorption spectrophotomctric methods 
for metals and gas chromatographic 
methods for organic compounds are 
preferable to colorimetric methods. 

(C) In addition to analyzing samples 
of test solution, at least one reagent 
blank should also be analyzed when a 
reagent is used in the analysis. 

(DJ When radiolabelled test 
compounds are used, total radioactivity 
should be measured in all samples. At 
the end of the uptake phase, water and 
tissue samples should be analyzed using 
appropriate methodology to identify and 
estimate the amount of any major (>10 
percent of the parent compound) 
degradation products or metabolites that 
may be present. 

(6) (Reserved) 

(d) Test conditions —(I) Test 
species —(i) Selection. (A) The fathead 
minnow (Pimephates promelas) should 
be used as the test organism. 

(B) Immature fish should be used. 
They should be young enough so as not 
to mature during the test. Fish used in 


the same test should be as similar in 
size as possible to reduce variability. 

The standard deviation of the weight 
should be less than 20 percent of the 
mean (N 30). 

(C) Fish used in the same lest Should 
be from the same supplier or culture unit 
and from the same holding and 
acclimation tank(s). 

(D) Fathead minnows should not be 
used if they appear diseased or 
otherwise stressed or if more than 5 
percent die during the 48 hours prior to 
testing. Diseased fish should be 
discarded or treated and held fur a 
minimum of 14 days before testing. 

(ii) Care and handling. (A) Fish 
purchased from a commercial source 
should be attended to immediately upon 
arrival. Transfer of the fish from the 
shipping to the holding water should be 
gradual to reduce stress caused by 
differences in water quality 
characteristics and temperature. Fish 
should be quarantined and observed for 
at least 14 days prior to testing. 

(B) During holding, the fish should not 
be crowded and the dissolved oxygen 
concentration should be above 00 
percent saturation. Holding tanks should 
be kept clean and free of debris. Fish 
should be fed at least once a day with a 
food which will support their survival 
and growth. 

(C) Fish should be handled as little as 
possible. When handling is necessary, it 
should be done as gently, carefully, and 
quickly as possible using dip nets made 
of small mesh nylon, silk, bolting doth, 
plankton netting, or other similar 
knotless materials. Handling equipment 
should be sterilized between uses by 
autoclaving, treating with an iodophor 
or with 200 mg hypochlorite/liter. 

(iit) Acclimation. If the holding water 
is not from the same source as the test 
dilution water, acclimation to the 
dilution water should be done gradually 
over a 48-hour period. The fish should 
then be held an additional 14 days in the 
dilution water prior to testing. Any 
changes in water temperature should 
not exceed 3 X per day. Fish should be 
held for a minimum of 7 days at the test 
temperature prior to testing. 

(iv) Loading. The number of fish 
placed in each test chamber and the 
flow rate through the test chamber 
should be such that the uptake of the 
test substance by fish upon introduction 
into the test solution does not reduce the 
measured concentration of the test 
solution by more than 20 percent of the 
concentration measured before the fish 
were introduced. The loading should not 
exceed 0.1 g fish per liter of test solution 
delivered over any 24-hour period, and 
the minimum turnover rate should be 6 
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aquaria volumes per 24 hours. For some 
compounds, loading rates less than (Xlg/ 
I may be needed to prevent a substantial 
loss of test substance as a result of fish 
uptake. 

(2) Facilities —(i) Dilution water (A) 

A constant supply of good quality water 
should be available throughout the 
holding, acclimation and testing periods. 
Although unadulterated well water is 
recommended, dechlorinated tap water 
or reconstituted soft water may be used. 
A dilution water is acceptable if fathead 
minnows will survive and grow 
normally for 80 days without exhibiting 
signs of stress. f.e.. discoloration, lack of 
feeding, poor response to external 
stimuli, or lethargy. 

(B) The total hardness, alkalinity. pH. 
specific conductance, temperature and 
dissolved oxygen concentration of the 
dilution water should be determined 
weekly. The pfl should not vary more 
than 0.4 units and the other parameters 
more than 10 percent on a monthly 
basis. 

(C) Reconstituted soft water, if used, 
should be prepared by adding 4.8 g 
NaHCOj. 3.0 g CnSOi 2HiO. 3.0 g 
MgSO«. and 200 mg KC1 to each 100 I of 
deionized or glass distilled water, or to 
dechlorinated top water with a total 
residua! chlorine concentration less than 
1 pg/1. In all cases the specific 
conductance at 25 *C of the water 
source should be less than 1 micromho/ 
cm. 

(D) All water should be extcnsi\ely 
aerated prior to use if the dissolved 
oxygen concentration is less than 90 
percent of saturation. If the 
concentration of dissolved gases 
exceeds 110 percent of saturation, the 
excess gases should be removed using 
appropriate apparatus. 

(E) The quality of the dilution water 
should he consistent and should meet 
the following specifications measured at 
least twice a year. 
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(ii) Construction materials* Materials 
and equipment that contact dilution 
water, stock solutions or test solutions 
should not leach or absorb substances. 
Glass, stainless steel and 
perfluorocarbon plastics should be used 


whenever possible. Concrete, 
unplasticized plastics and fiberglass 
may be used for holding and acclimation 
tanks and in the water supply system, 
but they should be thoroughly 
conditioned before use by rinsing with a 
continuous flow of water >25 *C for 48 
hours. The use of flexible tubing should 
be avoided as phthalate esters leach 
from these materials. Cast iron pipe may 
be used but filters will be needed to 
remove rust particles. Rubber, copper, 
brass, galvanized metal and epoxy glue 
should not come in contact with dilution 
water, stock solutions, or test solutions. 

(Sii) Fish holding and acclimation* (A) 
Tanks are needed for holding and 
acclimating fathead minnows prior to 
testing. The number and size of tanks 
needed depends upon the amount of 
testing to be performed and the 
availability of fish of the right age. A 
constant supply of good quality dilution 
water should be supplied to all tanks. 
The volume required depends upon the 
holding temperature and the number of 
fish being held, but the flow should be 
great enough to maintain a dissolved 
oxygen concentration >80 percent of 
saturation. 

(B) Temperature control apparatus are 
needed to maintain the desired holding 
and acclimation temperatures. 

Apparatus controls should be able to 
maintain temperatures within 1 *C of the 
appropriate temperature. If the water is 
heated, care should be taken to avoid 
supersaturation of gases in the water. 

(iv) Testing apparatus. (A) Test 
chambers can be made from welded 
stainless steel or from double strength 
glass joined with clear silicone 
adhesive. The size, shape and depth of 
the test chambers are not important as 
long as they accommodate the loading 
requirements. 

(B) The test substance delivery system 
used should accommodate the physical 
and chemical properties of the test 
substance and the selected exposure 
concentration. The apparatus used 
should accurately and precisely deliver 
the appropriate amount of stock solution 
and dilution water to the test chambers. 
The introduction of the test substance 
should be done in such a way as to 
maximize the homogeneous distribution 
of the test substance throughout the test 
chamber. 

(Q The dilution water should be 
delivered to an elevated headbox from 
which it can flow by gravity to the test 
substance delivery system. Use of a 
headbox facilitates a constant delivery 
rate and heating or cooling of the water 
to the approximate test temperature 
prior to delivery. Water in the headbox 
may also be easily aerated or degassed 
as the situation dictates. 


(v) Cleaning of test apparatus. 
Delivery systems and test chambers 
should he cleaned before and after each 
use. If there is obvious absorption of a 
test substance by the silicone adhesive, 
those applicable parts of the delivery 
system should be discarded. 

(3) Test parameters —(i) Dissolved 
oxygen. The dissolved oxygen 
concentration in each chamber should 
be greater than 5.3 mg/I (60 percent of 
sea-level saturation at 22 *C) throughout 
testing. 

(ii) Temperature . The test temperature 
should be 22 ± 1 # C Temporary 
excursions (<8 hours) to 20 or 24 X are 
permissible. 

(iii) Lighting . A photoperiod of 12 
hours light and 12 hours dork with a 15 
to 30 minute transition period is 
recommended. 

(iv) Test substance. The name and 
purity of the test substance to be tested 
will be specified in the test rule. Radio- 
labelled compounds should not be used 
unless there are no suitable, validated, 
analytical techniques to measure 
unlabelled test substance in fish, or the 
costs of these analytical techniques are 
very high. 

(v) Carrier use* Whenever possible, 
the test substance should be added, 
directly to the dilution water or from a 
water stock solution. With compounds 
having a low water solubility, it may be 
necessary to prepare test solutions using 
a carrier. The carriers to be used, in 
order of preference are: triethylene 
glycol (TEG), dimethyl formamide 
(DMF) and acetone. The amount used 
should be kept to a minimum and shouid 
not exceed 00 mg/1 in the test solution 
for TEG and 5.0 mg/I for DMF and 
acetone. 

(e) Reporting. In addition to the 
information required in Port 792— Good 
Laboratory Practice Standards of this 
chapter, the report should contain the 
following: 

(1) The source of the dilution water, 
its mean monthly chemical 
characteristics (total hardness, 
alkalinity. pH, specific conductance, 
temperature and D.O.) and a description 
of any pretreatment. 

(2) Detailed information about the 
fathead minnows used, including age, 
mean and standard deviation wet 
weight (blotted dry) and standard 
length, source, history of disease, 
parasites and treatment, acclimation 
procedures, and food used. 

(3) The number of organisms tested, 
loading rate and volume additions per 
24 hours. 

(4) The percentage mortality of control 
fish and fish in each exposure chamber 














Federal Register / Vol. SO. No. 188 / Friday. September 27. 1965 / Rules and Regulations 39351 


and jny observed abnormal behavioral 
or physiological effects. 

(5) The method of stock solution 
preparation including nominal and 
measured concentrations and solvent 
used. 

(6) The mean* standard deviation and 
range of the temperature, dissolved 
oxygen concentration and pH during the 
test period. 

(7) Photoperiod length and light 
intensity. 

(8) Description of sampling and 
analytical methods for water and tissue 
analyses. 

(9) The mean* standard deviation and 
range of the concentration of test 
compound in the test solution and fish 
tissue at each sampling period. 

(10) The time to steady-state. 

(It) The steady-state or maximum 

BCF and the 95 percent confidence 
limits. 

(12) The time to 95 percent elimination 
of accumulated residues. 

(f) References. For further background 
information on this test guideline the 
following references should be 
consulted: 

(lj Blau. G.E. and Agin. C.L.. “A users 
manual for BIOFAC: A computer 
program for characterizing the ratio of 
uptake and clearance of chemicals in 
aquatic organisms,*' (1978). Dow 
Chemical Co.. Mammalian 
Environmental Toxicology. Bldg. 1702, 
Midland. M! 48640 

(2) | Re serv ed | 

$ 797.1560 Fish Bioconcentration Test. 

(a) Purpose. This guideline is to be 
used for assessing the propensity of 
chemical substances to bioconccntrate 
in fish. This guideline describes a 
bioconcentration test procedure for the 
continuous exposure of fish to a test 
substance in a flow-through system. The 
United States Environmental Protection 
Agency (EPA) will use data from this 
test in assessing the hazard a chemical 
may present to the environment. 

(b) Definitions. The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and in Part 792— 
Good Laboratory Practice Standards of 
this chapter are applicable to this test 
guideline. The following definitions also 
apply: 

(1) ‘Bioconcentration** is the increase 
in concentration of test material in or on 
test organisms (or specified tissues 
thereofl relative to the concentration of 
test material in the ambient water. 

(2) “Bioconcentration factor (BCF)** is 
the ratio of the test substance 
concentration in the test fish (C f ) to the 


concentration in the test water (C*) at 
steady-state. 

(3) ‘Depuration or clearance or 
elimination** is the process of losing test 
material from the test organisms. 

(4) “Depuration rate constant (k?) is 
the mathematically determined value 
that is used to define the depuration of 
test material from previously exposed 
test animals when placed in untreated 
dilution water, usually reported in units 
per hour. 

(5) “Steady-state or apparent plateau** 
is a condition in which the amount of 
test material being taken up and 
depurated is equal at a given water 
concentration. 

(6) “Uptake (u)“ is the process of 
sorbing test material into and/or onto 
the test organisms. 

(7) “Uptake phase** is the time during 
the test when test organisms are being 
exposed to the test material. 

(8) “Uptake rate constant (ki)“ is the 
mathematically determined value that is 
used to define the uptake of test 
material by exposed test organisms, 
usually reported in units of liters/gram/ 
hour. 

(c) Test procedures —(1) Summary of 
the test, (ij The test compounds* water 
solubility, n-octanol/water partition 
coefficient and stability in water 
(hydrolysis, photolysis and microbial 
degradation) should be known prior to 
testing. The 24-hour and 96-hour LC&o's 
for the fish species to be used in the 
study should also be known. These data 
should be based on test substance 
concentrations measured during a flow¬ 
through acute toxicity test. 

(ii) The procedure proposed is 
applicable to organic chemicals that are 
not readily degradable in a microbial 
degradation test, relatively stable in the 
aquatic environment and soluble in 
water at <1 mg/1. 

(iii) Before any biological experiments 
are carried out, the analytical method 
for the particular substance should be 
tested. It should be shown 
experimentally on both water and 
organisms that the recovery as well as 
the reproducibility are satisfactory. 
Blank samples (of water, solvents, etc.) 
should regularly be analyzed to ensure 
that no contamination occurs. The 
detection level should be determined 
and no quantification should be based 
on signals which are less than 2.5 times 
the instrument noise. Organisms and 
water samples should be removed in 
such a way that no contamination or 
losses by adsorption occur. 

(iv) This Guideline describes a 
procedure for characterizing the 
bioconcentration potential of chemicals 
in aquatic biota. Parameters used to 


characterize the bioconcentration 
potential include the uptake rate 
constant (ki). the depuration rate 
constant (ka). and the steady-state 
bioconcentration factor. BCF (ki/k 3 ). 

(v) Each of three separate groups of 
test organisms of the same species is 
exposed to a different concentration of 
the test material in water. 0. x. and lOx 
mg/l, where x is defined by analytical 
and toxicological boundaries. The 
duration of the uptake phase (3 hours to 
30 days) and depuration phase (6 hours 
to 60 days) varies according to the time 
required to reach the desirable percent 
of steady-state which is roughly 
estimated before the test starts. During 
both phases of the test, organisms and 
w r ater are periodically removed from the 
test chambers and analyzed for the test 
material. 

(vi) The uptake rate constant, 
depuration rate constant(s). 
bioconcentration factor, and their 
confidence limits are calculated from the 
model that best describes the measured 
concentrations of test material in the 
organisms and water at any point in 
time. 

(2) (Reserved) 

(3) (Reserved) 

(4) Definitive test —(i) Test solution 
pmparation. The test material should be 
added to the dilution water with 
minimal use of solvents or other 
carriers. Several systems adaptable to 
How-through tests have been described 
for saturation of water with relatively 
insoluble test materials (Chadwick and 
Kugrmgi (1968) under paragraph (f)(3) of 
this section. Borthwick et a). (1977) 
under paragraph (f)(2) of this section. 
Veith and Comstock (1975) under 
paragraph (f)(ll) of this section. 

Acetone, dimethylformamide. ethanol, 
methanol, and triethylene glycol are the 
solvents recommended for use in 
preparing stock solutions. The 
concentration of solvent in any test 
solution should not exceed 0.1 ml/liter 
in How-through tests. 

(ii) Exposure concentrations. Test fish 
should be exposed to two or more 
concentrations of test material in water 
under How-through conditions. As a 
guidance, the highest concentration 
should be less than one-tenth of the 
threshold or incipient LC** for the test 
species and at least 10 times higher than 
the detection limit in water and. if 
possible, each exposure concentration 
should differ from another by a factor of 
10 . 

(iii| Test duration —(A) Estimation of 
the uptake phase. (7) As a guideline, the 
statistically optimum duration of the 
uptake phase (u) is near the midpoint of 
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an uptake curve plotted on semi-log 
paper, or u—1.6/k*. but not more than 
3.0/k?. which is equivalent to 95 percent 
of steady-state (Reilly et al. (1977) under 
paragraph (f)(7) of this section. A pre¬ 
test estimate of k* may be obtained 
from: 

(/) A test with the same compound 
and a different species. 

(//) A test with a similar material. 

(///) The results of a preliminary 
runge-finding test. 

(iV) Water solubility data, 
log k« - 0.43 log(s} - 2.11 
where (s) is the aqueous solubility in ppm. 

(v) /?-octanol/water partition 
coefficient data, 
log k* = -0.414 log (K*.)+0.122 
where is the n-octimol/water partition 
coefficient. 

(2) The duration of the uptake phase 
(u) fora test material with logK 0% -3 
w ould be: 

tog k* = 0.414 (3)+ 0.122= -1.12 
1(4=0.0759 

U =1.6/0.0759=21 hours 

Similarly, for a test material having a log 
K^ = B. the duration of the uptake phase 
(u) would be: 

log k*= -0 -114 (6) + ai22 Z362 

ks - 0.0043 

u «1.6/0 0043 = 372 hours (16 days) 

(B) Estimation of the depuration 
phase. Two times u is usually sufficient 
time for about 95 percent removal of the 
body burden (ti /i= 0.69/kj). but several 
biological or analytical factors may 
suggest equally acceptable guidelines. 
Some compounds follow more complex 
uptake/depuration behavior than a 
simple two compartment (C» and Cf). 
two parameter (kj and kj) model. For 
these compounds, longer depuration 
periods arc advisable. On the other 
hand, the depuration time will most 
likely be restricted by the lower limit of 
analytical detection for fish. 

(iv) Sampling schedule . As a 
guideline, no fewer than four uptake 
sampling times and five depuration 
sampling times should be spaced 
throughout the duration of the 
experiment according to the following 
fractions of the total time (TJ: first at 
0.0278 T„ second at 0.0556 T t . third at 
0.1111 T t . fourth at 0.2222 T„ fifth at 
0.3333 T ( (this is the optimum change¬ 
over time), sixth at 0.5000 T t . seventh at 
0.6667 T t . eighth at 0.8333 T t , and ninth 
at 1.000 T t . The following Table I 
contains examples of acceptable 
sampling schedules for bioconcentration 
tests with test materials with a log 
- 3.0 and Log - 6.0: 


Table I.—Acceptable Sampling Schedules 
for Bioconcentration Tests 



advisable to analyze both water and 
organism samples as soon as possible 
after they have been collected to 
prevent degradation or loss of test 
material and to determine approximate 
uptake and depuration rate constants as 
the test proceeds. If samples cannot be 
analyzed immediately, it is sometimes 
appropriate to extract the test material 
into a solvent, rendering it inerl or 
easier to store until it can be analyzed. 

(B) Water samples should be obtained 
by siphoning through glass tubing from 
the most central point in the test tank. 
The sample vessel and siphon should be 
rinsed with the test solution before 
collecting the sample. 

(C) Water samples are best collected 
directly into glass vessels of appropriate 
volume from which the test material can 
be extracted or analyzed. These vessels 
might include separatory funnels in the 
case of organic compounds, or 
scintillation vials for radioactive test 
materials. 

(D) If significant amounts of 
particulate matter are present in the 
water sampled, a second sample should 
be taken and analyzed after centrifuging 
to determine whether test material was 
adsorbed on the particulate matter 
rather than dissolved. 

(E) Water samples containing highly 
persistent test materials can be stored 
frozen in plastic containers for later 
analysts. Care should be exercised to 
avoid use of containers which could 
sorb or contaminate samples. With most 
organic test materials, and especially 
those tending to degrade easily, a better 
practice is to extract them from the 


water and store them under refrigeration 
in solvent in tightly sealed glass vials. 

(F) When removing test organisms for 
analysis, they should be netted or 
trapped in a random manner with as 
little disturbance as possible, if two or 
more test material concentrations are 
present, separate nets should be used 
for each concentration. Organisms 
should be rinsed with dilution water if 
accompanied by extraneous matter, 
blotted dry. and killed by pithing the 
brain with a dissecting needle or by 
severing the spina! cord above the 
opercular region with scissors. They 
should then be individually weighed and 
a record made to permit association of 
the weight with the sample. 

(G) Fish may be analyzed as whole 
fish or as portions, e.g., edible portion 
(muscle), viscera, remaining carcass, etc. 
Specific organs may also be analyzed if 
sufficient biomass is available. If results 
based on body portions are desired, 
after the fish is killed it should be 
eviscerated, taking care not to puncture 
any parts of the visceral portion which 
could leak body fluids and possibly 
cause contamination of the remaining 
portions. The edible portion or muscle 
may be removed with a scalpel, blotted 
dry. and weighed before storing or 
analysis. The remaining carcass should 
be weighed before being stored or 
analyzed. It is necessary to record data 
for each portion for each individual fish 
so that whole body data can be 
reconstructed based on the sum of the 
parts. 

(H) After weighing, the sample is 
usually ground or homogenized to 
promote extraction of test material or to 
enhance solution of the tissue. 
Procedures for grinding, extraction, 
separation of impurities, determination 
of lipid content, etc., are described in the 
U.S. Food and Drug Administration’s 
Pesticide Analytical Manual (1975) 
under paragraph (f)(10) of this section or 
the U.S. Environmental Protection 
Agency’s Manual of Analytical Methods 
for the Analysis of Pesticide Residues in 
Human and Environmental Samples 
(1974) under paragraph (f)(9) of this 
section. 

(I) When determining the 
bioconcentration of test materials which 
concentrate in lipids, it is often 
desirable to determine the percent of the 
total tissue weight made up by lipids. 
Results between samples are frequently 
less variable when based on lipid 
weight rather than on total weight 
(Reinert 1970, under paragraph (HI#) 
this section). 

0) Organism samples can be wrapped 
in acetone-rinsed foil, placed in glass 
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jars and frozen if they are not to be 
analyzed immediately. 

(5J Test results. (1) Moi.! 
bioconcentration data can reasonably 
be described with a simple two* 
rompartment/two-paramcler model as 
shown by a straight line depuration 
profile plotted on semi-leg paper. If the 
depuration profile does not appear to be 
a straight line, then more complex 
models can be employed (Blau el al. 

1975 under paragraph (f)(1) of this 
section). Typical variations from the 
simple model include a third parameter 
to describe the rate of metabolism of the 


parent compound or two additional 
parameters to describe redistribution of 
the parent compound within the body of 
the fish. If the best model is in question, 
it may be worthwhile to estimate 
parameters for the models in question 
and to compare the likelihood index of 
each model according to statistical tests 
(Blau et el. 1975 under paragraph (f)(1) 
of this section). 

(ii) Graph paper method for 
depuration rate constant. Plot cadi 
concentration of the test material found 
in fidi at each sampling time on semi-log 
paper. The slope of that line is K*: 
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(iii) Graph paper method for uptake 
rate constant. Given k*. calculate kt as 
follows: 


L ■ _ - » 

■I s * - 

c. (1* 

The value of C, is read from the smooth 
uptake/depuration curve near the 
uptake mid-point on semi-log paper. 


(iv) Computer method for calculating 
uptake and depuration rote constant. 
The preferred means for obtaining the 
bioconcentration factor and ki and k 2 
rate constants is to use nonlinear 
parameter estimation methods on a 
digital computer. Two such programs 
are BIOFAC (Dow) and NONUN 
(Procter and Gamble). These programs 
find values for ki and k 2 given a set of 
sequential time concentration data and 
the model: 
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This approach provides standard 
deviation estimates of kt and kj. and 
IJIOr AC statistically weights the 
analytical and biological variation of the 
fish concentration data. These and other 
nonlinear parameter estimation 
programs are readily available for most 
computers accepting the Fortran IV 


language or can be made available from 
a time-sharing service bureau: they are 
currently being used by many 
bioconcentration testing laboratories. 

(v) Validity of the test results. (A) 
Scientific judgment rather than rigid 
criteria should be exercised in accepting 


or rejecting bi ^concentration test 
results. 

(B) Calculated BCF values based on 
an octanol/water partition coefficient 
have a very wide confidence margin 
(greater than ±100 percent), but the 
quality of the value may be better 
(narrower confidence margin) than an 
experimental value from a poorly 
designed study. Generally, the 
confidence margins for well designed 
studies epproach ±20 percent. 
Acceptable bioconcentration data 
should be reported with confidence 
margins. „ 

(C) Other criteria for judging the 
quality of bioconcentration data include 
the following guidelines: 

(/) Percent mortality or adverse effect 
in control or treated organisms 
(suggested guideline, 10 percent). 

12) Percent effect of dose on uptake/ 
depuration rate constants (suggested 
guideline 20 percent). 

(.?) Percent variation in C» (suggested 
guideline. 20 percent) except for the 
initial dip that may approach 50 percent 
during the first few days of exposure. 

(4) Temperature and dissolved oxygen 
should not vary more than ± 1 *C and 
23 mg/liter. 

(5) Die importance of actually 
visualizing nn apparent plateau has 
been a subject of recent debate. It is 
suggested that 80 percent of steady-stute 
(ki/ka) in any tissue with a confidence 
margin of s 20 pendent is more than 
sufficient to estimate high quality rate 
constants for compounds with BCF 
<10.000. For compounds with BCF 
>10.000 it may be desirable and 
acceptable to terminate the uptake 
phase after a few days not to exceed 20 
days even though <60 percent of 
steady-state was reached. 

(0) A clearly defined uptake/ 
depuration profile is an indicator of high 
quality bioconcentration data. 

(6) Analytical measurements, (i) Prior 
to analyzing fish or water for the test 
substance, control samples should be 
spiked with several different 
concentrations of the test substance and 
then analyzed. Final values of C 9 and C, 
should be corrected for recoveries und 
background. 

(ii) Analytical detection limits of test 
substance in both fish and water should 
be determined before the 
bioconcentration test begins and should 
be documented in the protocol. As a 
guideline, the limit of detection may be 
defined as a signal 2.5 times higher than 
the background noise level. 

(iii) If possible, results reported as 
“not detected at the limit of detection'* 
should be minimized by pre-test method 
development and experimental design. 
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I'hcse results cannot be used for rate 
constant calculations. The units C* and 
Q should both be expressed either as 
ppm or ppb. 

(d) Test conditions—Test species — (1) 
Selection, (i) The procedures regarding 
selection of which species to test, their 
source, handling, holding, disease 
treatment, acclimation, and quality 
assurance prior to and during testing 
should be those given in Committee on 
Methods for Toxicity Tests with Aquatic 
Organisms (1975), under paragraph (b)(6) 
or this section. 

(ii) The freshwater fish species used 
most frequently in bioconcentration 
tests have been rainbow trout, bluegill. 
and fathead minnows. The most 
commonly used marine fish have been 
spot. Bheepshead minnows, silvcrsides, 
shiner perch, English sole, staghorn 
sculpin, and 3-spine sticklebacks. These 
species are more readily available than 
most others and can be obtained in 
convenient sizes. 

(2) Facilities —(i) Construction 
materials. Construction materials and 
commercially purchased equipment that 
may contact any water into which test 
organisms are placed should not contain 
any substances that can be leached or 
dissolved by the water. Class. #316 
stainless steel, and periluorocarbon 
plastics should be used whenever 
possible to minimize leaching, 
dissolution, and sorption. Some will be 
more suitable than others for use with 
specific test materials. Unplasticizcd 
plastics, cast iron, and concrete can be 
used for holding and acclimation tanks 
and in the water supply system. Rubber, 
copper, brass, galvanized metal, and 
lead should not come into contact with 
dilution water, stock solutions, effluent 
samples or test solutions. 

(ii) Toxicant delivery system. (A) One 
of several toxicant delivery systems can 
be used successfully, including the 
proportional diluter (Lcmke et al. 1977). 
under paragraph (f)(6) of this section. 
Diluters are accurate over extended 
periods of time, are relatively trouble- 
free, and have fail-safe provisions. 

I fowever, proportional diluters often 
require that laboratories have more than 
8 feet of headroom. A small chamber to 
promote mixing of test material-bearing 
and dilution water should be used 
between the diluter and test chambers 
for each concentration. Design 
alterations, such as modification to 
deliver duplicates of only two or three 
concentrations, are easy to make 
(Jarvinen et al. 1977. under paragraph 
(f)(5) of this section). 

(B) Pump systems are relatively 
simple to understand and use, require 
little space, and can be quite accurate. 
Some investigators have found metering 


pumps to maintain less variable test 
concentrations than piston operated 
pumps. 

(C) The performance of the toxicant 
delivery system should be checked 
before and during each test. This should 
include determination of the flow* rate 
through each test chamber and 
measurement of either the concentration 
of toxicant in each test chamber or the 
volumes delivered by each portion of 
the delivery system. The general 
operation of the toxicant delivery* 
system should be checked daily during 
the test. 

(D) The flow rate through the test 
chambers should be at least five volume 
additions per 24 hours, but should take 
into account the size of the test 
chamber, the size of the test organisms 
and the loading. It is usually desirable to 
construct the metering system so that it 
can provide at least 10 volume additions 
per 24 hours. The flow rates through the 
test chambers should not vary by more 
than 20 percent from any one test 
chamber to any other or from one time 
to another within a test. 

(iii) Test chambers . Each of the height 
and width dimensions of the test 
chamber should be at least 1.5 times the 
largest horizontal dimension of the test 
organism. A minimum volume of one 
liter per fish is crowded but satisfactory 
for fish up to 15 g; large volumes to fish 
weight ratios are preferred to minimize 
the initial C» dip and to help maintain 
the dissolved oxygen concentration. 

(iv) Cleaning. Metering systems, test 
chambers, and equipment used to 
prepare and store dilution water, stock 
solutions, and test solutions should be 
cleaned before use. New equipment 
should be washed with detergent and 
rinsed with water, pesticide-free 
acetone, water, acid (such as 5 percent 
concentrated nitric acid), and twice with 
distilled water. At the end of every test, 
all items that are to be used again 
should be immediately emptied, rinsed 
with water, cleaned by a procedure 
appropriate for removing the test 
material (e g., acid to remove metals and 
bases; detergent, organic solvent, or 
activated carbon to remove organic 
compounds), and rinsed twice with 
distilled water. Acid is useful for 
removing mineral deposits, and 200 mg 
of hypochlorite/liter is useful for 
removing organic matter and for 
disinfection. A solution containing 200 
mg hypochlorite per liter is conveniently 
prepared by adding 6 ml of liquid 
household chlorine bleach to 1 liter of 
water. However, acid and hypochlorite 
should not be mixed because hazardous 
fumes may be produced. Metering 
systems and test chambers should be 


rinsed with dilution water just before 
use. 

(v) Dilution water —(A) Genera! 
requirements. (7) An adequate supply of 
dilution water that is acceptable to the 
test organisms and to the purpose of the 
test should be available. A minimum 
criterion for an acceptable dilution 
water is that healthy test organisms will 
survive in it for the duration of 
acclimation and testing without showing 
signs of stress, such as discoloration or 
unusual behavior. A better criterion for 
an acceptable freshwater diliution water 
is that test organisms will survive, grow, 
and reproduce satisfactorily in it. 

( 2] If the dilution water is or is 
prepured from dechlorinated water, it 
should be shown that in fresh samples 
of the dilution water either (/) the 
concentration of residual chlorine is less 
than 3 mg/liter or (//) Acartia tonso . 
mysid shrimp, oyster larvae, or first 
instar daphnids can survive for 48 hours 
without food. The dilution water should 
be assayed for the selected test 
material. 

(B) Freshwater Because daphnids are 
more sensitive to many toxicants than 
most other readily available freshwater 
aquatic animals, water in which first 
instar daphnids will survive for 48 hours 
without food is probably acceptable for 
most short-term tests with freshwater 
animats. Water in which daphnids will 
survive, grow, and reproduce 
satisfactorily should be an acceptable 
dilution water for longer tests with 
freshwater animals. 

(C) Estuarine and marine water. 
Because Acartia tonsa. mysid shrimp, 
and oyster larvae are more sensitive to 
many toxicants than most other 
estuarine and marine aquatic animals, 
water in which they will survive for 48 
hours without food is probably 
acceptable for most short-term tests 
with estuarine and marine animals, 
Water in which Acartia tonsa or mysid 
shrimp will survive, grow, and 
reproduce satisfactorily should be an 
acceptable dilution water for longer 
tests with estuarine and marine animals. 

(e) Reporting. In addition to the 
reporting requirements prescribed in 
Part 792—Good Laboratory Practice 
Standards of this chapter, the test report 
should include the following 
information: 

(1) A detailed description of the test 
material, including its source, lot 
number, composition (identity and 
concentration of major ingredients and 
major impurities), known physical and 
chemical properties, and identity and 
concentration of any carriers (solvents) 
or other additives used. 







Federal Register / Vol. 50, No. 188 / Friday. September 27, 1983 / Rules and Regulations 


39355 


(2) The source of the dilution water, 
its chemical characteristics, and a 
description of any pretreatment. 

(3) Detailed information about the test 
orgunisms. including scientific name and 
how verified (and strain for salmonids 
when appropriate), weight (wet, blotted 
dry), standard length of fish, height of 
bivalve molluscs, age. life stage, source, 
history, observed diseases, treatments, 
acclimation procedure, and food used. 

(4) A description of the experimental 
design and metering system. 

(5) Description of tissue and water 
samples analyzed, and methods used to 
obtain, prepare, and store them. 

(6) Methods used for. and results (with 
standard deviation) of all chemical 
analyses of water quality and 
concentration of test material in tissue 
and water, including validation studies 
and reagent blanks. 

(7) The steady-state bioconcentration 
factor, the uptake and depuration rate 
constants, the confidence margins ( ± 
standard deviation) and the method of 
computations/data analysis. 

(8) Anything unusual about the test, 
any deviation from these procedures, 
and any other relevant information. 

(f) References For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Blau, G.B.. Neely. W.B.. Branson. 

O R, “Ecokinetics: a study of the fate 
and distribution of chemicals in 
laboratory ecosystems," American 
Institute of Chemical Engineering 
Journal 21854-861 (1975). 

(2) Borthwick. P.W., Tagatz, M.E.. 
Forester, J. "A gravity-flow column to 
provide pesticide-laden water for 
aquatic bioassays/* Bulletin of 
Environmental Contamination and 
Toxicology , 13:183-187 (1977). 

(3) Chadwick, G.C., Kugemagi, V. 
loxicity evaluation of a technique for 

introducing dicldrin into wa ter,” Journo! 
of the Water Pollution Control 
federation, 40:70-32 (1908). 

(4) U.S. Environmental Protection 
Agency. Committee on Methods for 

1 oxicity Tests with Aquatic Organisms. 
"Methods for acute toxicity teats w;th 
fish, macroinvertebrates, and 
Hmphibians.** EPA Report 660/3-75-009 
ICurvalUs. Oregon, 1975). 

(5) U.S. Environmental Protection 
Apncy. Jarvinen, AAV.. Hoffman. M.J., 
l horsluml TAV. ‘Toxicity of DDT food 
and water exposure to fathead 
minnows" U.S. Environmental 
Protection Agency. EPA Report No. 600/ 
3-78-114 (Duluth, Minnesota. 1977), 

(6) U.S. Environmental Protection 
Agency, Lemke. A.K„ Brungs. W.A., 

lalligan. B J. “Manual for construction 
and operation of toxicity testing 


proportional diluters." EPA Report 600/ 
3-78-072 (Duluth. Minnesota. 1978). 

(7) Reilly. P.M.. Bajramovic. R.. Blau, 
G E., Branson, D.R., Sauerhoff. M.W. 
“Guidelines for the optimal design of 
experiments to estimate parameters in 
first order kinetic models/’ Canadian 
Journal of Chemical Engineering . 
55:614-622 (1977). 

(8) Rtinert, R.E. “Pesticide 
concentrations in Great Lakes fish/ 1 
Pesticides Monitoring Journal\ 3(4): 233- 
240 (1970). 

(9) U.S. Environmental Protection 
Agency. “Analysis of human or animal 
adipose tissue/’ Ed. Thompson. J.F.. 
Analyses of Pesticide Residues in 
Human and Environmental Samples, 
1974, available from U.S. Environmental 
Protection Agcncv. Research Triangle 
Park. NC 27711. 

(10) U.S, Food and Drug 
Administration. Pesticide Analytical 
Manual . Vo). 1.1975, available from the 
Food and Drug Administration. 5600 
Fishers Lane. Rockville, MD 20852. 

(11) Veitb. G.D.. Comstock. V.M. 
“Apparatus for continuously saturating 
water with hydrophobic organic 
chemicals" Journal of Fishery Research 
Board of Canada, 32:1849-1851 (1975). 

5 797.1600 Ftsh earty Hfc stage toxicity 
test 

(a) Purpose, This guideline is intended 
to be used for assessing the propensity 
of chemical substances to produce 
adverse effects to fish during the early 
stages of their growth and development. 
This guideline describes the conditions 
and procedures for the continuous 
exposure of several representative 
species to a chemical substance during 
egg, fry and early Juvenile life stages. 
The Environmental Protection Agency 
(EPA) wilt use data from this test in 
assessing the potential hazard of the test 
substance to the aquatic environment. 

lb) Definitions, The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and the definitions 
in Part 792—Good Laboratory Practice 
Standards, apply to this section. In 
addition, the following definitions are 
applicable to this specific test guideline: 

(1) “Acclimation" physiological or 
behavioral adaptation of organisms to 
one or more environmental conditions 
associated with the test method (e.g., 
temperature, hardness. pH). 

(2) "Carrier” solvent or other agent 
used to dissolve or improve the 
solubility of the test substance in 
dilution water. 

(3) “Conditioning" exposure of 
construction materials, test chambers, 
and testing apparatus to dilution water 
or to the test solution prior to the start of 
the test in order to minimize the sorption 


of test substance onto the test facilities 
or the icachig of substances from test 
facilities into the dilution water or the 
test solution. 

(4) “Control ‘ an exposure of test 
organisms to dilution water only or 
dilution water containing the test 
solvent or carrier (no toxic agent is 
intentionally or inadvertently added). 

(5) “Dilution water” the water used to 
produce the flow-through conditions of 
the test to which the test substance is 
added and to which the test species is 
exposed. 

(6) “Early life stage toxicity test” a 
test to determine the minimum 
concentration of a substance which 
produces a statistically significant 
observable effect on hatching, survival, 
development and/or growth of a fish 
species continuously exposed during the 
period of their early development. 

(7) “Embryo cup” a small glass jar or 
similar container with a screened 
boltom in which the embryos of some 
species (i.e., minnow) are placed during 
the incubation period and which is 
normally oscillated to ensure a Row of 
water through the cup. 

(8) “Flow through" refers to the 
continuous or very frequent passage of 
fresh test solution through a test 
chamber with no recycling. 

(9) “I lardness" the total concentration 
of the calcium and magnesium ions in 
water exptessed as calcium carbonate 
(mg CaCOj/liter). 

(10) “Loading" the ratio of biomass 
(grams of fish, wet weight) to the volume 
(liters) of test solution passing through 
the teat chamber during a specific 
interval (normally a 24-hr. period). 

(11) "No observed effect 
concentration (NOEC) ’ the highest 
tested concentration in an acceptable 
early life stage test: ft) which did not 
cause the occurrence of any specified 
adverse effect (statistically different 
from the control ut the 95 percent level); 
and (ii) below which no tested 
concentration caused such an 
occurrence. 

(12) “Observed eflect concentration 
(OEC)“ the lowest tested concentration 
in an acceptable early life stage tost: (i) 
which caused the occurrence of any 
specified adverse eflect (statistically 
different from the control at the 95 
percent level): and (ii) above which all 
tested concentrations caused such an 
occurrence, 

(13) “Replicate" two or more duplicate 
tests, samples, organisms, 
concentrations, or exposure rhambers. 

(14) Stock solution" the source of the 
test solution prepared by dissolving the 
test substance in dilution water or a 
carrier which is then added to dilution 
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water at a specified, selected 
concentration by means of the test 
substance delivery system. 

(15) “Test chamber” the individual 
containers in which test organisms are 
maintained during exposure to test 
solution. 

(16) ‘Test solution” dilution water 
with a test substance dissolved or 
suspended in it. 

(17) Test substance” the specific 
form of a chemical substance or mixture 
that is used to develop data. 

(c) Test Procedures —[\) Summary of 
test, (i) The early life stage toxicity test 
with fish involves exposure of newly 
fertilized embryos to various 
concentrations of a test substance. 
Exposure continues for 28 days post 
hatch for the minnows and 60 days post 
hatch for the trout species. During this 
time various observations and 
measurements are made in a specific 
manner and schedule in order to 
determine the lowest effect and highest 
no effect concentrations of the test 
substance. 

(ii) A minimum of five exposure 
(treatment) concentrations of a test 
substance and one control are required 
to conduct an early life stage toxicity 
test. The concentration of the test 
substance in each treatment is usually 
50 percent of that in the next higher 
treatment level. 

(Hi) For each exposure concentration 
of the test substance and for each 
control (i.e,, regular control and carrier 
control is required) there should be: 

(A) At least two replicate test 
chambers, each containing one or more 
embryo incubation trays or cups: and 
there should be no water connections 
between the replicate test chambers: 

(B) At least 60 embryos divided 
equally, through randomization, 
between the embryo incubation trays or 
cups for each test concentration and 
control (i.e., 30 per embryo cup with 2 
replicates); 

(C) All surviving larvae divided 
equally between the test chambers for 
each test concentration and control (e.g., 
30 larvae per test chamber with 2 
replicates). 

(fv) Duration. (A) For fathead minnow 
and sheepshead minnow a test begins 
when the newly fertilized minnow 
embryos (less than 48-hours old) are 
placed in the embryo cups and are 
exposed to the test solution 
concentrations. The test terminates 
following 28 days of post-hatch 
exposure, i.e.. 28 days after the newly 
hatched fry arc transferred from the 
embryo cups into the test chambers. 

(B) For brook trout and rainbow trout 
a lest begins when newly fertilized trout 
embryos (less than 96-hours old) are * 


placed in the embryo trays or cups and 
are exposed to the test solution 
concentrations. The test terminates 
following 60 days of post-hatch 
exposure (for an approximate total 
exposure period of 90 days). 

(C) For silverside a test begins with 
newly fertilized embryos (less than or 
equal to 48 hours old) and is terminated 
28 days after hatching. The chorionic 
fibrils should be cut before randomly 
placing the embryos in the egg 
incubation cups 

(2) |Reserved| 

(3) Range-finding test, (i) A range 
finding test is normally performed with 
the test substance to determine the test 
concentrations to be used in the early 
life stage toxicity test, especially when 
the toxicity is unknown, it is 
recommended that the test substance 
concentrations be selected based on 
information gained from a 4- to 10-day 
flow-through toxicity test with juveniles 
of the selected test species. 

(ii) The highest concentration selected 
for the early life stage toxicity test 
should approximate the lowest 
concentration indicated in any previous 
testing to cause a significant reduction 
in survival. The range of concentrations 
selected is expected to include both 
observed effect and no-observed effect 
levels. The dilution factor between 
concentrations is normally 0.50. 
however, other dilution factors may be 
used as necessary. 

(4) Definitive test —(i) General. (A) A 
test should not be initiated until after 
the test conditions have been met and 
the test substance delivery system has 
been observed functioning properly for 
48-hours. This includes temperature 
stability, flow requirements of dilution 
water, lighting requirements, and the 
function of strainers and air traps 
included in the water-supply system, 
and other conditions as specified 
previously. 

(B) New holding and test facilities 
should be tested with sensitive 
organisms (i.e.. juvenile test species or 
daphnids) before use to assure that the 
facilities or substances possibly 
leaching from the equipment will not 
adversely affect the test organisms 
during an actuul test. 

(C) Embryos should be acclimated for 
as long as practical to the test 
temperature and dilution water prior to 
the initiation of the test. 

(D) When embryos are received from 
an outside culture source (i.e., rainbow 
and brook trout) at a temperature at 
variance with the recommended test 
temperature they should be acclimated 
to the test temperature. When eggs arc 
received, they should be immediately 
unpacked and the temperature of the 


surrounding water determined. Sudden 
temperature changes should be avoided. 
Acclimation to the appropriate test 
temperature should be accomplished 
within n period of six hours, and should 
incorporate the use of dilution water. 

(E) Embryos should be visually 
inspected prior to placement in the 
embryo cups or screen trays. All dead 
embryos should be discarded. Dead 
embryos can be discerned by a change 
in coloration from that of living embryos 
(e.g. trout embryos turn white when 
dead). During visual inspection, empty 
shells, opaque embryos and embryos 
with fungus or partial shells attached 
should be removed and discarded. If 
less than 50 percent of the eggs to be 
used appear to be healthy, all embryos 
in such a lot should be discarded. 

(ii) Embryo incubation procedures. 

(A) Embryos can be distributed to the 
embryo cups or screen trays using a 
pipette with a large bore or a similar 
apparatus. Newly-hatched silverside fry 
arc very sensitive to handling; the egg 
incubation cups should qot be handled 
at all the first 5 days after hatching 
begins. Just before hatching is expected 
to begin, the embry os should be 
transferred to clean incubation cups. 
Trout embryos can be distributed by 
using a small container which has been 
precalibrated to determine the 
approximate number of embryos it cun 
hold; embry os arc measured 
volumelrically in this manner, and are 
then poured onto the screen tray (or 
embryo cup). Trout embryos should be 
separated on the screen tray so that ihey 
are not in contact with each other. A 
final count will ensure the actual 
number on the screen tray. After 
random assignment, the screen trays or 
embryo cups are placed in the test 
chambers. 

(B) Each day until hatch the embryos 
are visually examined. Minnow embryos 
may be examined with the aid of a 
magnifying viewer Trout embryos 
should not be touched. Trout embryos 
should be maintained in low intensity 
light or in darkness until one-week post 
hutch, and arc usually examined with 
the aid of a flashlight or under low 
intensity light. Dead embryos should be 
removed and discarded. Live embryos 
which are heavily infected with fungus 
should be discarded, but should be 
subtracted from the initial number of 
embryos used as a basis for the 
calculations of percentage? hatch. 

(C) When embryos begin to hatch they 
should not be handled. 

(iii) Initiation of fry exposure (A) 
Forty-eight hours after the first hatch in 
each treatment level, or when hatching 
is completed, the live young fish should 
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be counted and transferred from each 

mbryo cup into the appropriate test 
chamber For silverside. all surviving fry 
are not counted until six days after 
hatching and are not transferred to 
embryo cups. All of the normal and 
abnormal fry should be gently relc’ased 
into the test chamber by allowing the fiy 
to swim out of each embryo cup: nets 
should not be used. The trout embryos 
incubated on screen trays will hatch out 
In the test chambers, therefore handling 
of fish is not necessary. 

IB) If necessary, fry can be transferred 
from one replicate embryo cup to the 
other replicate within a test 
concentration to achieve equal numbers 
in each replicate chamber. 

(C) The number of live fry, live normal 
fry, live embryos, dead embryos and 
unaccounted for embryos for each cup 
should l>e recorded when hatching is 
deemed complete. Those fry which are 
visibly (wiihout the use of a dissecting 
sc ope or magnifying viewer) lethargic or 
grossly abnormal (either in swimming 
behavior or physical appearance) should 
be counted. Late hatching embryos 
should be left in the embryo cups to 
determine if they will eventually hatch 
or not. The range of time-to-hatch (to the 
nearest day) for each cup should be 
recorded. 

(iv) Time to final feeding (A) The first 
feeding for the fathead and shoepshead 
minnow fry should begin shortly after 
transfer of the fry from the embryo cups 
to the test chambers. Silversides arc fed 
the first day after hatch. Trout species 
initiate feeding at swim-up. The trout fry 
should be fed trout starter mash three 
times a day od libitum, with excess food 
siphoned off daily. The minnow fry 
should be fed live newly-hatched brine 
shrimp nauplii (Artemia salina) at least 
three times a day. 

|R) For the first seven days, feeding 
should be done at minimum intervals of 
four hours (U„ 8 am, 12 noon, and 4 
pm); thereafter the fry should be fed as 
indicated below. 

(v) Feeding. (A) The fathead and 
sheepshead minnow fry should be fed 
newly-hatched brine shrimp nauplii for 
the duration of the test at approximately 
*t hour intervals three times a day during 
the week and tw r ice on the weekend 
ufter the first week. Trout fry should be 
h^d at similar intervals, and may receive 
live brine shrimp nauplii in addition to 
the trout starter food after the first 
week. Between days 1 and 8 after first 
hatching, silverside fry are fed the 
rotifer. BrochionusplicatHis. three times 
daily at a concentration of 5.000-10,000 
organisms per egg cup (based on 15 Fish/ 
cup). From days 9-11, the Try should be 
fed approximately 2.500 newly-hatched 
hnne shrimp ( Artemia ) nauplii and 


5/XXM0.000 rotifers twice daily. For the 
remainder of the test, the fish will be fed 
brine shrimp exclusively. The number of 
organisms used should be gradually 
increased to approximately 5.000 nauplii 
by test day 28. 

|B) An identical amount of food 
should be provided to each chamber. 
Fish should be fed ad libitum for 30 
minutes with excess food siphoned off 
the bottom once daily if necessary. 

(C) Fish should not be fed for the last 
24 hours prior to termination of the test. 

(vi) Curriers. Water should be used in 
making up the test stock solutions. If 
carriers other than water are absolutely 
necessary, the amount used should lie 
the minimum necessary to achieve 
solution of the test substance. 
Triethylene glycol and dimethyl 
formamide are preferred, but ethanol 
and acetone can be used if necessary. 
Carrier concentrations selected should 
be kept constant at all treatment levels. 

(vii) Controls . Every test requires a 
control that consists of the same dilution 
water, conditions, procedures, and test 
organisms from the samo group used in 
the other test chambers, except that 
none of the test substance is added. If a 
carrier (solvent) is used, a separate 
carrier control is required in addition to 
the regular control. The carrier control 
should be identical to the regular control 
except that the highest amount of carrier 
present in any treatment is added to this 
control. If the test substance is a 
mixture, formulation, or commercial 
product, none of the ingredients Is 
considered a carrier unless an extra 
amount is used to prepare the stock 
solution. 

(viii) Randomization. The location of 
all test chambers and species within the 
test system should be randomized A 
representative sample of the test 
embryos should be impartially 
distributed by adding to each cup or 
screen tray no more than 20 percent of 
the number of embryos to be placed in 
each cup or screen tray and repeating 
the process until each cup or screen tray 
contains the specified number of 
embryos. Alternatively, the embryos con 
be assigned by random assignment of a 
small group (c.g„ 1-5) of embryos to 
each embry o cup or screen tray, 
followed by random assignment of a 
second group of equal number to each 
cup or tray, which is continued until the 
appropriate number of embryos ore 
contained in each embryo cup or screen 
tray. The method of randomization used 
should be reported in detail. 

(ix) Observations . During the embryo 
exposure period observations should be 
made to check for mortality. During the 
exposure period of the fry. observations 
should be made to check for mortality 


and to note the physical appearance and 
behavior of the young fish. The 
biological responses are used in 
combination with physical and chemical 
data in evaluating the overall lethal und 
sublctha! effects of the test substance. 
Additional information on the specific 
methodology for the duta obtained 
during the test procedure are discussed 
in the fallowing sections. 

(x) Biological data. (A) Death of 
embryos should be recorded daily and 
dead embryos removed when 
discovered to prevent the spread of 
fungal contamination. 

(B) When hatching commences, daily 
records of the number of embryos 
remaining in each embryo cup are 
required. This information is necessary 
to quantify the hatching success. A 
record of all deformed larvae should be 
kept throughout the entire post-hatch 
exposure. Time to swim-up should be 
recorded For the trout. Upon transfer of 
fry' from the embryo cups to the test 
chambers, daily counts of the number of 
live fish should be made. At a minimum, 
live fish should be counted on days 4. 

11.18. 25 and (weekly thereafter for the 
trout species) finally on termination of 
the test. 

(C) The criteria for death of young fish 
is usually immobility, especially 
absence of respiratory movement, and 
lack of reaction to gentle prodding. 
Deaths should be recorded daily and 
dead fish removed when discovered. 

(D) Daily and at termination of the 
test, the number of fish that appear 
(without the use of a magnifying viewer) 
to be abnormal in behavior (e.g , 
swimming erratic or uncoordinated, 
obviously lethargic, hyperventilating, or 
over excited, etc.) or in physical 
appearance (e g., hemorrhaging, 
producing excessive mucous, or uro 
discolored, deformed, etc.) should be 
recorded and reported in detail. 

(F.) All physical abnormalities (e g., 
stunted bodies, scoliosis, etc.) should be 
photographed and the deformed fish 
which die. or are sacrificed at the 
termination of the test, should be 
preserved for possible future 
pathological examination. 

(F) At termination, all surviving fish 
should be measured for growth. 

Standard length measurements should 
be made directly with a caliper, but m.»v 
be measured photographically. 
Measurements should be made to the 
nearest millimeter (0.1mm is desirable). 
Weight measurements should also be 
made for each fish alive at termination 
(wet. blotted dry and to the nearest 
0.01 g for the minnows and O.lg for the 
trout). If the fish exposed to the toxicant 
appear to be edematous compared to 
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control fish, determination of dry, rather 
than wet, weight is recommended. 

(G) Special physiological, biochemical 
and histological investigations on 
embryos, fry. and juvenifes may be 
deemed appropriate and should be 
performed on a case by case basis. 

(5) Test results, (i) Data from toxicity 
tests are usually either continuous (e.g. 
length or weight measurements) or 
dichotomous (e,g. number hatching or 
surviving) in nature. Several methods 
arc available and acceptable for 
statistical analysis of data derived from 
early life stage toxicity tests: however, 
the aptual statistical methodology to 
analyze and interpret the test results 
should be reported in detail. 

(it) The significance level for all 
statistical testing should be a minimum 
of P=0.05 (95 percent confidence level). 

(A) Example of statistical analysis. (7) 
Mortality data for the embryonic stage, 
fry stage and for both stages in replicate 
exposure chambers should first be 
analyzed using a two-way analysis of 
variance (ANOVA) with interaction 
model. This analysis will determine if 
replicates are significantly different 
from each other. If a significant 
difference between replicates or a 
significant interaction exists, cause for 
the difference should be determined. 
Modification should then be made in the 
test apparatus or in handling procedures 
for future toxicity tests. Further 
calculations should incorporate the 
separation of replicates. If no significant 
difference is observed, replicates may 
be pooled in further analyses. 

(2) After consideration of replicate 
responses, mortality data should then be 
subjected to one-way ANOVA. The 
purpose of this analysis is to determine 
if a significant difference exists in the 
percentage mortality between control 
fish and those exposed to the test 
material. 

(. I If the one-way ANOVA results in a 
F ratio that is significant, it would be 
acceptable to perform t-lests on the 
control versus each concentration. A 
second technique is to identify 
treatment means that are significantly 
different: this method should involve the 
additional assumption that the true 
mean response decreases generally with 
increasing concentration. The researcher 
may also be interested in determining 
significant differences between 
concentrations. 

(4) Growth data should also be 
analyzed by one-way ANOVA with the 
inclusion of a covariate to account for 
possible differences in growth of 
surviving fry in embryo cnp(s) that 
contain fewer individuals. This 
condition can occur in cases when the 
sumo amount of food is given to each 


test chamber regardless of the number 
of survivors. 

(B) Test data to be analyzed . Data to 
be statistically analyzed are: 

(7) Percentage of healthy, fertile 
embryos at 40-48 hours after initiation 
of the test. Percentage is based upon 
initial number used 

[2] Percentage of embryos that 
produce live fry for release into test 
chambers. Percentage is based on 
number of embryos remaining after 
thinning. 

p) Percentage of embryos that 
produce live, normal fry for release into 
test chambers. Percentage is based upon 
number of embryos remaining after 
thinning. 

(4) Percentage of fry survival at swim- 
up for trout. Percentage is bdsod upon 
number of embryos remaining after 
thinning. 

(5) Percentage of embryos that 
produce live fish at end of test. 
Percentage is based upon number of 
embryos remaining after thinning. 

p) Percentage of embryos that 
produce live, normal fish at end of test 
Percentage is based upon number of 
embryos remaining after thinning. 

(7) Weights and lengths of individual 
fish alive at the end of the test 

(C) It is important that fish length and 
weight measurements be associated 
with individual test chambers since the 
density of the fish and available food 
should be considered in the growth of 
the organism. 

(iii) Acceptability criteria. (A) An 
early life stage toxicity test is not 
acceptable unless at least one of the 
following criteria is significantly 
different (p = 0.05) from control 
organisms when compared with treated 
organisms, and the responses are 
concentration-dependent: mortality of 
embryos, hatching success, mortality of 
fry (at swim-up for trout), total mortality 
throughout the test, and growth (i.e. 
weight). If no significant effects occur, 
but the concentrations tested were the 
highest possible due to solubility or 
other physio-chemical limitations, the 
data will be considered for acceptance. 

(B) In addition to obtaining significant 
effects on the exposed test species, a 
measure of acceptability in the response 
of control fish is also required. 

(C) A test i9 not acceptable if the 
average survival of the control fish at 
the end of the test is less than 80 percent 
or if survival in any one control chamber 
is less than 70 percent. For silversidcs. a 
test is not acceptable if the average 
overall survival of the control embryos 
and fish at the end of the test is less 
than 60 percent 

(D) tf a carrier is used, the criteria for 
effect (mortality of embryos und fry. 


growth, etc.) used in the comparison of 
control and exposed test organisms 
should also be applied to the control and 
control with carrier chambers. For the 
test to be considered acceptable, no 
significant difference should exist 
between these criteria. 

(E) A test is not acceptable if the 
relative standard deviation (RSD -100 
times the standard deviation divided by 
the mean) of the weights of the Fish that 
were alive at the end of the test in any 
control test chamber is greater than 40 
percent. 

(8) Analytical measurements —(i) 
Analysis of water quality. Measurement 
of certain dilution water quality 
parameters should be performed every 6 
months, to determine the consistency of 
the dilution water quality. In addition, if 
data in 30 day increments are not 
available to show that freshwater 
dilution water is constant, 
measurements of hardness, alkalinity. 
pH. acidity, conductivity. TOC or COD 
and particulate matter should be 
conducted once a week in the control 
and once a week in the highest test 
substance concentration. Measurement 
of calcium, magnesium, sodium, 
potassium, chloride, and sulfate is 
desirable. 

(ii) Dissolved oxygen measurement. 
The dissolved oxygen concentration 
should be measured in each test 
chamber at the beginning of the test and 
at least once daily thereafter (as long as 
live organisms are present) in one 
replicate of the control and the high, 
medium, and low test substance 
concentrations. 

(iii) Temperature measurement. 
Temperatures should be recorded in all 
test chambers at the beginning of the 
test, once weekly thereafter and at least 
hourly in one test chamber. When 
possible, the hourly measurement 
should be alternated between test 
chambers and between replicates, 

(iv) Test substance measurement. (A) 
Prior to the addition of the test 
substance to the dilution water, it is 
recommended that the test substance 
stock solution be analyzed to verify the 
concentration. After addition of the teat 
substance, the concentration of test 
substance should be measured at the 
beginning of the test in each test 
concentration (including both replicates) 
and control(s). and in one replicate at 
each test concentration at least once a 
week thereafter. Replicates should Ih» 
alternated each week. If a malfunction 
in the delivery system is discovered, 
water samples should be taken from the 
affected test chambers immediately ami 
analyzed. 
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(B) The measured concent; a( ion of 
lest substance in any chumber should be 
no more than 30 percent higher or lower 
than the concentration calculated from 
the composition of the stock solution 
and the calibration of the test substance 
delivery system. If the difference is more 
than 30 percent, the concentration of 
test substance in the solution flow ing 
into the exposure chamber (influent) 
shuuld be analyzed. These results will 
indicate whether the problem is in the 
slock solution, the test substance 
delivery system or in the test chamber. 
Measurement of degradation products of 
the test substance is recommended if a 
reduction of the test substance 
concentration occurs in the test 
chamber. 

(v) Samp fin# ami analysis 
methodology . (A) Generally, total test 
substance measurements are sufficient; 
however, the chemical characteristics of 
the test substance may require both 
dissolved and suspended test substance 
measurements. 

(B) For measurement of dissolv ed or 
suspended test substance or both, water 
samples should be taken midway 
between the top. bottom, and sides of 
the test chamber and should not include 
any surface scum or material stirred up 
from the bottom of sides. For 
measurement of total test substance, a 
large volume of the solution in the test 
chamber should be collected and used 
as the sample. Samples of test solutions 
should be handled and stored 
appropriately to minimize loss of test 
substance by microbial degradation, 
photodegradation, chemical reaction, 
volatilization, or sorption. 

(C) Chemical and physical analyses 
should be performed using standardized 
methods whenever possible. The 
analytical method used to measure the 
concentration of the test substance in 
the test solution should be validated 
before the beginning of the test. At a 
minimum, a measure of the accuracy of 
the method should be obtained, on each 
of two separate days by using the 
method of known additions, and using 
dilution water from a tank containing 
test organisms. Three samples should be 
analyzed at the next to lowest test 
substance concentration. It is also 
desirable to study the accuracy and 
precision of the analytical method for 
test guideline determination by use of 
reference (split) samples, or 
interlaboratory studies, and by 
comparsion with alternative, reference 
or corroborative methods of analysis. 

(D) An analytical method is not 
acceptable if likely degradation 
products of the test substance, such as 
hydrolysis and oxidation products, give 
positive or negative interferences, unless 


It is shown that such degradation 
products are not present in the test 
chambers during the test, in general, 
atomic absorption spectrophotometric 
methods for metals and gas 
chromatographic methods for organic 
compounds are preferable to 
colorimetric methods. 

(F.) In addition to analyzing samples of 
test solution, at least one reagent blank 
also should be analyzed when a reagent 
is used in the analysis. Also, at least one 
sample for the method of known 
additions should be prepared by adding 
test substance at the concentration used 
in the toxicity test. 

(d) Test conditions — (1) Test species. 
(i) One or more of the recommended test 
species will be specified in rule 9 under 
Part 799 of this chapter requiring testing 
of specific chemicals. The recommended 
test species are: 

(A) Fathead minnow [Pimephafes 
prome/as Rafinesquc). 

(B) Sheepshead minnow [Cyprinodon 
variegatvs). 

(C) Brook trout ( Salvefinus 
fontinaiis). 

(D) Rainbow trout [Salmogairdneri). 

(K) Atlantic silverside [Menidia 

menidia ). 

(F) Tidewater silverside [Menidia 
peninsulae). 

(ii) Embryos used to initiate the early 
life stage test should be less than 48 
hours old for the fathead and 
sheepshead minnows, silversides, and 
less than 96 hours old for the brook trout 
and rainbow trout. In addition, the 
following reauirements should be met: 

(A) All embryos used in the test 
should be from the same source. 

Embryos should be obtained from a 
stock cultured in-house when possible, 
and maintained under the same 
parameters as specified for the test 
conditions. When it is necessary to 
obtain embryos from an external source, 
caution should be exercised to ensure 
embryo viability and to minimize the 
possibility of fungal growth. A 
description of the brood stock history or 
embryo source should be made 
available to EPA upon request. 

(B) Test species should be cared for 
and handled properly in order to avoid 
unnecessary stress. To maintain test 
species in good condition and to 
maximize growth, crowding should be 
prevented, and the dissolved oxygen 
level should be maintained near 
saturation. 

(C) Embry os and fish should lie 
handled as little as possible. Embryos 
should be counted and periodically 
inspected until hatching begins. When 
larvae begin to hatch, they should not be 
handled. Transfer of minnow larvae 
from embryo cups to test chambers 


should not involve the use of nets. \’o 
handling is necessary* following 
introduction Into the test chambers until 
termination of the test. 

(D) If fathead minnow embryos are 
obtained from in-house culture units, the 
embryos should be gently removed from 
the spawning substrate. The method for 
separating the fertilized eggs from the 
substrate is important and can affect the 
viability of the embryos; therefore the 
finger-rolling procedure is 
recommended. 

(E) Disease treatment. Chemical 
treatments to cure or prevent diseases 
should not be used before, and should 
not be used during a test. All prior 
treatments of brood stock should be 
reported in detail. Severely diseased 
organisms should be destroyed. 

(2) Test facilities—{ i) Construction 
materials. Construction materials and 
equipment that contact stock solutions, 
test solutions, or dilution water into 
which teat embryos or fish are placed 
should not contain any substances that 
can be leached or dissolved into 
aqueous solutions in quantities that can 
affect test results. Materials and 
equipment that contact stock or test 
solutions shuuld be chosen to minimize 
sorption of test chemicals from dilution 
water Glass. *316 stainless steel, nylon 
screen and pcrfluorocarbon plastic (e.g.. 
Teflon*) ore acceptable materials. 
Concrete or rigid (unplasticized) plastic 
may be used for holding and acclimation 
tanks, and for water supply systems, but 
they should be thoroughly conditioned 
before use. If cast iron pipe is used in 
freshwater supply systems, colloidal 
iron may leach into the dilution water 
and strainers should be used to remove 
rust particles. Natural rubber, copper, 
brass, galvanized metal, epoxy glues, 
and flexible tubing should not come in 
contact with dilution water, stock 
solutions, or test solutions. 

(ii) Test chambers (exposure 
chambers). (A) Stainless steel test 
chambers should be welded or glued 
with silicone adhesive, and not 
soldered. Glass should be fused or 
bonded using clear silicone adhesive. 
Epoxy glues arc not recommended, but if 
used ample curing time should be 
allowed prior to use. As little adhesive 
as possible should be in contact with the 
water. 

(B) Many different sizes of test 
chambers have been used successfully. 
The size, shape and depth of the test 
chamber is acceptable if the specified 
flow rate and loading requirements can 
be achieved. 

(C) The actual arrangement of the test 
chambers can be important to the 
statistical analysis of the test data. Test 
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chambers can be arranged totally on 
one level (tier) side by side, or on two 
levels with each level having one of the 
replicate test substance concentrations 
or controls. Regardless of the 
arrangement, it should be reported in 
detail and considered in the data 
analysts. 

(iii) Embryo incubation apparatus . (A) 
Recommended embryo incubation 
apparatus include embryo cups for the 
minnow species and screen trays for the 
trout species, although embryo cups can 
be used for the trout species. Embryo 
cups are normally constructed from 
approximately 4-5 cm inside diameter. 
7-fl cm high, glass jars with the end ait 
off or similar sized sections of 
polyethylene tubing. One end of the jar 
or tubing is covered with stainless steel 
or nylon screen (approximately 40 
meshes per inch is recommended). 
Embryo cups for silversides are 
normally constructed by using silicone 
adhesive to glue a 10-cm high, 383-um 
nylon mesh tube inside a 9*cm I D. gloss 
Petri dish bottom. The embryo cups 
should be appropriately labeled and 
then suspended in the test chamber in 
such a manner as to ensure that the test 
solution regularly flows through the cup 
and that the embryos are always 
submerged but are not agitated too 
vigorously. Cups may be oscillated by a 
rocker arm apparatus with a low rpm 
motor (e g.. 2 rpm) to maintain the 
required Row of test water. The vertical- 
travel distance of the rocker arm 
apparatus during oscillation is normally 
2.5-4.0t:m. The water level in the test 
chambers may also be varied by means 
of a self starting siphon in order to 
ensure exchange of water in the embryo 
cups, 

(B) The trout embryo incubation trays 
can be made from stainless steel screen 
(or other acceptable material such as 
plastic) of about 3-4 mm mesh. The 
screen tray should be supported above 
the bottom of the test chamber by two 
folds of screen or other devices which 
function as legs or supports. The edges 
of the screen tray should be turned up to 
prevent bump spills and to prevent the 
embryos from rolling off in the event of 
excessive turbulence. Suspending or 
supporting the screen tray off the bottom 
ensures adequate water circulation 
around the embryos and avoids contact 
of embryos with possible bottom debris 

(iv) Test substance delivery system. 

(A) The choice of a specific delivery 
system depends upon the specific 
properties and requirements of the lest 
substance. The apparatus used should 
accurately and precisely deliver the 
appropriate amount of stock solution 
and dilution wuter to the test chambers. 
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The system selected should be 
calibrated before each test. Calibration 
includes determining the flow rate 
through each chamber, and the 
proportion of stock solution to dilution 
water delivered to each chamber. The 
generated operation of the test 
substance delivery system should be 
checked twice daily for normal 
operation throughout the test. A 
minimum of five test substance 
concentrations and one control should 
be used for each test. 

(B) The proportional diluter and 
modified proportional diluter systems 
and metering pump systems have 
proven suitable and have received 
extensive use. 

(C) Mixing chambers should be used 
between the diluter and the test 
chamber(s). This may be a small 
container or flow-splitting chamber to 
promote mixing of test substance stock 
solution and dilution water, and is 
positioned between the diluter and the 
test chambers for each concentration. If 
a proportional diluter is used, separate 
delivery tubes should run from the flow- 
splitting chamber to each replicate test 
chamber. Doily checks on this tatter 
system should be made. 

(D) Silverside fry are injured easily 
and are susceptible to impingement on 
the mesh of the incubation cups. 
Consequently, water flow into and out 
of the cups when counting fry must be at 
a slow rate. This can be accomplished 
by using small diameter (e.g.. 2 mm I D.) 
capillary tubes to drain the test solution 
from spitter boxes into the replicate test 
chambers. The use of a self starting 
siphon to gradually lower (i.e.. less than 
or equal to 1 min.) the water level 
approximately 2 cm in the test chamber 
is recommended. A minimum water 
depth of 5 cm should be maintained in 
the cups. Although it may be 
satisfactory, a rocker-arm type 
apparatus has not yet been used with 
silversides. 

(v) Other equipment required (A) An 
apparatus for removing undesirable 
organisms, particulate matter and air 
bubbles. 

(B) An apparatus for aerating water. 

(C) A suitable magnifying viewer for 
examination of minnow embryos. 

(D) A suitable apparatus for the 
precise measurement of growth of the 
fish, including both length (e.g.. with 
metric or ruler caliper or photographic 
equipment) and weight. 

(E) Facilities for providing a 
continuous supply of live brine shrimp 
nauplii [Artemia salina). 

(F) For silversides. facilities for 
providing a supply of rotifers 


[Brochionus pficali/is] for 
approximately 11 days. 

(C) Facilities (or access to facilities) 
for performing the required water 
chemistry analyses. 

(vi) Cleaning of equipment. (A) Test 
substance delivery systems and test 
chambers should be cleaned before use. 
Test chambers should be cleaned during 
the test as needed to maintain the 
dissolved oxygen concentration, and to 
prevent clogging of the embryo cup 
screens and narrow flow passages. 

(B) Debris can be removed with a 
rubber bulb and large pipette or by 
siphoning with a glass tube attached to 
a flexible hose. Debris should be run 
into a bucket light enough to observe 
that no live fish are accidentally 
discarded. 

(vii) Dilution water —(A) General . (7) 

A constant supply of acceptable dilution 
water should be available for use 
throughout the test. Dilution water 
should be of a minimum quality such 
that the test species selected will 
survive in it for the duration of testing 
without showing signs of stress (e.g.. 
loss of pigmentation, disorientation, 
poor response to external stimuli, 
excessive mucous secretion, lethargy, 
lack of feeding or other unusual 
behavior). A better criterion fur an 
acceptable dilution water for tests on 
eariy life stages should be such that the 
species selected for testing will survive, 
grow and reproduce satisfactorily in it 

(.?) The concentration of dissolved 
oxygen in the dilution water (fresh or 
salt) should be between 60% and lWT-i 
saturation. When necessary, dilution 
water should be aerated by means of 
airstones. surface aerators, or screen 
tubes before the introduction of the test 
substance. 

(3) Water that is contaminated with 
undesirable microorganisms (eg. fish 
pathogens) should not be used. If such 
contamination is suspected, the water 
should be passed through a property 
maintained ultraviolet sterilizer 
equipped with an intensity meter before 
use. Efficacy of the sterilizer can be 
determined by using standard plate 
count method. 

(B) Freshwater . (/) Natural water 
(dean surface or ground water) is 
preferred, however, dechlorinated tap 
water may be used as a last resort. 
Reconstituted freshwater is not 
recommended as a practical dilution 
water for the early life stage toxicity test 
because of the large volume of water 
required. 

(2) Particulate and dissolved 
substance concentrations should bo 
measured at least twice a year and 
should meet the following tpecifi cat ions. 
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Subftance 

CortMf'OlUOrt 



<20 

<2 

:<xal OTfrkntc CMbor> (TOC).. 

torr*n 1 tCOO)_ 

m kvhuhJ «mrTXX»4. 

<5 mp/ator 
<1 pf/tat 
< 1 Hi'** 

a r*duaii ettfonr*___ - 

To*»l potpnOTia ptboo* _ 

Toed orgtnocttonno pocticxJot p*u§ pot- 

<50 ng/Mor. 

<50 ng/dur 

euphony* (PCBt) 

'old <yg*r»c 

<25 ngy«t«r 


(;/) During any one month, freshwater 
dilution water should not vary more 
than 10 percent from the respective 
monthly averages of hurdness, alkalinity 
and specific conductance: the monthly 
pit range should be less than 0.4 pH 
units. 

(C) Saltwater. (7) Marine dilution 
water is considered to be of constant 
quality if the minimum salinity is greater 
than 15 7*> and the weekly range of the 
salinity is less than 15 %o- The monthly 
range of pi l should be less than 0.8 pH 
units. Saltwater should be filtered to 
remove larval predators. A pore size of 

20 micrometers (umj is recommended. 
For silversides. the recommended 
salinity is 20 ppt and should be 
maintained between 15 and 25 ppt 
throughout testing. 

( 2 ) Artificial sea salts may be added 
to natural seawater during periods of 
low salinity to maintain salinity above 
15 */*,. 

(3) Test parameters —(i) Dissolved 
oxygon concentration . It is 
recommended that the dissolved oxygen 
concentration be maintained between 90 
and 100 percent saturation: but it should 
be no less than 75 percent saturation at 
all times for both minnow species and 
between 90 and 100 percent saturation 
for the trout species in all test chambers. 
Dilution water in the head box may be 
aerated, but the lest solution itself 
should not be aerated. 

l*i) Loading and flow rate. (A) The 
loading in test chambers should not 
exceed 0.1 grams of fish per liter of test 
solution passing through the test 
chamber in 24 hours. The flow rate to 
each chamber should be a minimum of 8 
tank volumes per 24 hours. During a test, 
the flow rates should not vary more than 
10 percent from any one test chamber to 
any other. 

(13) A lower loading or higher flow 
rate or both should be used if necessary 
to meet the following three criteria at all 
times during the lest in each chamber 
containing live test organisms: (J) the 
concentration of dissolved oxygen 
should not fall below 75 percent 
saturation for the fathead and 
sheepshoad minnows and 90 percent for 
the rainbow and brook trout; (<?} the 
concentration of unionized ammonia 
should not exceed 1 pg/liten and (.?) the 


concentration of toxicant should not be 
lowered (i.e.. caused by uptake by the 
test organisms and/or materials on the 
sides and bottoms of the chambers) 
more than 20 percent of the mean 
measured concentration. 

(iii) Temperature. (A) The 
recommended test temperatures are: 

(i) Fatheud minnow-25 X for all 

life stages. 

\2) Sheepshead minnow—^*30 X for 
all life stages. 

(J) Rainbow and brook trout-10 X 

for embryos. 12 X for fry and alevins. 

(V) Atlantic and tidewater 
silversides-25 *C for ail life stages. 

(B) The actual test temperature during 
the duration of the test should remain 
within 1.5 X of the selected test 
temperature. It is recommended that the 
test system be equipped with an 
automatic alarm system to alert staff of 
instantaneous temperature changes in 
excess of 2 X. If the water is heated 
(i.e., for minnow species), precautions 
should be taken to ensure that 
supersatitration of dissolved gases is 
avoided. Temperatures should be 
recorded in all test chambers at the 
beginning of the test and weekly 
thereafter. The temperature should be 
recorded at least hourly in one test 
chamber throughout the test. 

(iv) Light (A) Brook and rainbow 
trout embryos should be maintained in 
darkness or very low light intensity 
through one week post-hatch, at which 
time a 14»hour light and 10-hour dark 
photoperiod should be provided. 

(B) For fathead and sheepshead 
minnows, a 18-hour light and 8-hour 
dark (or 12:12) photoperiod should be 
used throughout the test period. 

(C) For silversides. a 14-hour light and 
10-hour dark photoperiod should be 
used throughout the test period. 

(D) A 15-minute to 30-minute 
transition period between light and dark 
is optional. 

(F) Light intensities ranging from 30 to 
100 lumens at the water surface should 
be provided: the intensity selected 
should be duplicated as closely as 
possible for all test chambers. 

(E) Light intensities ranging from 30 to 
of an early life stage toxicity test should 
include the following: 

(1) Name of test, sponsor, investigator, 
laboratory, and dates of test duration. 

(2) Detailed description of the test 
substance including its source, lot 
number, composition (identity and 
concentration of major ingredients and 
major impurities), known physical and 
chemical properties, and any carriers 
(solvents) or other additives used. 

(3) The source of the dilution water, 
its chemical characteristics, and a 
description of any pretreatmqnt. 


(4) Detailed information about the test 
organisms including scientific name and 
how verified and source history, 
observed diseases, treatments, 
acclimation procedure, and 
concentration of any contaminants and 
the method of measurement. 

(5) A description of the experimental 
design and the test chambers, the depth 
and volume of the solution in the 
chambers, the way the test was begun, 
the number of organisms per treatment, 
the number of replicates, the loading, 
the lighting, a description of the test 
substance delivery system, and the flow 
rate as volume additions per 24 hours. 

(0) Detailed information on feeding of 
fish during the toxicity test, including 
type of food used, its source, feeding 
frequency and results of analysis (i.e.. 
concentrations) for contaminants. 

(7) Number of embryos hatched, 
number of healthy embryos, time to 
hatch, mortality of embryos and fry, 
measurements of growth (weight and 
length), incidence of pathological or 
histological effects and observations of 
other effects or clinical signs, number of 
healthy fish at end of test. 

(8) Number of organisms that died or 
showed an effect in the control and the 
results of analysis for concentration(s) 
of any contaminant in the control(s) 
should mortality occur. 

(9) Methods used for. and the results 
of (with standard deviation), all 
chemical analyses of water quality and 
test substance concentration, including 
validation studies and reagent blanks; 
the average and range of the test 
temperature(s). 

(10) Anything unusual about the test, 
any deviation from these procedures, 
and any other relevant information. 

(11) A description of any abnormal 
effects and the number of fish which 
were affected during each period 
between observations in each chamber, 
and the average concentration of test 
substance in each test chamber. 

(12) Reference to the raw data 
location. 

$797.1800 Oyster acute toxicity test 

(a) Purpose. This guideline will be 
used in developing data on the acute 
toxicity of chemical substances and 
mixtures (“chemicals") subject to 
environmental effects test regulations 
under the Toxic Substances Control Act 
(TSCA) (Pub. L 94-469, 90 Slat. 2003,15 
U.S.C. 2001 et seq.). This guideline 
prescribes tests to be used to develop 
data on the acute toxicity of chemicals 
to Eastern oysters. Crassostreo virginica 
(Gmelin). The United States 
Environmental Protection Agency (U,S. 
EPA) will use data from these tests in 
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assessing the hazard of a chemical to 
the environment. 

(b) Definitions. The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and in Part 792— 
Good Laboratory Practice Standards of 
this chapter are applicable to this test 
guideline. The following definitions also 
apply: 

(1) “Acute toxicity“ is the discernible 
adverse effects induced in an organism 
within a short period of time (days) of 
exposure to a chemical. For aquatic 
animals this usually refers to continuous 
exposure to the chemical in water for a 
period of up to four days. The effects 
(lethal or sublethal) occurring may 
usually be observed within the period of 
exposure with aquatic organisms. In this 
test guideline, shell deposition is used as 
the measure of toxicity. 

(2) “EC*©" is that experimentally 
derived concentration of a chemical in 
water that is calculated to induce shell 
deposition 50 percent less than that of 
the controls in a test batch of organisms 
during continuous exposure within a 
particular exposure period which should 
be stated. 

(3) “Shell deposition’* is the measured 
length of shell growth that occurs 
between the time the shell is ground at 
test initiation and test termination 96 
hours later. 

(4) “Umbo” means the narrow end 
(apex) of the oyster shell. 

(5) “Valve height” means the greatest 
linear dimension of the oyster as 
measured from the umbo to the ventral 
edge of the valves (the farthest distance 
from the umbo). 

(cj Test procedures —(1) Summary of 
the test, (i) The water solubility and the 
vapor pressure of the test chemical 
should be known. Prior to testing, the 
structural formula of the test chemical, 
its purity, stability in water and light, n- 
octanol/watcr partition coefficient, and 
pK. values should be known prior to 
testing. The results of a biodegradability 
test and the method of analysis for the 
quantification of the chemical in water 
should also be known. 

(ii) For chemicals with limited 
solubility under the test conditions, it 
may not be possible to determine an 
F.Cvo. If it is observed that the stability 
or homogeneity of the test chemical 
cannot be maintained, then care should 
be taken in the interpretation of the 
results and a note made that these 
results may not be reproducible. 

(tii) Test chambers are filled with 
appropriate volumes of dilution water. 
The flow of dilution water through each 
chamber is adjusted to the rate desired. 
The test chemical is introduced into 
each test chamber and the flow-rate 
adjusted to establish and maintain the 


desired concentration in each test 
chamber. Test oysters which have been 
acclimated and prepared by grinding 
away a portion of the shell periphery are 
randomly introduced into the test and 
control chambers. Oysters in the test 
and control chambers are observed 
daily during the test for evidence of 
feeding or unusual conditions, such as 
shell gaping, excessive mucus 
production or formation of fungal 
growths in the test chambers. The 
observations are recorded and dead 
oysters removed. At the end of 96 hours 
the increments of new shell growth are 
measured in all oysters. The 
concentration-response curve and EG*> 
value for the test chemical are 
developed from these duta. 

(2) | Reserved | 

(3) Range-finding test . A range-finding 
test should be conducted to establish 
test chemical concentrations for the 
definitive test. The test is conducted in 
the same way as the definitive test 
except a widely spaced chemical 
concentration series (i.e.. log-interval) is 
used. 

(4) Definitive test . (i) Oysters which 
meet condition criteria (age. size, 
reproductive status, health) und which 
have been acclimated to test conditions 
should have approximately 3 to 5 mm of 
the shell periphery, at the rounded 
(ventral) end. ground away with a small 
electric disc grinder or other appropriate 
device, taking care to uniformly remove 
the shell rim to produce a smooth, 
rounded blunt profile. The oyster’s 
valves should be held together tightly 
during grinding to avoid vibrating the 
shell and injuring the adductor muscle. 
Oysters of which so much of the shell 
rim has been removed that an opening 
into the shell cavity is visible should not 
be used. 

(ii) li is desirable to have shell growth 
vulues for the low and high 
concentrations relatively close to. but 
different from. 0 and 100 percent. 
Therefore, the range of concentrations to 
which the oysters are exposed should be 
such that in 96 houss relative to the 
controls, very little shell growth occurs 
in oysters exposed to the highest 
concentration and shell grow th is 
slightly less than controls at the lowest 
concentration. Oysters in the remaining 
concentrations should have increments 
of shell growth, such that ideally, the 
concentration producing 50 percent shell 
growth relative to the growth is 
bracketed with at least one 
concentration above and one below it. 

(iii) The test should be carried out 
without adjustment of pH unless there is 
evidence of marked change in the pll of 
the solution. Then it is advised that the 
test be repeated with pH adjustment to 


that of the dilution water and the results 
reported. 

(iv) The test begins when ul least 20 
prepared oysters are placed in each of 
the test chambers containing the 
appropriate concentrations of test 
substance and controls. The steady- 
state flows and test chemical 
concentrations should bu documented. 
At least 5 test chemical concentrations 
should be used. The dilution factor 
between concentrations should not 
exceed 1.8. 

(v) The distribution of individual 
oysters among the test chambers should 
be randomized. The oysters should be 
spread out equidistantty from one 
another so that the entire test chamber 
is used. The oysters should also be 
placed with the left (cupped) valve 
clown and the open, unhinged ends all 
oriented in the same direction facing ihc 
incoming flow of test solution. 

(vi) The oysters are inspected at least 
after 24. 48. 72 and 96 hours. Oysters are 
considered dead if touching of the 
gaping shell produces no reaction. Dead 
oysters are removed when observed and 
mortalities are recorded. Observations 
at 3 hours and 6 hours are also 
desirable. 

(vit) Shell growth is the primary 
criterion used in this test guideline to 
evaluate the toxicity of the test 
chemical. Shell growth increments in all 
oysters should be measured after 96 
hours exposure. Record the length of the 
iongest “finger” of new shell growth to 
the nearest 0.5 mm. Oysters should be 
handled very gently at this stage to 
prevent damage to the new shell growth 

(viii) Records should be kept of visible 
abnormalities such us loss of feeding 
activity (failure to deposit feces), 
excessive mucus production (stringy 
material floating suspended from 
oysters), spawning or appearance of 
shell (closure or gaping). 

(ix) The criteria for a valid definitive 
test are: 

(A) The mortality in the controls 
should not exceed 10 percent at the end 
of the test. 

(B) The dissolved oxygen 
concentration should be at least 60 
percent of air saturation throughout the 
test. 

(C) Oysters should not spawn during 
test. If they do the test should be 
repeated with prespawn oysters. 

(D) There should be evidence that the 
concentration of the substance* being 
tested has been satisfactorily 
maintained (e.g.. within 80 percent of the 
nominal concentration) over the lest 
period. The total concentration of test 
substance (i.e.. both dissolved and 
suspended undissolved particulates) 
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should be measured; (/) in each 
chamber at 0-hour, (2) In each chamber 
at 96-hours and (J) in at least one 
appropriate chamber whenever a 
malfunction is detected in any part of 
the test chemical delivery system. 

(E) Dissolved oxygen, temperature, 
salinity and pit measurements should be 
made at the beginning of &e test, at 48 
hours, and at the end of the test in the 
control chambers and in those test 
chambers containing the highest, lowest 
and a middle concentration of the test 
substance. 

(5) Test results . (i) At the end of the 
test, a one-way analysis of variance 
followed with an appropriate ad hoc test 
(the Studentized Ncuman-Keufs or 
Duncan’s multiple range tests: or 
Dunnetts' or Williams’ pairwise 
comparison tests) should be conducted 
on the oyster shell deposition test data. 
The probit transformation should then 
be applied to the response variable and 
then regressed, using least squares 
regression, on dose or log-dose. An F 
Test for linearity should be conducted to 
determine whether the chosen 
regression technique adequately 
describes the experimental data. 

(ii) Calculate the ratio of the mean 
shell growth for each group of test 
oysters (exposed to each of the test 
chemical concentrations) to the mean 
shell growth of the group of control 
oysters. From these data the 
concentration-response curve is drawn 
and an EGm along with the 95 percent 
confidence limits on the value arc 
determined from the curves. The mean 
measured concentration of test chemical 
should be used to calculate the EG*j and 
to plot the concentration-response 
curve. 

(6) I Reserved) 

(d) Test conditions—Test 
species— (I) Selection . (A) The Eastern 
oyster, Crassost/va virginica, should be 
used as the test organism. 

(B) Oysters used in the same test 
should be 30 to 50 millimeters in valve 
height and should be as similar in age 
and/or size as possible to reduce 
variability. The standard deviation of 
the valve height should be less than 20 
percent of the mean. 

(C) Oysters used in the same test 
should be from the same source and 
from the same holding and acclimation 
tunk(s). 

(D) Oysters should be in a prespawn 
condition of gonadal development prior 
to and during the test as determined by 
direct or histological observation of the 
gonadal tissue for the presence of 
gametes. 

(il) Acquisition* Oysters may be 
cultured in the laboratory, purchastrd 
from culture facilities or commercial 


harvesters, or collected from a natural 
population in an unpolluted area free 
from epizootic disease. 

(iii) Acclimation. (A) Oysters should 
be attended to immediately upon arrival. 
Oyster shells should be brushed clean of 
fouling organisms and the transfer of the 
oysters to the holding water should be 
gradual to reduce stress caused by 
differences in water quality 
characteristics and temperature. Oy sters 
should be held for at least 12 to 15 days 
before testing. All oysters should bo 
maintained in water of the quality to be 
used in the test for at least 7 days before 
they are used. 

(B) During holding, the oysters should 
not be crowded and the dissolved 
oxygen concentration should be above 
60 percent saturation. The temperature 
of the holding water should be the same 
as that used for testing. Molding tanks 
should be kept clean and free of debris. 
Cultured algae may be added to dilution 
water sparingly, as necessary to support 
life and growth and such that test results 
are not affected as confirmed by 
previous testing. 

(C) Oysters snould be handled as little 
as possible. When handling is 
necessary, it should be done as gently, 
carefully, and quickfy as possible. 

(D) A batch of oysters is acceptable 
for testing if the percentage mortality 
over the 7 day period prior to testing is 
less than 5 percent. If the mortality is 
between 5 and 10 percent, acclimation 
should continue for seven additional 
days. If the mortality is greater than 10 
percent, the entire batch of oysters 
should be rejected. Oysters should not 
be used which appear diseased or 
otherwise stressed. Oysters infested 
with mudworms ( Polyflora »p.), boring 
sponges ( Cliona cel/ata] or which have 
cracked, chipped, bored, or gaping shells 
should not be used. 

(2) Test facilities—(\) Apparatus. (A) 

In addition to normal laboratory 
equipment, an oxygen meter, equipment 
for delivering the test chemical, 
adequate apparatus for temperature 
control, and test tanks made of 
chemically inert material are needed. 

(B) Constant conditions in the test 
facilities should be maintained as much 
as possible throughout the test. The 
preparation and storage of the test 
material, the holding of the oysters and 
all operations and tests should be 
carried out in an environment free from 
harmful concentrations of dust, vapors 
and gases and in such a way as to avoid 
cross-contamination. Any disturbances 
that may change the behavior of the 
oysters should be avoided. 

(ii) Dilution water. A constant supply 
of good quality unfdtercd seawater 
should be available throughout the 


holding, acclimation and testing periods. 
Natural seawater is recommended, 
although artificial seawater with food 
added trniy be used. In either case, to 
ensure each oyster is provided equal 
amounts of food, the water should come 
from a thoroughly mixed common 
source and should be delivered at a 
flowrate of at least one and preferably 
five liters per hour per oyster. The 
flowrate should be ±10 percent of the 
nominal flow. A dilution water is 
acceptable if oyster will survive and 
grow normally for 14 days without 
exhibiting signs of stress; i.e., excessive 
mucus production (stringy materia) 
floating suspended from oysters), lack of 
feeding, shell gaping, poor shell closing 
in response to prodding, or excessive 
mortality. The dilution water should 
have a salinity in excess of 12 parts per 
thousand, and should be similar to that 
in the environment from which the test 
oysters originated. A natural seawater 
should have a weekly range in salinity 
of less than 10 parts per thousand and a 
monthly range in pH of less than 0.8 
units. Artificial 9eawater salinity should 
not vary more than 2 parts per thousand 
nor more than 0.5 pH units. Oysters 
should be tested in dilution water from 
the same origin. 

(3) Test parameters— (i) Carriers . 

Stock solutions of substances of low 
aqueous solubility may be prepared by 
uitrasonic dispersion or, if necessary, by 
use of organic sotvents, emulsifiers or 
dispersants of low toxicity to oysters. 
When such carriers are used the control 
oysters should be exposed to the 9ame 
concentration of the carrier as that used 
in the highest concentration of the test 
substance. The concentration of such 
carriers should not exceed 0.1 ml/L 

(ii) Dissolved oxygen. The dissolved 
oxygen concentrations should be at 
least 60 percent of the saturation value 
and should be recorded daily. 

(ili) Loading . The loading rate should 
not crowd oysters and should permit 
adequate circulation of water while 
avoiding physical agitation of oysters by 
water current. 

(iv) Temperature. The test 
temperature is 20 # C ± 1 *C. Temporary 
fluctuations (less than 8 hours) within 15 
*C to 25 # C are permissible. Temperature 
should be recorded continuously. 

(v) /?//. The pH should be recorded 
twice weekly in each test chamber. 

(e) Reporting. In addition to the 
reporting requirements prescribed in 
Part 792—Good Laboratory Practice 
Standards of this chapter, the report 
should contain the following: 

(1) The source of the dilution water, 
the mean, standard deviation and range 
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of the salinity. pH. temperature, and 
dissolved oxygen during the test period. 

(2) A description of the test 
procedures used (eg., the flow-through 
system, test chambers, chemical 
delivery system, aeration, etc.). 

(3) Detailed information about the 
oysters used, including the age and/or 
size (i.e.. height), source, history, method 
of confirmation of prespawn condition, 
acclimation procedures, and food used. 

(4) The number of organisms tested, 
the loading rate, and the flowrate. 

(5) The methods of preparation of 
stock and test solutions, and the test 
chemical concentrations used. 

(8) The number of dead and live test 
organisms, the percentage of organisms 
that died, and the number that showed 
any abnormal effects in the control and 
in each test chamber at each 
observation period. 

(7) The 96-hour shell growth 
measurements of each oysten the mean, 
standard deviation and range of the 
measured shell growth at 96 hours of 
oysters in each concentration of test 
substance and control. 

(8) The calculated 96 hour EC*o and its 
95 percent confidence limits and the 
statistical methods used to calculate 
these values. 

(9) When observed, the 96 hour 
observed no-effect concentration (the 
highest concentration tested at which 
there were no mortalities, abnormal 
behavioral or physiological effects and 
at which shell growth did not differ from 
controls). 

(10) A graph of the concentration- 
response curve based on the 96 hour 
chemical concentration and shell growth 
measurements upon which the EG* was 
calculated. 

(11) Methods and data records of all 
chemical analyses of water quality 
parameters and test substance 
concentrations, including method 
validations and reagent blanks. 

(12) Any incidents in the course of the 
test which might have influenced the 
results. 

(13) A statement that the test was 
carried out in agreement with the 
prescriptions of the test guideline given 
above (otherwise a description of any 
deviations occurring). 

§ 797.1830 Oyster bioconcentration test- 

la) fhirpose . This guideline is to be 
used for assessing the propensity of 
chemical substances to bioconcentrate 
in tissues of estuarine and marine 
molluscs. This guideline describes a 
bioconcentration test procedure for the 
continuous exposure of Eastern oysters 
[Crassostrea virginica) to a test 
substance in a flow-through system. The 
United States Environmental Protection 


Agency (U.S. EPA) will use data from 
this test in assessing the hazard a 
chemical may present to the 
environment. 

(b) Definitions . The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and in Part 792— 
Good Laboratory Practice Standards of 
this chapter are applicable to this test 
guideline. The following definitions also 
apply: 

(1) "Acclimation" is the physiological 
compensation by test organisms to new 
environmental conditions (e.g., 
temperature, salinity, pH). 

(2) "Bioconcentratlon" is the net 
accumulation of a chemical directly 
from water into and onto aquatic 
organisms. 

(3) "Bioconcentration factor (BCF)" is 
the quotient of the concentration of a 
test chemical in tissues of aquatic 
organisms at or over a discrete time 
period of exposure divided by the 
concentration of test chemical in the test 
water at or during the same time period. 

(4) "Depuration" is the elimination of 
a test chemical from a test organism. 

(5) "Depuration phase" is the portion 
of a bioconcentration test after the 
uptake phase during which the 
organisms are in flowing water to which 
no test chemical is added. 

(6) "ECw" is that experimentally 
derived concentration of a chemical in 
water that is calculated to induce shell 
deposition 50 percent less than that of 
the controls in a test batch of organisms 
during continuous exposure within a 
particular period of exposure (which 
should be stated). 

(7) "Loading" is the ratio of the 
number of oysters to the volume (liters) 
of test solution passing through the test 
chamber per hour. 

(8) "Steady-state" is the time period 
during which the amounts of test 
chemical being taken up and depurated 
by the test oysters are equal, i.e., 
equilibrium. 

(9) "Steady-state bioconcentrution 
factor" is the mean concentration of the 
test chemical in test organisms during 
steady-state divided by the mean 
concentration of the test chemical in the 
test solution during the same period. 

(10) "Umbo" is the narrow end (apex) 
of the oyster shell. 

(11) "Uptake" is the sorption of a test 
chemical into and onto aquatic 
organisms during exposure. 

(12) "Uptake phase" is the initial 
portion of a bioconcentration test during 
which the organisms are exposed to the 
test solution. 

(13) "Valve height" is the greatest 
linear dimension of the oyster as 
measured from the umbo to thp ventral 


edge of the valves (the farthest distance 
from the umbo). 

(c) Test procedures — (1) Summary of 
the test. Oysters are continuously 
exposed to a minimum of one constant, 
subletha! concentration of a test 
chemical under flow-through conditions 
for a maximum of 28 days. During this 
time, test solution and oysters are 
periodically sampled and analyzed 
using appropriate methods to quantify 
the test chemical concentration. If. prior 
to day 28. the tissue concentrations of 
the chemical sampled over three 
consecutive sampling periods have been 
shown to be statistically simitar (i.e., 
steady-state has been reached), the 
uptake phase of the test is terminated, 
and the remaining oysters are 
transferred to untreated flowing water 
until 95 percent of the accumulated 
chemical residues have been eliminated, 
or for a maximum depuration period of 
14 days. The mean test chemical 
concentration in the oysters at steady- 
state is divided by the meun test 
solution concentration at the same time 
to determine the bioconcentration factor 
(BCF). If steady-state is not reached 
during 28 days of uptake, the steady- 
state BCF should be calculated using 
non-linear parameter estimation 
methods. 

(2) (Reserved) 

(3) Range finding test. The oyster 
acute toxicity test is used to determine 
the concentration levels to be used in 
the oyster bioconcentration test. 

(4) Definitive test . (i) The following 
data on the test chemical should be 
known prior to testing: 

(A) Solubility in water. 

(B) Stability in water. 

(C) Octanol*water partition 
coefficient. 

(D) Acute toxicity (e.g.. propensity to 
inhibit shell deposition) to oysters. 

(F.) The validity, accuracy anil 
minimum detection limits of selected 
analytical methods. 

(ii) At least one or more 
concentrations should be tested to 
assess the propensity of the compound 
to bioconcenIrate. The concentrations 
selected should not stress or adversely 
affect the oysters and should be less 
than one-tenth the E C** determined in 
either the range-finding or 96-hour 
definitive test under $ 797.1800. The test 
concentration should be less than the 
solubility limit of the test substance in 
water and should be close to the 
potential or expected environmental 
concentration. The limiting factor of 
how low one can test is based on the 
detection limits of the analytical 
methods. The concentration of the test 
material in the test solution should be hi 
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least 10 times greater than the detection 
limit in water. 

(tii) If it is desirable to document that 
the potential to biocx>ncentrate is 
independent of the test chemical 
concentration, at least two 
concentrations should be tested which 
are at least a factor of 10 apart. 

(iv) To determine the duration of this 
test, an estimation of the uptake phase 
should be made prior to testing based 
upon the water solubility or octanol- 
water partition coefficient of the test 
chemical. This estimate should also be 
used to designate a sampling schedule. 

(v) The following criteria should be 
met for a valid test: 

(A) If it is observed that the stability 
or homogeneity of the test chemical 
cannot he maintained, then care should 
be taken in the interpretation of the 
results and a note made that these 
results may not be reproducible. 

[B| The mortality in the controls 
should not exceed 10 percent at the end 
of the test. 

(CJ The dissolved oxygen 
concentration should be > 60 percent of 
saturation throughout the test. 

(D) There should be evidence that the 
concentration of the chemical being 
tested has been satisfactorily 
maintained (e.g.. within 80 percent of the 
nominal concentration) over the test 
period. 

(E) Results are invalid and the test 
should he repeated if the oysters spawn 
during the test. 

(F) Temperature variations from 20 *C 
should he held to a minimum. 

Ml The following methodology should 
be followed: 

(A) The te&tuhould not be started 
until the test chemical delivery system 
has been observed to be functioning 
properly and the test chemical 
concentrations have equilibrated (i.e.. 
the concentration does not vary more 
than 2 Tj percent). Analyses of two sets of 
test solution samples taken prior to te 9 l 
initiation should document this 
equilibrium. At initiation ftimeO). test 
solution samples should be collected 
immediately prior to the addition of 
oysters to the test chambers. 

(B) The appropriate number of oysters 
should be brushed clean and should be 
randomly distributed to each test 
chamber. The oysters should be spread 
out equidistant from one another and 
placed W'ith the left (cupped) valve 
down and the unhinged ends (opposite 
from umbo) all oriented in the same 
direction facing the incoming flow. 

(C) Oysters should be exposed to the 
test chemical during the uptake phase 
until steady state has been readied or 
for a maximum of 28 days. The uptake 
phase should continue for at least 4 


days. Then the remaining oysters should 
be transferred to untreated flowing 
water and sampled periodically to 
determine if depuration of the lest 
chemical occurs. Every test should 
include a control consisting of the same 
dilution water, conditions, procedures, 
and oysters from the same group used in 
the test, except that none of the test 
chemical is added. If a carrier is present 
in the test chamber, a separate carrier 
control is required. 

(D) Oysters should be observed (and 
data recorded) at least daily for feeding 
activity (deposition of feces) or any 
unusual conditions such as excessive 
mucus production (stringy material 
floating suspended from oysters), 
spawning, or appearance of shell 
(closure or gaping). If gaping is noted, 
the oyster(s) should be prodded. Oysters 
which fail to make any shell movements 
when prodded are to be considered 
dead, and should be removed promptly 
with as little disturbance as possible to 
the tcst'Chamber(s) and remaining live 
oysters. 

(E) For oysters sampled, careful 
examination of all the tissues should be 
made at the time of shucking for any 
unusual conditions, such as a watery 
appearance or differences in color from 
the controls. 

(F) Observations on compound 
solubility should also be recorded. 

These include the appearance of surface 
slicks, precipitates, or material 
adsorbing to the test chamber. 

(vii) Sampling. (A) At each of the 
designated sampling times, triplicate 
water samples and enough oysters 
should be collected from the test 
chambers) to allow for tissue analyses 
of at least four oysters. The 
concentration of test chemical should be 
determined in a minimum of four oysters 
analyzed individually at each sampling 
period. If individual analysis is not 
possible, due to limitations of the 
sensitivity of the analytical methods, 
then pairs, triplicates or more oysters 
may be pooled to constitute a sample for 
measurement. A similar number of 
control oysters should also be collected 
at each sample point, but only those 
collected at the first sampling period 
and weekly thereafter, should be 
analyzed. Triplicate control water 
samples should be collected at the time 
of test initiation and weekly thereafter. 
Test solution samples should be 
removed from the approximate center of 
the water column. 

(B) At each sampling period the 
appropriate numbers of oysters are 
removed and treated as follows: 

(/) The valve height of each oyster 
should be measured. 


(2) Oysters should be shucked as soon 
as practical after removal and should 
never be refrigerated or frozen in the 
shell. The shell should be opened at the 
hinge, the adductor muscle severed and 
the top valve removed. The remaining 
adductor muscle should be severed 
where it attaches to the lower valve and 
the entire oyster removed. 

(3) The shucked oysters should then 
be drained 3 minutes, blotted dry, 
weighed and analyzed immediately for 
the test chemical. If analyses are 
delayed, the shucked oysters should be 
wrapped individually in aluminum foil 
(for organic analysisj or placed in 
plastic or glass containers (for metal 
analysis) and frozen. 

(C) If a radiolabelled test compound is 
used, a sufficient number of oysters 
should also be sampled at termination to 
permit identification and quantitation of 
any major (greater than 10 percent of 
parent) metabolites present. It is crucial 
to determine how much of the activity 
present in the oyster is directly 
attributable to the parent compound. 

(5) Test results (i) Steady-stale has 
been reached when the mean 
concentrations of test chemical in whole 
oyster tissue for three consecutive 
sampling periods are statistically similar 
(F test. P= 0.05). A BCF is then 
calculated by dividing the mean tissue 
residue concentration during steady- 
state by the mean test solution 
concentration during the same period. A 
95 percent confidence interval should 
also be derived from the BCF. This 
should be done by calculating the mean 
oyster tissue concentration at steady- 
state (XJ and its 97.5 percent confidence 
interval X«±l (S.E.) where t is the I 
statistic at P= 0.025 and S JL is the one 
standard error of the mean. This 
calculation would yield lower and upper 
confidence limits (U and UJ. The same 
procedure should be used to calculate 
the mean and 97.5 percent confidence 
interval for the test solution 
concentrations at steady-state. XS±t 
(&£.). and the resulting tipper and lower 
confidence limits (L, and U.). The 95 
percent confidence interval of the BCF 
would then he between L*/U, and U Q /U 
If steady-state was not reached during 
the maximum 28-day uptake penod. the 
maximum BCF should be calculated 
using the mean tissue concentration 
from that and the previous sampling 
day. An uptake rate constant should 
then be calculated using appropriate 
techniques. This rate constant is used to 
estimate the steady-state BCF and the 
time to steady state. 

(ii) If 95 percent elimination has not 
been observed after 14 days depuration 
then a depuration rate constant should 
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also be calculated. This rate constant is 
used to estimate the time to 95 percent 
elimination. 

(iii) Oysters used in the same test 
should be 30 to 50 millimeters in valve 
height and should be as similar in age 
and/or size as possible to reduce 
variability. The standard deviation of 
the height should be less than 20 percent 
of the mean (N-30). 

(6) Analytical measurements. |i) All 
samples should be analyzed using 
USEPA methods and guidelines 
whenever feasible. The specific 
methodology used should be validated 
before the test is initiated. The accuracy 
of the method should be measured by 
the method of known additions. This 
involves adding a known amount of the 
test chemical to three water samples 
taken from an aquarium containing 
dilution water and a number of oysters 
equal to that to be used in the test. The 
nominal concentration of these samples 
should be the same as the concentration 
to be used in the test. Samples taken on 
two separate days should be analyzed. 
The accuracy and precisian of the 
analytical method should be checked 
using reference or split samples or 
suitable corroborative methods of 
analysis. The accuracy of standard 
solutions should be checked against 
other standard solutions whenever 
possible. 

(ii) An analytical method should not 
be used if likely degradation products of 
the test chemical, such as hydrolysis 
and oxidation products, give positive or 
negative interferences, unless it is 
shown that such degradation products 
are not present in the test chambers 
during the test. Atomic absorption 
spectrophotometric methods for metal 
and gas chromatographic methods for 
organic compounds are preferable to 
colorimetric methods. 

(iii) In addition to analyzing samples 
of test solution at least one reagent 
blank should also be analyzed when a 
reagent is used in the analysis. 

(iv) When radiolabellcd test 
compounds are used, total radioactivity 
should be measured in all samples. At 
the end of the uptake phase, water and 
tissue samples should be analyzed using 
appropriate methodology to identify and 
estimate the amount of any major (at 
least 10 percent of the parent compound) 
degradation products or metabolites that 
may be present. 

(d) Test conditions — (1) Test species 

(i) The Eastern oyster. Crassostrea 
virgmico, should be used as the test 
organism. 

(ii) Oysters used in the same test 
should be 30 to 50 millimeters in valve 
height and should be as similar in age 
and/or size as possible to reduce 


variability. The standard deviation of 
the valve height should be less than 20 
percent of the mean. 

(iii) Oysters used in the same test 
should be from the same source and 
from the same holding and acclimation 
tank(s). 

(iv) Oysters should be in a prespawn 
condition of gonadal development prior 
to and during the test as determined by 
direct or histological observation of the 
gonadal tissue for the presence of 
gametes. 

(v) Oysters may be cultured in the 
laboratory, purchased from culture 
facilities or commercial harv esters, or 
collected from a natural population in 
an unpolluted area free from epizootic 
disease. 

(vi) The holding and acclimation of 
the oysters should be as follows: 

(A) Oysters should be attended to 
immediately upon arrival. Oyster shells 
should be brushed clean of fouling 
organisms and the transfer of the 
oysters to the holding water should be 
gradual to reduce stress caused by 
differences in water quality 
characteristics and temperature. Oysters 
should be held for at least 12 to 15 days 
before testing. All oysters should be 
maintained in water of the quality to be 
used in the test for at least 7 days before 
they are used. 

(B) During holding, the oyster should 
not be crowded and the dissolved 
oxygen concentration should be above 
60 percent saturation. The temperuture 
of the holding waters should be the 
same as that used for testing. Holding 
tanks shoutd be kept clean and free of 
debris. Cultured algae may be added to 
dilution water sparingly, as necessary to 
support life and growth, such that test 
results are not affected, as confirmed by 
previous testing. Oysters should be 
handled as little as possible. When 
handling is necessary, it should be done 
as gently, curefully. and quickly as 
possible. 

(C) A batch of oysters is acceptable 
for testing if the percentage mortality 
over the 7 day period prior to testing is 
less than 5 percent. If the mortality is 
between 5 and 10 percent, acclimation 
should continue for 7 additional days. If 
the mortality is greater than 10 percent, 
the entire batch of oysters should be 
rejected. Oysters should not be used 
which appear diseased or otherwise 
stressed. Oysters infested with 
mudworms [Polydora sp.). boring 
sponges [CHono cellata ) or which have 
cracked, chipped, bored, or gaping shells 
should not be used. 

(2) Facilities —(i) Apparatus . (A) An 
oxygen meter, equipment for delivering 
the test chemical, adequate apparatus 
for temperature control, test tanks made 


of chemically inert material and other 
normal laboralory equipment ore 
needed. 

(B) Constant conditions in the test 
facilities should be maintained as n uch 
as possible throughout the test. The 
preparation and storage of the test 
material, the holding of the oysters and 
all operations and tests should be 
carried out in an environment free from 
harmful concentrations of dust, vapors 
and gases and in such a way us to uvoid 
cross-contamination. Any disturbances 
that may change the behavior of the 
oysters should be ovoided. 

(ii) Dilution water. A constant supp'y 
of good quality unfiltered seawater 
should be available throughout the 
holding, acclimation, and testing 
periods. Natural seawater is 
recommended, although artificial 
seawater with food (algae) added may 
be used. In either case, to ensure each 
oyster is provided equal amounts of 
food, the wutcr should come from a 
thoroughly mixed common source and 
should be delivered at a flow rate or at 
least one. and preferably 5 liters per 
hour per oyster. The flowrate should be 
±10 percent of the nominal flow. A 
dilution water is acceptable if oysters 
will survive and grow normally over the 
period in which the test is conducted 
without exhibiting signs of stress. ix\. 
excessive mucus production (stringy 
materia! floating suspended from 
oysters), lack of feeding, shell gaping, 
poor shell closing in response to 
prodding, or excessive mortality. The 
dilution water should have u salinity in 
excess of 12 parts per thousand, and 
should be similiar to that in the 
environment from which the test oysters 
originated. A natural seawater should 
have a weekly range in salinity of less 
than 10 parts per thousand and a 
monthly range in pH of less than 0.8 
units. Artificial seawater should not 
vary more than 2 parts per thousand nor 
more than 0.5 pH units. Oysters should 
be tested in dilution water from the 
same origin. 

(3) Test parameters —(i) Carriers. 
Stock solutions of substances of low 
aqueous solubility may be prepared by 
ultrasonic dispersion or. if necessary, by 
use of organic solvents, emulsifiers or 
dispersants of low toxicity to oysters 
When such carriers are used, the control 
oysters should be exposed to the sume 
concentration of the carrier as that used 
in the highest concentration of the test 
substance. The concentration of such 
carriers should not exceed 0.1 ml/1- 

(ii) Dissolved oxygen. The dissolved 
oxygen concentrations should be at 
least 60 percent of the air saturation 
value and should be recorded daily. 
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(iii) loading. The loading rate should 
not crowd oysters and should permit 
adequate circulation of water while 
avoiding physical agitation of oysters by 
water current. 

(iv) Temperature. The test 
temperature should be 20 *C ±1 *C. 
Temporary excursions (less than 8 
hours) within 15 *C to 25 *C are 
permissible. Temperature should be 
recorded continuously. 

(v) p/y. The pH should be recorded 
twice weekly in each test chamber. 

(e) Reporting. In addition to the 
reporting requirements prescribed in 
Part 792—Good Laboratory Practice 
Standards of this chapter, the report 
should contain the following: 

(1J The source of the dilution water, 
the mean, standard deviation and range 
of thp salinity. pH, temperature and 
dissolved oxygen during the teat period. 

12} A description of the test 
procedures used (e g., the flow-through 
system, test chambers, chemical 
delivery system, aeration, etc.). 

(3) Detailed information about the 
oysters used, including age, and/or size 
(i e., height), weight (blotted dry), 
source, history', method of confirmation 
of prespawn condition, acclimation 
procedures, and food used. 

(4) The number of organisms tested, 
loading rate and flowrate. 

(5) The methods of preparation of 
stock and test solutions and the test 
chemical concentrations used. 

(6) The qumber of dead and live 
organisms, the percentage of oysters 
that died and the number that showed 
any abnormal effects in the control and 
in each test chamber at each 
observation period. 

(7) Methods and data records of all 
c hemical analyses of water quality 
parameters and test chemical 
concentrations, including method 
validations and reagent blanks, 

! H) Description of sampling, sample 
sit rage (if required) and analytical 
methods of water and tissue analyses 
for the test chemical. 

(9) The mean, standard deviation and 
range of the concentration of test 
chemical in the test solution and oyster 
tissue at each sampling period. 

(10) The time to steady-state. 

ill) The steady-state or maximum 
BCF and the 95 percent confidence 
limits. 

(12) The time to 95 percent elimination 
of accumulated residues of the test 
chemical from test oysters. 

(13) Any incidents in the course of the 
b*iil which might huve influenced the 
results. 

(14) If the test was not done in 
accordance with the prescribed 


conditions and procedures, all 
deviations should be described in full. 

$ 797.1930 My ski shrimp acute toxicity 
test. 

(a) Purpose , This guideline is intended 
for use in developing data on the acute 
toxicity of chemical substances and 
mixtures (“chemicals**) subject to 
environmental effects test regulations 
under the Toxic Substances Control Act 
(TSCA) (Pub. L 94-469, 90 Stat. 2003.15 
U.S.C. 2001 et seq .). This guideline 
prescribes a test using mysid shrimp as 
test organisms to develop data on the 
acute toxicity of chemicals. The United 
Slates Environmental Protection Agency 
(EPA) will use data from these tests in 
assessing the hazard of a chemical to 
the aquatic environment. 

(b) Definitions. The definitions in 
section 3 of the Toxic Substance* 
Control Act (TSCA) and in Part 792— 
Good Laboratory Practice Standards of 
this chapter, apply to this test guideline. 
The following definitions also apply to 
this guideline. 

(1) “Death** means the lack of reaction 
of a test organism to gentle prodding. 

12) “Flow-through** means a 
continuous or an intermittent passage of 
test solution or dilution water through a 
test chamber or a holding or acclimation 
tank, with no recycling. 

(3) “LCm»“ means that experimentally 
derived concentration of test substance 
that is calculated to kill 50 percent of a 
test population during continuous 
exposure over a specified period of time. 

(4) “Loading** means the ratio of test 
organisms biomass (grams, wet weight) 
to the volume (liters) of test solution in a 
test chamber. 

(5) “Retention chamber** means a 
structure within a flow-through test 
chamber which confines the test 
organisms, facilitating observation of 
test organisms and eliminating loss of 
organisms in outflow water. 

(6) “Static system** means a test 
chamber in which the test solution is not 
renewed during the period of the test. 

(c) lest procedures —(1) Summary of 
the test. In preparation for the test, test 
chambers are filled with appropriate 
volumes of dilution water. If a flow¬ 
through test is performed, the flow of 
dilution water through each chamber is 
adjusted to the rate desired. The test 
substance is introduced into each test 
chamber. In a flow through test, the rate 
at which the test substance is added is 
adjusted to establish and maintain the 
desired concentration of test substance 
in each test chamber. The test is started 
by randomly introducing mysids 
acclimated in accordance with the test 
design into the test chambers. Mysids in 
the test chambers are observed 


periodically during the test, the dead 
mysids removed and the findings 
recorded. Dissolved oxygen 
concentration. pH, temperature, salinity, 
the concentration of test substance, and 
other water quality characteristics are 
measured at specified intervals in test 
chambers Data collected during the test 
are used to develop concentration- 
response curves and LGv© values for the 
test substance. 

(2) (Reserved) 

(3) Range-finding test (i) A range¬ 
finding test should be conducted to 
determine: 

(A) Which life stage (juvenile or 
young adult) is to be utilized in the 
definitive test 

(B) The test solution concentrations 
for the definitive test. 

(it) The mysids should be exposed to a 
series of widely spaced concentrations 
of test substance (e.g., 1,10.100 mg/!, 
etc.), usually under static conditions. 

(iii) This test should be conducted 
with both newly-hatched juvenile (<24 
hours old) and young adult (5 to 6 days 
old) mysids. For each age class (juvenile 
or young adult), a minimum of 10 mysids 
should be exposed to each 
concentration of test substance for up to 
96 hours. The exposure period may be 
shortened if data suitable for the 
purpose of the range-finding test cun be 
obtained in less time. The age class 
which is most sensitive to the test 
substance in the range-finding test 
should be utilized in the definitive test. 
When no apparent difference in 
sensitivity of the two life stages is 
found, juveniles should be utilized in the 
definitive test No replicates am 
required and nominal concentrations of 
the chemical are acceptable. 

(4) Definitive test (i) The purpose of 
the definitive test is to determine the 
concentration-response curves and the 
48- and 96-hour L(i© values with the 
minimum amount of testing beyond the 
range-finding test. 

(ii) The definitive test should be 
conducted on the mysid life stage 
(juveniles or young adults) which is 
most sensitive to the test substance 
being evaluated. 

(iii) A minimum of 20 mysids per 
concentration should be exposed to five 
or more concentrations of the chemical 
chosen in a geometric series in which 
the ratio is between 1.5 and 2.0 (e.g.. 2.4, 
8, 18. 32. and 64 mg/l). An equal number 
of mysids should be placed in two or 
more replicates. If solvents, solubilizing 
agents or emulsifiers have to be used, 
they should be commonly used carriers 
and should not possess a synergistic or 
antagonistic effect on the toxicity of the 
test substance. The concentration of 
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solvent should not exceed 0.1 mg/I. The 
concentration ranges should he selected 
to determine the concentration-response 
curves and LGo values at 48 and 96 
hours. The concentration of test 
substance in test solutions should be 
analyzed prior to use. 

(iv) Every test should include controls 
consisting of the same dilution water, 
conditions, procedures, and mysids from 
the same population or culture 
container, except that none of the 
chemical is added. 

(v) The dissolved oxygen 
concentration, temperature, salinity, and 
pH should be measured at the beginning 
of the test and at 24, 48. 72. and 96 hours 
in each chamber. 

(vi) The test duration is 96 hours. The 
test is unacceptable if more than 10 
percent of the control organisms die or 
exhibit abnormal behavior during the 96 
hour test period Each test chamber 
should be checked for dead mysids at 3. 
6 , 12. 24. 48. 72. and 96 hours after the 
beginning of the test. Concentration- 
response curves and 48* and 96-hour 
LGO values should be determined along 
with their 95 percent confidence limits. 

(vii) In addition to death, any 
abnormal behavior or appearance 
should also be reported. 

(viii) Distribution of mysids among 
test chombers should be randomized. In 
addition, test chambers within the 
testing area should be positioned in a 
random manner or in a way in which 
appropriate statistical analyses can be 
used to determine the variation due to 
placement. 

(ix) The concentration of dissolved 
test substance (that which passes 
through a 0.45 micron filter) in the 
chambers should be measured as often 
as is feasible during the test. At a 
minimum, during static tests, the 
concentration of test substance should 
be measured in each chamber at the 
beginning and at the end of the test. 
During the flow-through test, the 
concentration of test substance should 
be measured (A) in each chamber at the 
beginning of the test and at 48 and 96 
hours after the start of the test: (B) in at 
least one chamber containing the next to 
the lowest test substance concentration 
at least once every 24 hours during the 
test; and (C) in at least one appropriate 
chamber whenever a malfunction is 
detected in any part of the test 
substance delivery system. Among 
replicate test chambers of a treatment 
concentration, the measured 
concentration of the test substance 
should not vary more than 20 percent. 

(5) [Rescrvcdl 

( 6 ) Analytical measurements —(i) Test 
chemical Deionized water should be 
used in making stock solutions of the 


test substance. Standard analytical 
methods should be used whenever 
available in performing the analyses. 

The analytical method used to measure 
the amount of test substance in a sample 
should be validated before beginning the 
test by appropriate laboratory practices. 
An analytical method is not acceptable 
if likely degradation products of the test 
substance, such as hydrolysis and 
oxidation products, give positive or 
negative interferences which cannot be 
systematically identified and corrected 
mathematically. 

(it) Numerical The number of dead 
mysids should be counted during each 
definitive test. Appropriate statistical 
analyses should provide a goodness-of- 
fit determination for the concentration- 
response curves. A 48- and 96-hour LG* 
and corresponding 95 percent interval 
should be calculated. 

(d) Test conditions—(\) Test 
specie* —(i) Selection . (A) The mysid 
shrimp, Xfysidopsis bahia. is the 
organism specified for these tests. Either 
juvenile (< 24 hours old) or young adult 
(5 to 6 days old) mysids are to be used 
to start the test. 

(B) Mysids to be used in acute toxicity 
tests should originate from laboratory 
cultures in order to assure that the 
individuals are of similar age and 
experientiu! history*. Mysids used for 
establishing laboratory cultures may be 
purchased commercially or collected 
from appropriate natural areas. Because 
of similarities with other mysid species, 
taxonomic verification should be 
obtained from the commercial supplier 
or through an appropriate systematic 
key. 

(C) Mysids used in a particular test 
should be of similar age and be of 
normal size and appearance for their 
age. Mysids should not be used for a test 
if they exhibit abnormal behavior or if 
they have been used in a previous test, 
either in a treatment or in a control 
group. 

(ii) Acclimation . (A) Any change in 
the temperature and chemistry of the 
dilution water used for holding or 
culturing the test organisms to those of 
the test should be gradual. Within a 24- 
hour period, changes in water 
temperature should not exceed 1 “C. 
while salinity changes should not 
exceed 5 percenl. 

(B) During acclimation mysids should 
he maintained in facilities with 
background colors and light intensities 
similar to those of the testing areas. 

(iii) Care and handling. Methods for 
the care and handling of mysids such us 
those described in paragraph (f)(1) of 
this section can be used during holding, 
culturing and testing periods. 


(iv) Feeding. Mysids should be Fed 
during testing. Any food utilized should 
support survival, growth and 
reproduction of the mysids. A 
recommended food is live Artemia spp 
(48-hour-old nauplii). 

(2) Facilities —(i) Apparatus . (A) 
Facilities which may be needed to 
perform this test include: (J) flow¬ 
through or recirculating tanks for 
holding and acclimating mysids: ( 2] a 
mechanism for controlling and 
maintaining the water temperature 
during the holding, acclimation and test 
periods; ( 4 ?) apparatus for straining 
particulate matter, removing gas 
bubbles, or aerating the water, as 
necessary: and (4) an apparatus for 
providing a 14-hour light and 10-hour 
dark photoperiod with a 15 to 30 minute 
transition period. In addition, for flow- 
through tests, flow-through chambers 
and a test substance delivery system are 
required. Furthermore, it is 
recommended that mysids be held in 
retention chambers within test 
chambers to facilitate observations and 
eliminate loss of test organisms through 
outflow wafer. For static tests, suitable 
chambers for exposing test mysids to 
the test substance are required. 

Facilities should be well ventilated and 
free of fumes and disturbances that may 
affect the test organisms. 

(B) Test chambers should be looseK 
covered to reduce the loss of test 
solution or dilution water due to 
evaporation and to minimize the entry of 
dust or other particulates into the 
solutions. 

(ii) Cleaning. Test substance delivery 
systems and test chambers should be 
cleaned before each test following 
standard laboratory practices. 

(iii) Construction materials . (A) 
Materials and equipment that contact 
test solutions should be chosen to 
minimize sorption of test chemicals from 
dilution water and should not contain 
substances that can be leached into 
aqueous solution in quantities that can 
affect test results. 

(B) For use in the flow-through test, 
retention chambers utilized for 
confinement of lest organisms can be 
constructed with netting material of 
appropriate mesh size. 

(iv) Dilution water (A) Natural or 
artificial seawater is acceptable as 
dilution water if mysids will survive and 
successfully reproduce in it for the 
duration of the holding, acclimating and 
testing periods without showing signs of 
stress, such as reduced growth and 
fecundity. Mysids should be cultured 
and tested in dilution water from the 
same origin. 
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|R) Natural seawater should he 
filtered through a filter with a pore size 
of < 20 microns prior to use in a test. 

(C) Artificial seawater can Ik; 
prepared by adding commercially 
available formulations or by adding 
specific amounts of reagent-grade 
chemicals to deionized water. Deionized 
water with a conductivity less than 1 p 
ohm/cm at 12 *C is acceptable for 
making artificial seawater. When 
drionized water is prepared from a 
ground or surface water source, 
conductivity and total organic carbon 
(or chemical oxygen demand) should be 
measured on each batch. 

(v) Tt'st substance delivery system. In 
flow-through tests, proportional diluters. 
metering pumps or other suitable 
systems should be used to deliver test 
substance to the test chumbers. The 
n.vstem used should be calibrated before 
each test. Calibration Includes 
detc?rmining the flow rate through each 
chamber and the concentration of the 
test substance in each chamber. The 
general operation of the test substance 
delivery system should be checked 
twice dally during a test. The 24-hour 
flow through a test chamber should be 
equal to at least 5 times the volume of 
the test chamber. During a test, the flow 
rotes should not vary more than 10 
percent among test chambers or across 
time. 

(3) Test parameters. Environmental 
parameters of the water contained in 
lest chambers should bo maintained as 
sped lied below; 

(0 Temperature of 25 ± 2 *C, 

(ii) Dissolved oxygen concentration 
between IK) and 105 percent saturation. 
Aeration, if needed to achieve this level, 
should be done before the addition of 
• i:e test substance. All treatment and 
cuntrol chumbers should be given the 
•'Ume aeration trtfbtment. 

(in) I he number of mysids placed In a 
test solution should not be so great as to 
dfect results of the test. Thirty mysids 
per litei is the recommended level of 
loading for a static test. Loading 
»• quirements for the flow-through test 
w ill vary depending on the flow rate of 
dilution water. The loading should not 
< riiunj the dissolved oxygen 
mccntration to fall below the 
ni ;ornmended levels. 

(iv) Photoperiod of 14 hours light and 
10 hours darkness, with a 15 to 30 
minute transition period. 

(v) Salinity of 20 parts per thousand 
V . 

(e) Reporting. The sponsor should 
ubmit to the EPA all data developed 
during the lest that are suggestive or 
predictive of acute toxicity and all 
concomitant toxicologic manifestations. 
In addition to the general reporting 


requirements prescribed in Part 792— 
Good Laboratory Practice Standards of 
this chapter, the reporting of test data 
should include the following: 

(1) The source of tho dilution water, 
its chemical characteristics (c.g., 
salinity, pH. etc.) and a description of 
any pretreatmenL 

(2) Detailed information about the test 
organisms, including the scientific name 
and method of verification, age. source, 
history, abnormal behavior, acclimation 
procedures and food used. 

(3) A description of the test chambers, 
the depth and volume of solution in the 
chamber, the way the test was begun 
(e.g., conditioning, test substance 
additions, etc.), the number of organisms 
per treatment, the number of replicates, 
the loading, the lighting, the test 
substance delivery system and the flow 
rate expressed as volume additions per 
24 hours. 

(4) The measured concentration of test 
substance in test chambers at the times 
designated. 

(5) The number and percentage of 
organisms that died or showed any 
other adverse effects in the control and 
in each treatment at each observation 
period. 

(6) Concentration-response curves 
should Ik? fitted to mortality data 
collected at 24. 48, 72, and 96 hours. A 
statistical test of goodness-of-fit should 
be performed and the results reported. 

(7) The 48- and 96-hour IXio, and 
when sufficient data have been 
generated, the 24-hour and 72-hour 
LGm's and the corresponding 95 percent 
confidence limits and the methods used 
lo calculate the values. These 
calculations should be made using the 
average measured concentration of the 
test substance. 

(8) Methods and data records of all 
chemical analyses of water quality and 
test substance concentrations, including 
method validations and reagent blanks. 

19) The data records of the holding, 
acclimation and test temperature and 
s ilinity. 

CO References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) U.S. Environmental Protection 
Agency, ' Bioassay Procedures for the 
Ocean Disposal Permit Program/* EPA 
Report *No. 600-9-78-010 (Gulf Breeze. 
Florida, 1978). 

(2) |Reserved| 

§ 797.t950 Mysld Shrimp Chronic Toxicity 
Test 

(a) Purpose. This guideline is intended 
for use in developing data on the chronic 
toxicity of chemical substances and 
mixtures (“chemicals”) subject to 


environmental effects test regulations 
under the Toxic Substances Control Act 
(ISCA) (Pub. L 94-469. 90 Slat. 2003.15 
U.S.C. 2601 at se</.). This guideline 
prescribes tests using mysids as test 
organisms to develop data on the 
chronic toxicity of chemicals. The 
United States Environmental Protection 
Agency (EPA) will use data from these 
tests in assessing the hazard of a 
chemical to the aquatic environment. 

(b) Definitions. The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and in Part 792— 
Good Laboratory Practice Standards of 
this chapter apply to this test guideline. 
The following definitions also apply to 
this guideline: 

(1) “Chronic toxicity test** means a 
method used to determine the 
concentration of a substance that 
produces an adverse effect from 
prolonged exposure of an organism to 
that substance. In this test, mortality, 
number of young per female and growth 
are used as measures of chronic toxicity. 

(2) “Death” means the lack of reaction 
of a test organism to gentle prodding. 

(3) “Flow-through** means a 
continuous or un intermittent passage of 
test solution or dilution water through a 
test chamber or a holding or acclimation 
tank, with no recycling. 

(4) “Gl (Generation 1)“ means those 
mysids which are used to begin the test, 
also referred to as adults; C2 
(Generation 2) are the young produced 
by Cl. 

(5) ”LC»o“ineans that experimentally 
derived concentration of test substance 
that is calculated to kill 50 percent of a 
lest population during continuous 
exposure over a specified period of time. 

(8) “Loading** means the ratio of test 
organism biomass (grain, wet weight) to 
the volume (liters] of test solution in a 
test chamber. 

(7) “MATC” (Maximum Acceptable 
Toxicant Concentration) means the 
maximum concentration at which a 
chemical can be present and not be 
toxic to the test organism. 

(8) “Retention chamber** means a 
structure within a flow-through test 
chamber which confines the test 
organisms, facilitating observation of 
test organisms and eliminating washout 
from test chambers. 

(c) Test procedures —(1) Summary of 
the test, (ij In preparation for the test, 
the flow of test solution through each 
chamber is adjusted to the rate desired. 
The test substance is introduced into 
each test chamber. The rate at which the 
test substance is added is adjusted to 
establish and maintain the desired 
concentration of test substance in each 
test chamber. The test is started by 
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randomly introducing mysids acclimated 
in accordance with the test design into 
retention chambers within the test and 
the control chambers. Mysids in the test 
and control chambers are observed 
periodically during the test, the dead 
mysids removed and the findings 
reported. 

(ii) Dissolved oxygen concentration. 
pH. temperature, salinity, the 
concentration of test substance and 
other water quality characteristics are 
measured at specified intervals in 
selected test chambers. 

(iii) Data collected during the test are 
used to develop a MATC (Maximum 
Acceptable Toxicant Concentration) 
and quantify effects on specific chronic 
parameters. 

(2) [Reserved! 

(3) Range-finding test . (i) A range- 
finding test should be conducted to 
establish test solution concentrations for 
the definitive test. 

(ii) The mysids should be exposed to a 
series of widely spaced concentrations 
of the test substance (e.g.. 1.10.100 mg/ 
1 ). usually under static conditions. 

(iii) A minimum of 10 mysids should 
be exposed to each concentration of test 
substance for a period of time which 
allows estimation of appropriate chronic 
test concentrations. No replicates are 
required and nominal concentrations of 
the chemical are acceptable. 

(4) Definitive test (i) The purpose of 
the definitive test is to determine 
concentration-response curves, LCw 
values, and effects of a chemical on 
growth and reproduction during chronic 
exposure. 

(ii) A minimum of 40 mysids per 
concentration should be exposed to four 
or more concentrations of the chemical 
chosen in a geometric series in which 
the ratio is between 1.5 and 2.0 (e.g.. 2. 4, 
8.16.32 and 64 nig/1). An equal number 
of mysids should be placed in two or 
more replicates. If solvents, solubilizing 
agents or emulsifiers have to be used, 
they should be commonly used carriers 
and should not possess a synergistic or 
antagonistic effect on the toxicity of the 
test substance. The concentration of 
solvent should not exceed 0.1 ml/1. The 
concentration ranges should be selected 
to determine the concentration-response 
curves. LC* values and MATC. 
Concentration of test substance in test 
solutions should be analyzed prior to 
use. 

(iii) Every test should include controls 
consisting of the same dilution water, 
conditions, procedures and mysids from 
the same population or culture 
container, except that none of the 
chemical is added. 

(iv) The dissolved oxygen 
concentration, temperature, salinity and 


pH should be measured at the beginning 
of the test and on days 7,14. 21. and 28 
in each chamber, 

(v) The test duration is 28 days. The 
test is unacceptable if more than 20 
percent of tho control organisms die. 
appear stressed or are diseased during 
the test. The number of dead mysids in 
each chamber should be recorded on 
days 7, 14. 21, and 28 of the test. At the 
time when sexual characteristics are 
discernible in the mysids 
(approximately 10 to 12 days in controls; 
possible delays may occur in mysids 
exposed to test substances), the number 
of males and females (identified by 
ventral brood pouch) in each chamber 
should be recorded. Body length (as 
measured by total midline body length, 
from the anterior tip of the carapace to 
the posterior margin of the uropod) 
should be recorded for mules and 
females at the time when sex can be 
determined simultaneously for all 
mysids in control and treatment groups. 
This time cannot be specified because of 
possible delays in sexual maturation of 
mysids exposed to test substances. A 
second observation of male and female 
body lengths should be conducted on 
day 28 of the test. To reduce stress on 
the mysids, body lengths can be 
recorded by photography through a 
stcreomicroscnpe with appropriate 
scaling information. As offspring are 
produced by the Gl mysids 
(approximately 13 to 16 duys in 
controls), the young should be counted 
and separated into retention chambers 
at the same test substance concentration 
as the chambers where they originated. 

If available prior to termination of the 
te9t. observations on the mortality, 
number of males and females and mule 
and female body length should be 
recorded for the G2 mysids. 
Concentration-response curves, LC*o 
values and associated 95 percent 
confidence limits for the number of dead 
mysids (Gl) should be determined for 
days 7,14. 21. and 28. An MATC should 
be determined for the most sensitive test 
criteria measured (cumulutive mortality 
of 8dult mysids. number of young per 
female, and body lengths of adult mules 
and females). 

(vi) In addition to death, any 
abnormal behavior or appearance 
should also be reported. 

(vii) Distribution of mysids among test 
chambers should be randomized. In 
addition, test chambers within the 
testing area should be positioned in a 
random manner or in a way in which 
appropriate statistical analyses can be 
used to determined the variation due to 
placement. 

(viii) The concentration of dissolved 
test substance (that which passes 


through a 0.45 micron filter) in the 
chambers should be measured as often 
as is feasible during the test. The 
concentration of test substance should 
be measured: (A) in each chamber at the 
beginning of the test ond on days 7.14. 
21 , and 28; and (B) in at least one 
appropriate chamber whenever a 
malfunction is detected in any part of 
the test substance delivery system. 
Among replicate test chambers of a 
treatment concentration, the measured 
concentration of the test substance 
should not vary more than 20 percent. 

(5) (Reserved! 

(6) Analytical measurements — (i) Test 
chemical . Deionized water should be 
used in making stock solutions of the 
test substance. Standard analytical 
methods should be employed whenever 
available in performing the analyses. 
The analytical method used to measure 
the amount of test substance in a sample 
should be validated before beginning the 
test by appropriate laboratory practices. 
An analytical method is not acceptable 
if likely degradation products of the test 
substance, such as hydrolysis and 
oxidation products, give positive or 
negative interferences which cannot be 
systematically identified and corrected 
mathematically. 

(ii) Numerical (A) The number of 
dead mysids, cumulative young per 
female and body lengths of male and 
female mysids should be recorded 
during each definitive test. Appropriate 
statistical analyses should provide u 
goodness-of-fit determination for the 
day 7.14. 21 and 28 adult (Gl) death 
concentration-response curves. 

(B) A 7-. 14-, 21- and 28-day LC*,. 
based on adult (Gl) death, and 
corresponding 95 percent confidence 
intervals should be calculated. 
Appropriate statistical tests (e.g„ 
analysis of variance, mean separation 
test) should be used to test for 
significant chemical effects on chronic 
test criteria (cumulative mortality of 
adults, cumulative number of young per 
female and body lengths of adult mole 
and females) on designated days. An 
MATC should be calculated using these 
chronic tests criteria. 

(d) Test conditions —(1) Test 
species —(i) Selection . (A) The mvsid 
shrimp, Mysidopsis bahia . is the 
organism specified for these tests, 
juvenile mysids. <24 hours old. are to 
be used to start the test. 

(B) Mysids to be used in chronic 
toxicity tests should originute from 
laboratory cultures in order to ensure 
the individuals are of similar age and 
experimental history. Mysids used for 
establishing laboratory cultures may be 
purchased commercially or collected 
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from appropriate natural areas*. Because 
of similarities with other mysid species, 
taxonomic determinations should be 
verified by the commercial supplier or 
hy an appropriate individual. 

|C) Mysids used in a particular test 
should be of similar age and be of 
normal size and appearance for their 
age. 

(1) ) Mysids should not be used for a 
test if they exhibit abnormal behavior, 
or if they have been used in a previous 
test, either in a treatment or in a control 
group. 

(iij Acclimation . (A) Any change in 
the temperature and chemistry of the 
water used for holding or culturing the 
test organisms to those of the test should 
In? gradual. Within a 24-hour period, 
changes in writer temperature should 
not exceed 1 'C, while salinity changes 
should not exceed 5 percent. 

(B) During acclimation mysids should 
be maintained in facilities with 
background colors and light intensities 
similar to those of the testing areas. 

(iii) Cam and handling. Methods for 
the care and handling of mysids such as 
those described in paragraph (f)(1) of 
this section can be used during holding, 
culturing and testing periods. 

(iv) Feeding. Mysids should be fed 
during testing. Any food utilized should 
support surv ival, growth and 
reproduction of the mysids. A 
recommended food is live Artemia spp. 
nauplii (approximately 46 hours old) 

(2) Facilities —(i) Apparatus. (A) 
Facilities which may be needed to 
perform this* test include: (/) flow¬ 
through or recirculating tanks for 
holding and acclimating mysids; (.?) a 
mechanism for controlling and 
maintaining the water temperature 
during the holding, acclimation and test 
periods: (3) apparatus for straining 
particulate matter. removing gas 
bubbles, or aerating the water, as 
necessary; and (4) on apparatus for 
providing a 14-hour light and 10-hour 
dark photoperiod with a 15- to 30-minute 
transition period. In addition, flow¬ 
through chambers and a test substance 
delivery system are required. It is 
recommended that mysids be held in 
retention chambers within test 
chambers to facilitate observations and 
eliminate loss through outflow water. 

113) Facilities should be well ventilated 
and free of fumes and disturbances that 
may affect test organisms. 

(Q Test chambers should be loosely 
covered to reduce the loss of test 
solution or dilution water due to 
evaporation and to minimize the entry of 
dust or other particulates into the 
solutions. 

(ii) Cleaning. Test substance delivery 
systems and test chambers should be 


cleaned before each test following 
standard laboratory practices. 

(iii) Construction materials. (A) 
Materials and equipment that contacl 
test solutions should be chosen to 
minimize sorption of test chemicals from 
the dilution water and should not 
contain substances that can be leached 
into aqueous solution in quantities that 
can affect the test results. 

(13) Retention chambers utilized for 
confinement of test organisms can be 
constructed with netting material of 
appropriate mesh size. 

(iv) Dilution water. (A) Natural or 
artificial seawater is acceptable as 
dilution water if mysids will survive and 
successfully reproduce in it for the 
duration of the holding, acclimating and 
testing periods without showing signs of 
stress, such as reduced growth and 
fecundity. Mysids should be cultured 
and tested in dilution water from the 
same origin. 

(B) Natural seawater should be 
filtered through a filter with a pore size 
of > 20 microns prior to use in a test. 

(C) Artificial seawater can be 
prepared by adding commercially 
available formulations or by adding 
specific amounts of reagent-grade 
chemicals to deionized or glass-distilled 
water. Deionized water with a 
conductivity less than 1 p ohm/cm at 12 
*C is acceptable as the diluent for 
making artificial seawater. When 
deionized water is prepared from a 
ground or surface water source, 
conductivity and total organic carbon 
(or chemical oxygen demand) should be 
measured on each batch. 

(v) Test substance delivery system. 
Proportional diluters. metering pumps or 
other suitable systems should be used to 
deliver test substance to the test 
chambers. The system used should be 
calibrated before each test. Calibration 
includes determining the flow rate and 
the concentration of the test substance 
in each chamber. The general operation 
of the test substance delivery system 
should be checked twice daily during a 
test. The 24-hour flow rate through a 
chamber should be equal to at least 5 
times the volume of the chamber The 
flow rates should not vary more than 10 
percent among chambers or across time. 

(3) Test parameters. Environmental 
parameters of the water contained in 
test chambers should be maintained as 
specified below: 

(i) Temperature of 25 ± 2 *C 

(ii) Dissolved oxygen concentration 
between GO and 105 percent saturation. 
Aeration, if needed to achieve this level, 
should be done before the addition of 
the test substance. All treatment and 
control chambers should be given the 
same aeration treatment. 


(iii) The number of mysids placed in a 
test solution should not be so great as to 
affect results of the test. Loading 
requirements for the test will vary 
depending on the flow rate of dilution 
water. The loading should not cause the 
dissolved oxygen concentration to fill 
below the recommended levels. 

(iv) Photoperiod of 14 hours light and 
10 hours darkness, with a 15-30 minute 
transition period. 

(v) Salinity of 20 parts per thousand 
! 3 percent. 

(e) Reporting. The sponsor should 
submit to ihe EPA all data developed by 
the test that are suggestive or predictive 
of chronic toxicity and all concomitant 
toxicologic manifestations. In addition 
to the general reporting requirements 
prescribed in Part 792—Good 
laboratory Practice Standards of this 
chapter, the reporting of test data should 
include the following: 

(1) The source of the dilution water, 
its chemical characteristics (e.g.. 
salinity, pH, etc.) and a description of 
any pretreatment. 

(2) Detailed information about the test 
organisms, including the scientific name 
and method of verification, average 
length, age. source, history, observed 
diseases, treatments, acclimation 
procedures and food used. 

(3) A description of the test chambers, 
the depth and volume of solution in the 
chamber, the way Ihe test was begun 

(e g., conditioning, test substance 
additions, etc.), the number of organisms 
per treatment, the number of replicates, 
the loading, the lighting, the test 
substance delivery system, and the flow 
rate expressed as volume additions per 
24 hours. 

(4) The measured concentration of test 
substance in test chambers at the times 
designated. 

(5) The first time (day) that sexual 
characteristics can be observed in 
controls and in each test substance 
concentration. 

(6) The length of time for the 
appearance of the first brood for each 
concentration. 

(7) The means (average of replicates) 
and respective 95 percent confidence 
intervals for: 

(A) Body length of males and females 
at the first observation day (depending 
on time of sexual maturation] and on 
day 26. 

(B) Cumulative number of young 
produced per female on day 28. 

(C) Cumulative number of dead adults 
on day 7,14. 21 and 28. 

(D) If available prior to test 
termination (day 28). effects on G2 
mysids (number of males and females. 
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body length of males and females and 
cumulative mortality). 

(8) The MATC is calculated as the 
geometric mean between the lowest 
measured test substance concentration 
that had a significant (P<0.05) effect 
and the highest measured test substance 
concentration that had no significant 
(P>0.05) effect in the chronic test. The 
most sensitive of the test criteria for 
adult (Cl) mysids (cumulative number of 
dead mysids. body lengths of males and 
females or the number of young per 
female) is used to calculate the MATC. 
The criterion selected for MATC 
computation is the one which exhibits 
an effect (a statistically significant 
difference between treatment and 
control groups: P<0.05) at the lowest 
test substance concentration for the 
shortest period of exposure. Appropriate 
statistical tests (analysis of variance, 
mean separation test) should be used to 
test for significant chemical effects. The 
statistical tests employed and the results 
of these tests should be reported. 

(9) Concentration-response curves 
should be fitted to the cumulative 
number of adult dead for days 7.14. 21 
and 28. A statistical test of goodness-of- 
fit should be performed and the results 
reported. 

(10) An LCm> value based on the 
number of dead adults with 
corresponding 95 percent confidence 
intervals for days 7,14. 21 and 28. These 
calculations should be made using the 
average measured concentration of the‘ 
test substance. 

(11) Methods and data records of all 
chemical analyses of water quality and 
test substance concentrations, including 
method validations and reagent blanks. 

(12) The data records of the holding, 
acclimation and test temperature and 
salinity 

(0 References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) U.S. Environmental Protection 
Agency, “Bioassay Procedures for the 
Ocean Disposal Permit Program.” KPA 
Report No. 000/9-78-010 

(Gulf Breeze. Florida. 1978). 

(2) |Reservedl 

§ 797.1970 Penaeid Shrimp Acute Toxicity 
Test 

(a) Purpose . This guideline i9 intended 
for use in developing duta on the acute 
toxicity of chemical substances and 
mixtures (“chemicals 0 ) subject to 
environmental effects test regulations 
under the Toxic Substances Control Act 
(TSCA) (Pub. L. 94-409. 90 Stnt. 2003. 15 
U.S.C. 2001 ct seq\ This guideline 
prescribes tests using penaeid shrimp as 
test organisms to develop data on the 


acute toxicity of chemicals. The United 
States Environmental Protection Agency 
(EPA) will use data from these tests in 
assessing the hazard of a chemical to 
the aquatic environment. 

(b) Definitions. The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA), and in Part 792- 
Good Laboratory Practice Standards of 
this chapter apply to this test guideline. 
The following definitions also apply to 
this guideline: 

(1) “Death" meons the lack of reaction 
of a test organism to gentle prodding. 

(2) “Flow-through*' means a 
continuous passage of test solution or 
dilution water through a test chamber* 
holding or acclimation tank with no 
recycling, 

(3) “LCw>" means that experimentally 
derived concentration of test substance 
that is calculated to have killed 50 
percent of a test population during 
continuous exposure over a specified 
period of time. 

(4) “Loading” means the ratio of test 
organism biomass (grams, wet weight) 
to the volume (liters) of test solution in a 
test chamber. 

(c) Test procedures —(1) Summary of 
the test . Prior to testing, the bottoms of 
the test chambers are covered with 2 to 
3 cm of sand and then filled with 
appropriate volumes of dilution water. 
The flow is adjusted to the rate desired 
to achieve loading requirements. 

Penaeid shrimp are introduced into the 
test chambers according to the 
experimental design. The shrimp are 
maintained in the test chambers for a 
period of 3 to 7 days prior to the 
beginning of the test. The test begins 
when the test substance is introduced 
into the test chambers. The rate of flow 
is adjusted to maintain the desired test 
substance concentration in each 
chamber. The shrimp are observed 
during the test: dead shrimp are 
counted, removed, and the findings 
recorded. Dissolved oxygen 
concentration. pH. temperature, salinity, 
test substance concentration and other 
water quatity characteristics are 
measured at specified intervals in 
selected test chambers. Data collected 
during the test are used to develop 
concentration-response curves and LGw 
values for the test substance. 

(2) [Reserved] 

(3) Range finding test, (i) A range- 
finding test should be conducted to 
determine the test substance 
concentrations to be used for the 
definitive test. 

(ii) The shrimp should be exposed to a 
series of widely spaced concentrations 
of test substance (e.g.. 1.10.100 mg/1, 
etc.). 


(iii) A minimum of five penaeid 
shrimp should be exposed to each 
concentration of test substance for up to 
96 hours. No replicates are required and 
nominal concentrations of the chemical 
are acceptable. 

(4) Definitive test, (i) The purpose of 
the definitive test is to determine the 
concentration-response curves and the 
48- and 96-hour LG* values with the 
minimum amount of testing beyond the 
range-finding test. 

(ii) A minimum of 20 shrimp per 
concentration should be exposed to five 
or more concentrations of the chemical 
chosen in a geometric series in which 
the ratio is between 1.5 and 2.0 (e.g.. 2. 4. 
8. 16. 32 and 64 mg/1). An equal number 
of shrimp should be placed in two or 
more replicates. If solvents, solubilizing 
agents or emulsifiers have to be used, 
they should be commonly used carriers 
and should not possess a synergistic or 
antagonistic effect on the toxicity of the 
test substance. The concentration of 
solvent should not exceed 0.1 ml/l. The 
concentration ranges should be selected 
to determine the requested 
concentration-response curves and LC*» 
values. The concentration of test 
substance in test solutions should be 
analyzed for chemical concentration 
prior to use and at designated times. 

(iii) Every test should include controls 
consisting of the same dilution water, 
conditions, procedures and shrimp from 
the same population or culture 
container, except that none of the 
chemical is added. 

(iv) The dissolved oxygen 
concentration, temperature, salinity and 
pH should be measured at the beginning 
of the test and at 24, 48. 72. and 96 hours 
in each test chamber. 

(v) The test duration is 96 hours. The 
test is unacceptable if more than 10 
percent of the control organisms die or 
appear to be stressed or diseased during 
the 96 hour test period. Each test 
chamber should be checked for dead 
shrimp at 3. 6.12. 24. 48, 72 and 96 hours 
after the beginning of the test. 
Concentration-response curves and 48- 
and 96-hour LG* values should be 
determined along with their 95 percent 
confidence limits. 

(vi) In addition to death, any 
abnormal behavior or oppearance 
should also be reported. 

(vii) Distribution of shrimp among test 
chambers should be randomized. In 
addition, test chambers within the 
testing area should be positioned in u 
random manner or in a way in which 
appropriate statistical analyses can be 
used to determine the variation due to 
placement. 
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(viii) The concentration of dissolved 
test substance (that which passes 
through a 0.45 micron (liter) in the test 
chambers should be measured as often 
as is feasible during the test. The 
concentration of test substance should 
be measured: 

(A) In each chamber at the beginning 
of the test and at 48 and 96 hours after 
the start of the test. 

(B) In at least one chamber containing 
the next to the lowest test substance 
concentration at least once every 24 
hours during the test. 

(C) In at least one appropriate 
chamber whenever a malfunction is 
detected in any part of the test 
substance delivery system. Among 
replicate test chambers of a treatment 
concentration, the measured 
concentration of the test substance 
should not vary more than 20 percent. 

(5) | Reserved I 

(6) Analytical measurements —(i) Test 
chemical Deionized water should be 
used in making stock solutions of the 
test substance. Standard analytical 
methods should be used whenever 
available in performing the analyses. 

The analytical method used to measure 
the amount of test substance in a sample 
should be validated before beginning the 
test by appropriate laboratory practices. 
An analytical method is not acceptable 
if likely degradation products of the test 
substance, such as hydrolysis and 
oxidation products, give positive or 
negative interferences which cannot be 
systematically identified and corrected 
mathematically. 

(ii) Numerical The number of dead 
shrimp should be counted during each 
definitive test. Appropriate statistical 
analyses should provide a goodness-of- 
fit determination for the concentration- 
response curves. A 48- and 96-hour LC* 
and corresponding 95 percent intervals 
should be calculated. 

(d) Test conditions —(1) Test 
species— (i) Selection . This test should 
be conducted using one of three species 
of penueid shrimp: Penaeas aztecus 
(brown shrimp), Penaeus duorarum 
(pink shrimp), or Penaeus setiferus 
(white shrimp). Post-larval juvenile 
shrimp should be utilized. Shrimp may 
be reared from eggs in the laboratory or 
obtained directly as juveniles or adults. 
Shrimp used in a particular test should 
be of similar age and be of normal size 
and appearance. Shrimp should not be 
used for a test if they exhibit abnormal 
behavior or if they hove been used in a 
previous test, either in a treatment or in 
a control croup. 

(ii) Acclimation . During acclimation, 
shrimp should be maintained in facilities 
with background colors and light 
intensities similar to those of the testing 


areas. In addition, any change in the 
temperature and chemistry of the 
dilution water used for holding and 
acclimating the test organisms to those 
of the test should be gradual. Within a 
24-hour period, changes in water 
temperature should not exceed 1 *C 
while salinity changes should not 
exceed 2 percent. 

(iii) Core and handling. Upon arrival 
at the test facility, the shrimp should be 
transferred to water closely matching 
the temperature and salinity of the 
transporting medium. Shrimp should be 
held in glass tanks of 30 liter capacity or 
larger. No more than 22 to 24 shrimp 
should be placed in a 30 liter tank unless 
the How-through apparatus can maintain 
dissolved oxygen levels above 60 
percent of saturation. With species of 
the genus Penaeus , a minimum flow rate 
of 7.5 l/g body weight day should be 
provided. Larger flows, up to 22 l/g 
body weight day. may be desirable to 
ensure dissolve oxygen concentrations 
above 60 percent of saturation and the 
removal of metabolic products. The 
period of acclimation to ambient 
laboratory conditions should be at least 
4 to 7 days. 

(iv) Feeding. Penaeid shrimp should 
not be fed during testing. Every 2 or 3 
days during the acclimation period, 
shrimp should be fed fish pieces 
approximately 1 cm 5 . Uneaten food 
should be removed daily. 

(2) Facilities —(i) Apparatus . (A) 
Facilities which may be needed to 
perform this test include: flow-through 
tanks for holding and acclimating 
penaeid shrimp; a mechanisn for 
controlling and maintaining the water 
temperature and salinity during the 
holding period; apparatus for straining 
particulate matter, removing air bubbles, 
or aerating water when necessitated by 
water quality requirements; and an 
apparatus providing a 12-hour light and 
12-hour dark photoperiod with a 15 to 30 
minute transition period. Facilities 
should be well ventilated, free of fumes 
and free of all other disturbances that 
may affect test organisms. 

(B) Two to three centimeters of acid- 
washed sand, free of excess organic 
matter, should be placed in the bottom 
of test chambers. 

(C) Test chambers should be loosely 
covered to reduce the loss of test 
solution or dilution water due to 
evaporation, minimize entry of dust and 
other particles and prevent escape of die 
shrimp. 

(ii) Cleaning . Test substance delivery 
systems and test chambers should be 
cleaned before each test following 
standard laboratory practices. 

(iii) Construction materials. Materials 
and equipment that contact test 


solutions should be chosen to minimize 
sorption of test chemicals from dilution 
water and should not contain 
substances that can be leached into 
aqueous solution in quantities that can 
affect test results. 

(iv) Dilution water. (A) Natural or 
artificial seawater is acceptable as 
dilution water if shrimp will survive in it 
without signs of stress, such 89 unusual 
behavior or discoloration. Shrimp 
should be acclimated and tested in 
dilution water from the same origin. 

(B) Natural seawater should be 
filtered through a 5 micrometer filter 
with a pore size <20 microns prior to 
use in a test. 

(C) Artificial seawater can be 
prepared by adding commercially 
available formulations or by adding 
specific amounts of reagent-grade 
chemicals to deionized water. Deionized 
water with a conductivity less than Ip 
ohm/cm at 12 # C i9 acceptable for 
making artificial seawater. When 
deionized water is prepared from a 
ground or surface water source, 
conductivity and total organic carbon 
(or chemical oxygen demand] should be 
measured on each batch. 

(v) Test substance delivery system. 
Proportional dilutees, metering pumps or 
other suitable systems should be used to 
deliver test substance to the test 
chambers. The system used should be 
calibrated before each test Calibration 
includes determining the flow rate 
through each chamber and the 
concentration of the teat substance in 
each chamber. The general operation of 
the test substance delivery system 
should be checked twice daily during a 
test. The 24-hour flow through a test 
chamber should be equal to a least 5 
times the volume of the test chamber. 
During u test, the flow rates should not 
vary more than 10 percent among test 
chambers or across time. 

(3) Test parameters. Environmental 
parameters of the water contained in 
test chambers should be as specified 
below: 

(i) Temperature of 23 ± 1 *C. 

(ii) Dissolved oxygen concentration 
between 60 and 105 percent saturation. 
Aeration, if needed to achieve this level, 
should be done before the addition of 
the test substance. All treatment and 
control chambers should be given the 
same aeration treatment. 

(iii) The number of shrimp placed in a 
test solution should hot be so great as to 
affect results of the test. Loading 
requirements will vary depending on the 
flow rate of dilution water. The loading 
should not cause the dissolved oxygen 
concentration to fall below the 
recommended levels. 
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(iv) Photoperiod of 12 hours light and 
12 hours darkness, with a 15 to 30 
minute transition period. 

(v) Salinity of 20 parts per thousand 
±3 percent. 

(e) Reporting. The sponsor should 
submit to the EPA all data developed by 
the test that are suggestive or predictive 
of acute toxicity and all other 
toxicological manifestations. In addition 
to the general reporting requirements 
prescribed in Part 792—Good 
Laboratory Practice Standards of this 
chapter, the reporting of test data should 
include the following: 

(1) The nature of tne test, laboratory, 
name of the investigator, test substance 
and dates of test should be supplied. 

(2) A detailed description of the test 
substances should be provided. This 
information should include the source, 
lot number, composition, physical and 
chemical properties and any carrier or 
additives used. 

(3) Detailed information about the 
shrimp should be provided: common and 
scientific names, source of supply, age, 
history, weight, acclimation procedure 
and feeding history should be reported. 

(4) A description of the experimental 
design including the number of test 
solution concentrations, number of 
replicates and number of shrimp per 
replicate should be provided. 

(5) The source of the dilution water, 
its chemical characteristics (c.g., 
salinity) and a description of any 
pretreatment. 

(0) A description of the test chambers, 
the depth and volume of solution in the 
chamber, the number of organisms per 
treatment, the number of replicates, the 
loading, the lighting, the test substance 
delivery system and flow rate expressed 
as volume additions per 24 hours. 

(7) The concentration of the test 
substance in each test chamber before 
the start of the test and at the end. 

(8) The number of dead shrimp and 
measurements of water temperature, 
salinity, and dissolved oxygen 
concentration In each test chamber 
should be recorded at the designated 
times. 

(9) Methods and data records of all 
chemical analyses of water quality and 
test substance concentrations, including 
method validations and reagent blanks. 

(10) Recorded data for the holding and 
acclimation period (temperature, 
salinity, etc.). 

(11) Concentration-response curves 
should be fitted to mortality data 
collected at 24, 48. 72, and 96 hours. A 
statistical test of goodnesa-of-fit should 
be performed. 

(12) For each set of mortality data, the 
48- and 96-hour LG» and 95 percent 
confidence limits should be calculated 


on the basis of the average measured 
concentration of the test substance. 
When data permits, LG* values with 95 
percent confidence limits should be 
computed for 24- and 72-hour 
observations. 

(13) The methods used in calculating 
the concentration-response curves and 
the LCm values should be fully 
described. 

Subpart C—Terrestrial Guidelines 

§ 797.2050 Avian Dietary Toxicity Test 

(a) Purpose . The guideline in this 
subpart is designed to develop data on 
the dietary toxicity to bobwhite and 
mallard of chemical substances and 
mixtures subject to acute environmental 
effects test regulations under the Toxic 
Substances Control Act (TSCA) (Pub. L. 
94-169. 90 Stat 2003 15 U.S.C. 2601 et 
seq ./ The Agency will use these and 
other data to assess the acute hazard to 
birds and to provide an indication of 
potential chronic hazard that these 
chemicals may present to the 
environment. 

(b) Definitions . The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and Part 792—Good 
Laboratory Practice Standards of this 
chapter apply to this test guideline. In 
addition, the following definitions apply 
to this guideline: 

(1) “Acclimation 0 Physiological or 
behavioral adaptation of test animals to 
environmental conditions and basal diet 
associated with the test procedure. 

(2) “LC**" The empirically derived 
concentration of the test substance in 
the diet that is expected to result in 
mortality of 50 percent of a population 
of birds which is exposed exclusively to 
the treated diet under the conditions of 
the test. 

(3) ‘Test Substance" The specific form 
of a chemical or mixture of chemicals 
that is used to develop the data. 

(4) “Exposure period" The 5 day 
period during which test birds are 
offered a diet containing the test 
substance. 

(5) "Post-exposure period" The 
portion of the test that begins with the 
test birds being returned from a treated 
diet to the basal diet. This period is 
typically 3 days in duration, but may be 
extended if birds continue to die or 
demonstrate other toxic effects. 

(8) ‘Test period" The combination of 
the exposure period and the post- 
exposure period; or, the entire duration 
of the test 

(7) "Hatch" Eggs or young birds that 
are the same age and that are derived 
from the same adult breeding 
population, where the adults are of the 
same strain and stock. 


(8) “Basal diet" The food or diet as it 
is prepared or received from the 
supplier, without the addition of any 
carrier, diluent, or test substance. 

(c) Test procedures —(1) Summary of 
test (i) After birds have been obtained, 
they should be acclimated for at least 7 
days. 

(ii) Test birds should be randomly 
assigned to the various treatment levels 
and controls, 

(iii) Definitive test concentrations 
should be established, possibly requiring 
a range-finding test to be conducted 
first. 

(iv) The test substance should be 
mixed thoroughly and evenly into the 
diet. Three treatment levels xhould be 
analyzed for test substance 
concentrations. 

(v) Birds should be weighed at the 
beginning of the exposure period. 

(vi) Birds should be observed 
regularly for mortality or abnormal 
behavior; any findings should be 
reported. 

(vii) Food treated with the test 
substance should be replaced by 
untreated food (basal diet) after 5 days 
of exposure. Food consumption during 
the exposure period should be carefully 
estimated on a pen by pen basis. 

(viii) Food consumption should be 
estimated for the post-exposure period 
and birds should be weighed at the end 
of 8 days. Additional weights and food 
consumption estimates should be 
determined if the test period is longer 
than the typical 8 days. 

(ix) The mortality pattern should be 
examined, and a statistical analysis 
should be conducted. The LG*, slope, 
and confidence limits should be 
reported. A test for heterogeneity of 
data should be conducted. 

(x) Treated or positive control birds 
should be sacrificed and disposed of 
properly. Negative control birds may l>e 
kept as breeding stock, but should not 
be used in any other trsts. 

(xi) The material to be tested should 
be analytically pure and the degree of 
purity should be reported along with the 
percentage of each impurity at levels 
specified in the test rule. If specifically 
required by a test rule for a particular 
substance or mixture, the technical 
grade should be tested. The test rule will 
specify the degree of purity or a range of 
compositions of the test substance. 

(xli) A test is unacceptable if more 
than 10 percent of the control birds die 
during the test. 

(2) [Reserved) 

(3) Range-finding test Unless the 
approximate toxicity of the test 
substance is known already, a range¬ 
finding test should be conducted to 
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determine the test substance 
concentrations to be used in the 
definitive test, under paragraph 
(d)(4)(iii) of this section for details on 
concentrations for definitive tests. 
Procedures for range-finding tests muy 
vary, but generally, groups of a few 
birds are fed three to five widely-spaced 
concentrations for 5 days. A 
concentration series of 5, 50, 500, and 
5.000 ppm is suggested. The results of 
the range-finding test then may be used 
to establish the definitive test 
concentrations. 

(4) Definitive test —(i) Controls . (A) A 
concurrent control is required during 
every test. The control birds should be 
from the same hatch as the test groups. 
Control and test birds should be kept 
under the same experimental conditions. 
The test procedures should be the same 
for control and treated birds, except that 
no test substance should be added to the 
diets of control birds. If a carrier is used 
in preparation of the test diets, the same 
carrier should be added to the diets of 
control birds in the highest 
concentration used for test diets. The 
use of shared controls is acceptable for 
concurrent tests as long as the some 
carrier is used for all the tests. 

(D) A test is not acceptable if more 
than 10 percent of the control birds die 
during the test period. 

(C) A positive control (e.g.. dieldrin 
standard) may be run, but is not 
required for each test. However, a 
quarterly or semi-annual laboratory 
standard (positive control) is 
recommended as a means of detecting 
possible interlaboratory or temporal 
variation. A laboratory standard is also 
recommended when there is any 
significant change in food, housing, or 
source of birds. 

(ii) Numtwrof animals tested. In the 
definitive test, a minimum of 10 birds 
should be used for each dietary 
concentration of the test substance. A 
minimum of 20 birds should be used for 
the negative or carrier control. Thirty or 
more control birds are preferable. If a 
positive control or laboratory standard 
is used, 10 or more birds should also be 
used for each concentration of the 
positive control. When a te9t substance 
is known or expected to result in high 
experimental variation, it may be 
appropriate or required by the test rule 
to use additional birds. 

(iii) Concentrations and dosage- 
mortality data. A minimum of five 
concentrations of the test substance 
should be used in the definitive test. 
These concentrations should be spaced 
geometrically. The recommended 
spacing is for each concentration to be 
at least GO percent of the next higher 
dose (less then 1.67 times the next lower 


dose). If concentrations are spaced more 
widely than is recommended, then at 
least three concentrations should result 
in mortality between, but not including. 

0 percent and 100 percent. For any 
concentration spacing, at least one 
concentration should kill more than 50 
percent (including 100 percent) and at 
least one concentration should kill less 
than 50 percent (including 0 percent) of 
the birds in a pen. For some test 
substances, it may be necessary to use 
more than live concentrations to achieve 
these results. 

(iv) Duration of test The definitive 
test should include 5 days of exposure to 
the test substance in the diet (exposure 
period) followed by at least 3 days of 
additional observation (post-exposure 
period) while the test birds are receiving 
an untreated diet. If any test birds die 
during the second or third day of the 
post-exposure period or if toxic signs 
are evident on the third day of the post- 
exposure period, the test period should 
be extended until 2 successive 
mortality-free duys and 1 day free of 
toxic signs occur, or until 21 days after 
beginning the test, whichever comes 
first. 

(v) Observations of record. (A) 
Throughout the test period, all signs of 
intoxication, other abnormal behavior, 
and mortality should be recorded and 
reported by dose level and by day. Signs 
of intoxication are those behaviors 
apparently due to the test chemical and 
may include a wide array of behaviors, 
such as labored respiration, leg 
weakness, hemorrhage, convulsions, 
ruffled feathers, etc. All signs of 
intoxication and any other abnormal 
behavior, such as excessive aggression, 
toe-picking etc. that may or may not be 
attributed to the test substance should 
be reported. Among survivors, remission 
of signs of intoxication and cessation of 
abnormal behavior should be recorded 
by dose level and by day. When 
differential signs of intoxication are 
observed within a dose level, an 
estimate of the number of birds 
exhibiting such signs should be 
recorded. Observation of test birds 
should be made, at a minimum, three 
times on the first day of the exposure 
period. Observations also should be 
made at least daily throughout the 
remainder of the test period; twice daily 
observations arc recommended, where 
feasible. 

(B) Average body weights of birds 
should be recorded and reported for 
each pen within each treatment and 
control group at the beginning of the 
exposure period and the end of the 
normal 3-day post-exposure period of 
each test. Body weights 72 hours before 
the exposure period are not required. 


but would provide valuable base-line 
data. Average food consumption should 
he measured in control pens and pens 
w ith the second lowest and second 
highest concentration levels either daily 
or every other day. Any significant 
amount of food spilled onto litter pans 
should be estimated and reported. For 
all other pens, average food 
consumption should be measured for 
both the exposure period and the normal 
3-day post-exposure period. If the study 
is continued beyond 8 days, body weight 
and food consumption data should be 
recorded weekly. 

(C) Gross pathology examinations are 
not required, but they may provide 
valuable information on target site, 
mode of action, etc. 

(5) (Reserved) 

(6) Analytical measurements —(i) 
Statistical analysis. (A) A statistical 
analysis should be conducted by 
transforming the dietary concentrations 
to logarithmic values and the mortality 
pattern to probits. Other acceptable 
methods that will result in a 
theoretically straight line through ±2 
standard deviations from the LC*> value 
may be used. The LGw value and slope 
of the transformed concentration- 
response curv e should be determined for 
mortality at the end of test period. Probit 
analysis by calculations or graphical 
probit methods arc preferred. Any 
standard method that is used should 
provide the slope of the transformed 
concentration-response curve as well as 
the I.Cjo value. A statistical test for 
goodness-of-fit (e g., chi-square test) also 
should be performed. 

(B) All methods used for statistical 
analysis should be described 
completely. 

(ii) Anal) sis for test substance 
concentrations. (A) Samples of treated 
diets should be unulyzed to confirm 
proper dietary concentration of the test 
substance. Analyses should be 
conducted at the beginning of the 
exposure period with samples from high, 
middle, and low concentrations. If not 
already available, data should be 
generated to indicate whether or not the 
test substunce degrades or volatilizes. If 
the test substances is known or found to 
be volatile or labile to the extent that 25 
percent or more loss occurs over a 5 day 
period, then a second series of analyses 
of the same concentrations previously 
analyzed should be conducted at the 
end of the exposure period. 

(B) The assay method used to 
determine actual concentrations should 
be reported. 

(iii) Analysis of basal diet. A nutrient 
analysis of the basal diet should be 
included in the test report. For 
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commercially prepared basal diets, the 
list of ingredients supplied by the 
company is normally sufficient if it is 
detailed. The composition of any 
vitamin or other supplements should 
also be reported. 

(d) Test conditions — (1) Test 
Species—{ I) Selection. (A) Bobwhite. 
Colinus viryinianus (L.). and mallard. 
Anas platvrhynchos L. are the test 
species. Birds may be reared in the 
laboratory or purchased from a breeder. 
If bobwhite are purchased, it is 
preferable that they be obtained as eggs 
which then are hatched and reared in 
the testing facility. During incubation, a 
temperature of 39 ’C and relative 
humidity of 70 percent are recommended 
for bobwhite. It is feasible to purchase 
live young bobwhite chicks if they can 
be obtained locally; however, young 
bobwhite may suffer adverse effects if 
shipped by air or other commercial 
means. Young mallard ducklings 
normally can be shipped without undue 
adverse effects. 

(B) All control and treatment birds 
used in a test should be from the same 
source and hatch. Birds should be 
obtained only from sources whose 
colonies have known breeding histories. 
Birds should be phenotypically 
indistinguishable (except for size) from 
wild stock. It is recommended that birds 
be obtained from flocks that have been 
outbred periodically with genetically 
wild stock in order to maintain a genetic 
composition that approximates the 
natural heterogeneity of the species. 

(C) Birds used in the test should be in 
apparent good health. Deformed, 
abnormal, sick, or injured birds should 
not be used. Birds should not be used for 
a test if more than 5 percent of the total 
test population die during the 72 hours 
immediately preceding the exposure 
period. Purchased birds should be 
certified as disease free or as bred from 
disease free stocks. Birds should not 
have been selected in any way for 
genetic resistance to toxic substances. 
Birds should not have been used in a 
previous test, either in a treatment or 
control group. 

(D) Test birds should be 10 to 17 days 
old at the beginning of the exposure 
period. All treatment and control birds 
in a test should be the same age ± one 
day. The exact age shotrtd be recorded 
and reported. 

(E) Test birds should be acclimated to 
test facilities and basal diet for a 
minimum of 7 days. Acclimation to test 
pens may be either in the actual pens 
used in the test or in identical pens. 

Birds used in the test should be assigned 
randomly to treatment and control pens 
without respect to sex. Randomization 
may be done either at the Initiation of 


the acclimation period or at the time 
when the birds are weighed at the 
beginning of the exposure period. 

(F) During holding, acclimation, and 
testing, birds should be shielded from 
excessive noise, activity, or other 
disturbance. Birds should be handled 
only as much as is necessary to conform 
to test procedures. 

(ii) Diet. (A) A standard commercial 
gume bird (for bobwhite) or duck (for 
mallard) starter mash, or the nutritional 
equivalent, should be used for diet 
preparation. Antibiotics or other 
medication should not be used in the 
diet before or during the test. For 
bobwhite only, an antibiotic 
demonstrated to fully depurate in 72 
hours may be added to the drinking 
water, if necessary, for birds up through 
10 days of age: however, only clean 
unmedicated water should be offered 
during the 96 hours preceding the 
exposure period and during the test 
period. It may not be possible to obtain 
food that is completely free of 
pesticides, heavy metals, and other 
contaminants: however, diets should be 
analyzed periodically, and should be 
selected to be as free from contaminants 
as possible. A nutrient analysis and list 
of the ingredients in the diet should be 
included with the test report. 

(B) The test substance should be 
mixed into the diet in a manner that will 
result in even distribution of the test 
substance throughout the diet. If 
possible, the test substance should be 
added to the diet without the use of a 
diluent. If a diluent is needed, the 
preferred diluent is distilled water; but 
water should not be used as adiluent 
for test substances known to hydrolyze 
readily. When a test substance is not 
water soluble, it may be dissolved in a 
reagent grade evaporative diluent (c.g., 
acetone, methylene chloride) and then 
mixed with the test diet. The diluent 
should be completely evaporated prior 
to feeding. Other acceptable diluents 
may be used, if necessary, and include 
table grade com oil. propylene glycol, 
and gum arabic (acacia). If a diluent is 
used, it should not comprise more than 2 
percent by weight of the treated diet, 
and an equivalent amount of diluent 
should be added to control diets for 
untreated birds. 

(C) Diets can be mixed by 
commercial, mechanical food mixers. 

For many test substances, it is 
recommended that treated diets be 
mixed under a hood. Mashes and test 
substances should Ik? mixed freshly just 
prior to the beginning of the test. For 
certain volatile or other test substances, 
the Test Rule may require preparation of 
fresh diets at frequent intervals. 

Analysis of the diet for test substance 


concentrations is required under 
paragraph (c)(6)(ii) of this section. 

(D) Clean water should be available 
ad libitum. Water bottles or automatic 
watering devices are recommended. If 
water pans or bowls are used, water 
should be changed at least once a day. 

(2) Facilities . (i) Tests should be 
conducted with birds being maintained 
in commercial brooder pens or pens of 
similar construction. Pens should be 
constructed of galvanized metal, 
stainless steel, or perfluorocarbon 
plastics. Materials that are toxic, may 
affect toxicity, or may adsorb test 
substances should not be used. Wire 
rnesh should be used for floors and 
external walls; solid sheeting should be 
used for common walls and ceilings. 
Wire mesh for floors should be fine 
enough so as to not interfere w r ith the 
normal movement of young birds. Pens 
for housing 10 young birds should have a 
floor area of at least 3.000 square 
centimeters (approximately 500 square 
inches) for bobwhite and 6,000 square 
centimeters (approximately 1,000 square 
inches) for mallards and should be at 
least 24 centimeters (approximately 9.5 
inches) high. Pens should be 
disassembled (if feasible) and should be 
cleaned thoroughly between tests. 

Steam cleaning of cages is 
recommended. Cages may be brushed 
thoroughly, as an alternative method 
The use of detergents or bleach is 
acceptable, but other chemical 
disinfectants such as quaternary 
ammonium compounds should not be 
used. When necessary to control disease 
vectors, hot or cold sterilization 
techniques are recommended, as long as 
such techniques will not leave chemical 
residues on the cages. For cold 
sterilization, ethylene oxide is 
recommended. Pens should not be 
cleaned during a test. 

(ii) Pens should be kept indoors to 
control lighting, temperature, and other 
environmental variables Pens should be 
heated, preferably by thermostatic 
control. A temperature gradient in the 
pen of approximately 35 X to 
approximately 22 X will allow young 
birds to seek a proper temperature. 
Temperature requirements for young 
birds typically decline over this range 
from birth through the first several 
weeks of life. Relative humidity is not as 
critical, but the test room should be 
maintained at a relative humidity of 45- 
70 percent. A photoperiod of 14 hours 
light and 10 hours dark is recommended. 
Other light/dark cycles should not be 
used, but continuous lighting is 
acceptable. Lighting may be cither 
incandescent or fluorescent. Pens and 
lights should be positioned so that all 
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pens will receive similar illumination. 
The facilities should be well ventilated. 

(iii) Where feasible, it is 
recommended that pens not be slacked 
upon each other. !f pens arc stacked, 
only one test substance is allowed in 
anv single stack. If a test substance 
volatilizes or otherwise forms aerosols 
or vapors in the air. no more than one 
test substance should be tested in a 
room in order to avoid cross- 
contamination. Pens should be randomly 
arranged, whether or not in a stack, with 
respect to dose levels and controls. 

Pens, such as stacked, unmodified, 
commercial pens with external feeders, 
that allow food to be spilled from one 
pen to u lower pen, should be avoided. 
Any modifications that prevent cross 
contamination of concentration levels 
arc acceptable. For example, 
commercially available. 30 cm [one foot) 
long chick feeders may be placed inside 
the pens and be covered with 1.27 cm 
(0.5 inch) mesh hardware cloth over the 
food, for bobwhite. The same feeders 
covered with approximately 2.5 cm (one 
inch) mesh wire are appropriate for 
mallards. For either species, external 
feeders can be covered with the 
appropriate size wire mesh and a solid 
piece of metal extended from the bottom 
of the cage to a point exterior to the 
feeder. Spillage may occur, but the 
added metal will prevent food from 
spilling Into another feeder. 

(c) Reporting . (1) The test report 
should include the following 
information: 

(i) Name of test, sponsor, test 
laboratory and location, principal 
investigator^), and actual dates of 
beginning and end, of test. 

(ii) Name of species tested (including 
scientific name), age of birds (in days) at 
the beginning of the test, average body 
weights for birds In each pen at the 
beginning of the test, the end of the 
exposure period, and end of the test, and 
individual weights of oil birds that die 
during the test. 

(iii) Description of housing conditions, 
including type. size, ond material of pen, 
pen temperatures, approximate test 
worn humidity, photoperiod and lighting 
intensity. 

(iv) Detailed description of the basal 
diet, including source, diluents (if used), 
and supplements (if used). A nutrient 
analysis of the diet should be included 
in the test report. 

(v) Detailed description of the test 
substance including its chemical 
name(s), source, lot number, 
composition (identity of major 
ingredients and impurities), and known 
physical and chemical properties that 
are pertinent to the test (e.g.. physical 
state, solubility, etc.). 


(vf) The number of concentrations 
used, nominal and (where required) 
measured dietary concentration of test 
substance in each level, assay method 
used to determine actual concentrations, 
number of birds per concentration and 
for controls, and names of toxicants 
used for positive controls (if applicable). 

(vii) Acclimation procedures and 
methods of assigning birds to test pens. 

(viii) Frequency, duration, and 
methods of observation. 

(ix) Description of signs of 
intoxication and other abnormal 
behavior, including time of onset, 
duration, severity (including death), and 
numbers affected In the different dietary 
concentrations and controls each day of 
the test period. 

(x) Estimated food consumption per 
pen daily or every other day in the 
second highest and second lowest 
concentration and control pens. For 
other pens, food consumption should be 
estimated for the exposure period and 
for the post-exposure period. 

(xi) location of raw data storage. 

(xii) Results of range finding tests (if 
conducted). 

(xiii) The calculated EC*o value. 95 
percent confidence limits, slope of the 
concentration-response curve, the 
results of the goodness-of-fit test (e g., 
chi-square test), and a description of 
statistical methods used. The same 
statistics for positive controls (when 
usedj. The methods used for statistical 
analysis should be described 
completely, 

(xiv) Anything unusual about the test, 
any deviation from these procedures, 
and any other relevant information. 

(2) In addition to the above 
information required in every report, the 
following information should be 
available upon request: 

(i) A general description of the 
support facilities. 

(ii) A description of the Quality 
Control/Quality Assurance program, 
including the Average Quality Level for 
the program clement performing the test, 
procedures used, and documentations 
that these levels have been achieved. 

(iii) The names, qualifications, and 
experience of personnel working in the 
program element performing the test, 
including the study director, principal 
investigator, quality assurance officer, 
as well as other personnel involved in 
the study. 

(iv) Standard operating procedures for 
all phases of the test and equipment 
involved In the test. 

(v) Sources of all supplies and 
equipment involved in the test. 

(vi) Originals or exact copies of all 
raw data generated in performing the 
te9t. 


§ 797.2130 Bobwhite Reproduction Test. 

(a) Purpose . This guideline is designed 
to develop data on the reproductive 
effects on the bobwhite of chemical 
substances and mixtures subject to 
chronic environmental effects test 
regulations under the Toxic Substances 
Control Act (TSCA) (Pub. L. 94-4(39. 90 
Slat. 2003 15 U.S.C. 2601 et •?/><?.). The 
Agency will use these and other data to 
assess the reproductive effects on birds 
that these chemicals may present to the 
environment. 

(b) Definitions. (1) The definitions in 
section 3 of the Toxic Substances 
Cuntrul Act (TSCA) and Part 792—Good 
Laboratory Practice Standards of this 
chapter apply to this test guideline. In 
addition, the following definitions apply 
generally to this guideline: 

(1) “Acclimation" Physiological and 
behavioral adaptation to environmental 
conditions (e g., housing and diet) 
associated with the test procedure. 

(ii) “Test substance" The specific form 
of a chemical or mixture of chemicals 
that is used to develop the data. 

(iii) “Photoperiod" The light and dark 
periods in a 24 hour day. This is usually 
expressed in a form such as 17 hours 
light/7 hours dark or 17L/7D. 

(iv) “Basal diet" The untreated form of 
the diet, such as the diet obtained from a 
commercial source. 

(2) The definitions In this section refer 
specifically to the production and 
quality of eggs and the subsequent 
development of these eggs up to the 
point where young are 14 days old. 

(i) “Eggs laid" This term refers to the 
total egg production during the test, 
which normally includes 10 weeks of 
laying. Vulucs are expressed as numbers 
of eggs per pen per season (or test). 

(ii) "Eggs cracked" Eggs determined to 
have cracked shells when inspected 
with a candling lamp. Fine cracks 
cannot be detected without using a 
candling lamp and if undetected will 
bias data by adversely affecting embryo 
development. Values are cxpressf?d as a 
percentage of eggs laid by all hens 
during the test. 

(iii) "Eggs sc!“ All eggs placed under 
incubation, i.e.. total eggs minus cracked 
eggs and those selected for analysis of 
eggshell thickness. The number of eggs 
set, itself, is an artificial number, but it 
is essential for the statistical analy sis of 
other development parameters. 

(iv) “Viable embryos (fertility)" Eggs 
in which fertilization has occurred and 
embryonic development has begun. This 
is determined by candling the eggs 11 
days after incubation has begun. It is 
difficult to distinguish between the 
absence of fertilization and early 
embryonic death. The distinction can be 
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made by breaking out eggs that appear 
infertile and examining further. This 
distinction is especially important when 
a test compound induces early embryo 
mortality. Values are expressed as a 
percentage of eggs set. 

(v) "Live 18-day embryos* 4 Embryos 
that are developing normally after 18 
days of incubation. This is determined 
by candling the eggs. Values are 
expressed as a percentage of viable 
embryos (fertile eggs). 

(vi) "Hatchability" Embryos that 
mature, pip the shell, and liberate 
themselves from the eggs on day 23 or 24 
of incubation. Values ure expressed as 
percentage of viable embry os (fertile 
eggs). 

(vii) "14-day old survivor*" Birds that 
survive for 2 weeks following hatch. 
Values are expressed both as a 
percentage of hatched eggs and as the 
number per pen per season (test). 

(viii) "Eggshell thickness** The 
thickness of the shell and the membrane 
of the egg at several points around the 
girth after the egg has been opened, 
washed out. and the shell and 
membrane dried for at least 48 hours at 
room temperature. Values are expressed 
as the average thickness of the several 
measured points in millimeters. 

(c) Test procedures —(1) Summary of 
(he test (ij After birds have been 
obtained they should be observed for 
health and acclimated for at least 2 
weeks. 

(ii) Test birds should be randomly 
assigned to control and various 
treatment groups. 

(iii) The test substance should be 
thoroughly and evenly mixed into the 
diet at concentrations specified in the 
test rule. All treatment levels should be 
analyzed for test substance 
concentrations at the beginning and 
midwa\ through the test. 

(iv) Birds should be weighed at the 
beginning of the test, at 14-day intervals 
until the onset of laying, and at 
termination of the test. 

(v) Photoperiod should be carefully 
controlled on a shortday basis during 
the initial exposure phase, then 
increased to 16 tol7 hours to induce egg 
laying. 

(vi) Birds should be observed 
regularly for abnormal behavior or 
mortality throughout the test. 

(vii) Eggs should be removed daily 
and stored until there is a sufficient 
quantity for incubation. All eggs should 
be candled for cracks and cracked eggs 
removed. Once every 2 weeks, oil eggs 
produced that day should be analyzed 
for eggshell thickness. Incubated eggs 
should be candled on day 11 and day 1& 
Matching should be completed by day 
24. 


(viii) Hatchlings should be maintained 
until they are 14 days old. Abnormal 
behavior or death should be reported. 
Chicks should be weighed on dav 14. 

(tx) A statistical analysis should be 
performed, preferably by analysis of 
variance or regression analysis. 

(x) The report should include all 
conditions, procedures, and results. 

Data should be sufficiently detailed for 
an independent statistical analysis. 

(xi) All treated birds should be 
sacrificed and disposed of properly. 
Control birds may be kept as breeding 
stock, but should not be used in any 
other tests. Control offspring may be 
reared and used in another test as 
adults. 

(2) (Reserved) 

(3) (Reserved! 

(4) Definitive test —(i) Test substance. 
(A) The concentrations of test substance 
in the diet will be specified in the test 
rule. Generally, three treatment groups 
and a control group will be used. The 
higher two treatment concentrations will 
be multiples (often 5X. 10X. or 20X) of 
the lowest treatment level. The highest 
treatment levels usually will be below 
lethal levels, unless predicted 
environmental exposure levels are high 
enough to approximate lethal 
concentrations. 

(B) The material to be tested should 
be analytically pure and the degree of 
purity should be reported along with the 
percentage of each impurity at levels 
specified in the test rule. If specifically 
required by a test rule for a particular 
substance or mixture, the technical 
grade should be tested. The test rule will 
specify the degree of purity or a range of 
compositions of the technical grade 
material. 

(ii) Controls. A concurrent control is 
required during every test. The control 
birds should be from the same hatch as 
the test groups. Control and test birds 
should be kept under the same 
experimental conditions. The test 
procedures should be the same for 
control and treated birds, except that no 
test substance should be added to the 
diets of control birds. If a carrier or 
diluent is used in preparation of the test 
diets, the same carrier should be added 
to the diets of control birds in the 
highest concentration used for test diets. 
The use of shared controls is acceptable 
for concurrent tests as long as the same 
carrier is used for all the tests. 

(iii) Test groups and numbers of birds. 
(A) Each of the three treatment groups 
and the control group should consist of a 
minimum of 12 replicate pens. Each pen 
should contain one male and one 
female, or alternatively one male and 
two females. The use of 20 replicate 
pens in the control group may yield a 


terst with greater statistical power. F.itber 
arrangement is acceptable if 
productivity reaches the definitive 
values given in paragraph (c)(4)(xii) of 
this section. Because the behavioral 
interactions of birds in the two 
arrangements are likely to be different, 
testing facilities using an arrangement 
with which they are not familiar are 
advised to experiment first without test 
substances in order to determine the 
feasibility of obtaining acceptable 
productivity levels. 

(B) All control and treatment birds 
should be randomly distributed to pens 
from the same population. 

(iv) Duration of test. (A) The test 
consists of three phases following 
acclimation to test facilities. The initiul 
phase begins with exposure of treatment 
groups to diets containing the test 
substance and is typically 6 to 8 weeks 
long. After the initial phase, the 
photoperiod is manipulated according to 
paragraph (c)(4)(v) of this section to 
bring the hens into laying condition. 

This second phase ends with the onset 
of egg-laying and is typically 2 to 4 
weeks long. The final phase begins with 
the onset of laying and lasts for at least 
8 weeks, preferably 10 weeks. A 
withdrawal study period may be added 
to the test phase if reduced reproduction 
is observed. The withdrawal period, if 
used, need not exceed 3 weeks. 

(B) Exposure of adult birds to the test 
substance should be continuous 
throughout the test. Unless otherwise 
specified in the test rule, test birds 
should be exposed for at least 10 weeks 
prior to the onset of egg laying. 

(v) Preparation for reproduction 
(photoperiod). (A) Lighting regimes 
(photoperiod) ore critical to successful 
reproduction. Various photoperiod 
regimes have been demonstrated to give 
acceptable results. Any photoperiod 
regime that resuits in productivity that 
meets the definitive values given in 
paragraph (c)(4)(xii) of this section Is 
acceptable as long as birds are exposed 
to treated diets a minimum of 10 weeks 
prior to the onset of laying. Regardless 
of the methods selected, lighting should 
be controlled carefully. It is important 
during the initial phase to not interrupt 
the dark period unless absolutely 
necessary. 

(B) A suggested photoperiod regime 
would consist of maintaining birds 
under a photoperiod for 7 or fl hours ot 
light during the initial phase. At the end 
of the initial phase, the photoperiod may 
be increased to 16 to 17 hours of light 
per day. The photoperiod may be 
maintained at this level for the 
remainder of the study, although an 
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increase each week of 15 minutes per 
day is acceptable. 

(vi) Observations of record on adult 
birds . (A) Body weights should be 
recorded for each adult bird at the 
beginning of the treatment period, at 14- 
day intervals until the onset of egg 
laying, and at termination of treatment 
Recording of body weights during egg 
laying is discouraged because of 
possible adverse effects on egg 
production. Food consumption should be 
measured and recorded by pen as often 
as body weights are measured prior to 
the onset of laying and at least bi¬ 
weekly throughout the rest of the study. 

(B) Observations on adult birds 
should be made at least once a day. Any 
mortality or other signs of toxicity 
should be described and recorded by 
date or day of test. Gross pathological 
examinations should be conducted on 
all birds that die during the test period, 
and for all survivors at the end of the 
test. Analysis of two or more tissues 
(e.g., muscle, fat) for test substance 
residues is encouraged, but not required 
(unless specified in the Test Rule). 

(vii) Egg collection , storage. and 
incubation. All eggs should be collected 
daily, marked according to the pen from 
which collected, and should be stored at 
10 *C and 55 to 00 percent relative 
humidity. Storage in plastic bags may 
improve uniformity of hatching. Stored 
eggs should be turned daily. At weekly 
or bi-weekly intervals, eggs should be 
removed from storage and be candled to 
detect eggshell cracks. Except for eggs 
with cracked shells and those eggs 
removed for eggshell thickness 
measurements, all eggs should be set 
ufter candling for incubation in a 
commercial incubator, if incubators are 
not equipped to automatically turn eggs, 
they should be turned daily by hand. 
During the incubation period, eggs 
should be maintained at 37.5 *C and 
approximately 70 percent relative 
humidity. Eggs should be candled again 
on day 11 of incubation to determine 
fertility and early death s)f embryos. A 
final candling should be done on day 18 
to measure embryo survival. On day 21. 
eggs should be removed to a separate 
incubator or hatcher. Hatching will 
normally be complete by the end of day 
24. 

(viii) Chick maintenance. By day 24 of 
incubation, the hatched bobwhite chicks 
should be removed from the hatcher or 
incubator. Chicks should be either 
housed according to the appropriate 
parental pen group or individually 
marked (such as by leg bands) as to 
parental group and housed together 
Chicks should be maintained in 
commercial brooder pens or pens of 
similar construction. Pens should be 


constructed of galvanized metal or 
stainless steel. Temperature in the pens 
should be controlled, preferably by a 
thermostatically controlled device. A 
temperature gradient in the pen from 
approximately 35 *C to approximately 22 
*C will allow young birds to seek a 
proper temperature. Temperature 
requirements for young birds typically 
decline over this range from birth 
through the first several weeks of life. 
Chicks should be provided a standurd 
commercial game bird starter ration, or 
its nutritional equivalent. No test 
substance may be added to the diet of 
chicks. Chicks should be maintained 
until they are 14 days old. 

(ix) Observations of record on chicks. 
The hatchability. percentage of normal 
hatchlings, percentage of 14-day old 
survivors, and number of 14-day old 
survivors per hen should be recorded 
and reported. Chicks should be 
observed daily from hatching until they 
are 14 days old. Mortality, signs of 
toxicity, and other clinical abnormalities 
should be recorded at least cumulatively 
through day 5 and recorded by age from 
days 5 through 14. Average body 
weights should be recorded for chicks at 
day 14. 

(x) Eggshell thickness. Once every 
two weeks all eggs newly laid that day 
should be removed and measured for 
eggshell thickness. Eggs should be 
opened at the girth (the widest portion), 
the contents washed out (or used or 
saved for egg residue analysis), and the 
shell air dried for at least 48 hours. The 
thickness of the shell plus the dried 
membrane should be measured at a 
minimum of 3 points around the girth 
using a micrometer calibrated at least to 
0.01 mm units. 

(xi) Typical observed values. The 
values reported here represent those 
observed from a few testing facilities 
under their conditions. These values are 
not necessarily representative of those 
from all facilities, however, if a 
reproduction test does not meet or at 
least approach these values for control 
birds, then there is likely to be a 
problem with test procedures or 
conditions that should be investigated 
and corrected. 

(A) Eggs laid. Normal values for 
bobwhite—28 to 38 eggs per hen per 
season. 

(B) Eggs cracked. Normal values for 
bobwhite—0.8 to 2.0 percent of eggs laid. 

(C) Viable embryos f fertility). 

(Normal fertility values for bobwhite— 
75 to 90 percent of eggs set. 

(D) Live 18-day embryos. Normal 
values for bobwhite—97 to 99 percent of 
viable embryos. 


(E) Hatchability. Normal values for 
bobwhite—50 to 90 percent of viable 
embryos (fertile eggs). 

(F) 14-day-old surx ivors. Normal 
values for bobwhite—75 to 90 percent of 
eggs hatched. 

(C) Eggshell thickness. Normal 
average values for bobwhite—019 to 
0.24 mm. 

(xii) Definitive test criteria. (A) A test 
is unacceptable if bobwhite chick 
productivity in control groups does not 
average twelve 14-day old survivors per 
pen over a 10 week period. 

(B) A test is unacceptable if the 
average eggshell thickness in control 
groups is less than 0.19 mm. 

(C) A test is unacceptable if more than 
10 percent of the adult control birds die 
during the test. 

(5) |Reservedl 

(6) Analytical measurements —(i) 
Statistical analysis. Experimental 
groups should be individually compared 
to the control group by analysis of 
variance. Other accepted statistical 
methods may be used as long as they 
are documented, in particular, 
regression analysis is highly desirable if 
the data and number of dose levels 
allow the use of this technique. Sample 
units are the individual pens within each 
treatment level or control. Analysis 
should include: 

(A) Body weight of adults. 

(B) Food consumption of adults. 

(C) Percentage of hens laying eggs. 
This should always be determined when 
pens contain a single pair, if feasible, it 
should be determined when pens 
contain groups. 

(D) Number of eggs laid per pen. 

(F.) Percentage of cracked eggs. 

(F) Percent viable embryos of eggs set. 

(G) Percent live 18-day embryos of 
viable embryos. 

(If) Percent hatching of viable 
embryos. 

(1) Percentage of hatchlings that are 
normal. 

(I) Percent 14-day-old surv ivors of 
normal hatchlings. 

(K) Number of 14-day-old survivors 
per hen. 

(1.) Body weights of 14-day-old 
survivors. 

(M) Eggshell thickness. 

(ii) Test substance concentrations. (A) 
Samples of treated diets should be 
analyzed to confirm proper dietary 
concentrations of the test substance. If 
samples cannot be analyzed 
immediately, they should be stored 
appropriately (e.g.. frozen at a 
temperature of - 15 *C or lower) until 
analysis can be performed. Analyses 
should be conducted on all test 
substance concentrations at the 
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beginning of the test period and again 10 
to 12 weeks later. If not otherwise 
available, data should be generated to 
indicate whether or not the test 
substance degrades or volatilizes. If the 
lest substance is known or found to be 
volatile or labile to the extent that 25 
percent or more loss occurs within one 
week, then test substance diets should 
be prepared (freshly or from frozen 
concentrate) at a frequency that will 
prevent more than 25 percent loss of test 
substance. 

(B) The assay method used to 
determine actual concentrations should 
be reported according to paragraph 
(e)HKvi) of Bus section. 

(iii) Ana A sis of Basal Diet A nutrient 
analysis of the basal diet should be 
included with the test report. For 
commercially prepared basal diets, the 
list of ingredients supplied by the 
manufacturer is normally sufficient If it 
is detailed. The composition of any 
vitamin or other supplements should 
also be reported. 

(d| Test conditions — (1) Test 
species —(i) Selection. (A) Bobwhite. 
Cotinus virgin ion us (L), is the test 
species. Test birds should be pen- 
reared. They may be reared in the 
laboratory or purchased from 
commercial breeders. Rearing slock 
and/or tests birds should be obtained 
only from sources that have met the 
requirements fur "U.S. Pullorum- 
Typhoid Clean*' classification under 
paragraph (f)(1) of this section. Birds 
should be obtained only from sources 
whose colonies have known breeding 
histories. If possible, a history of rearing 
practices for test birds should be 
obtained and made available upon 
request- Tins history should include 
lighting practices during rearing, disease 
record* drug and any other medication 
administered, and exact age. Test birds 
should be phenotypicnlly 
indistinguishable (except For size) from 
wild stock. Conscientious breeders of 
such birds will periodically outbreed 
their flocks with genetically wild stock 
in order to maintain a genetic 
composition that approximates the 
heterogeneity of naturally occurring 
birds. 

(B) All control und experimental birds 
used in n test should be from the same 
source and strain. If shipped, all birds 
should be examined following shipment 
for possible physical injury that may 
have occurred in transit. All birds 
should have a health observation period 
of at least 2 weeks prior to selection for 
treatment. Birds should be in apparent 
good health. Deformed, abnormal, sick, 
or injured birds should not be used. A 
population of birds should not be used If 
more than 3 percent of cither sex die 


during the health observation period. 
Birds should not have been selected in 
any way for resistance to toxic 
substances. Birds should not have been 
used in a prev ious test, either in a 
control or treatment group. Offspring of 
birds used in a treatment group in a 
previous test should not be used, but 
offspring of birds used as a control in a 
previous test are acceptable. 

(C) Tests birds should be approaching 
their first breeding season and should be 
at least 7 months old. All test birds 
should be the same age within 1 month. 
The age of test birds should be reported. 

|D) Bobwhite should be acclimated to 
test facilities and untreated basal diet 
far ut least 2 weeks. Acclimation may be 
In the actual pens used in the test or in 
identical pens. The acclimation period 
may coincide with the health 
observation period. Birds should be 
randomly assigned to treatment and 
control pens. I lowever. when birds In a 
pen are incompatible, they may be 
rearranged within a control or treatment 
group at any time prior to initiating 
treatment. 

|E) During holding, acclimation, and 
testing, birds should be shielded from 
excessive noise, activity, or other 
disturbance. Birds should be handled 
only as much as is necessary to conform 
to test procedures. 

(ii) />/>/—(A) Adult binis. (/) A 
standard commercial game bird breeder 
ration, or its nutritional equivalent, 
should be used for diet preparation. This 
ration or basal diet should be used for 
both control and treatment birds and 
should be constant throughout the 
duration of the study. Antibiotics or 
other medication should not be used in 
the diet or water of breeding birds. It 
may not be possible to obtain food that 
is completely free of pesticides, heavy 
metals, and other contaminants. 
However, diets should be analyzed 
periodically for these substances and 
should be selected to be as free from 
contaminants as possible. A nutrient 
analysis (quantitative list of ingredients) 
of the diet should be includtid w ith the 
test report. 

[2) The test substance should be 
mixed into the diet in u manner that will 
ensure even distribution of the test 
substance throughout the diet If 
possible, the test substance should be 
added to the diet without the use of a 
enrrier or diluent. If a diluent is needed, 
the preferred diluent is distilled water; 
but water should not be used fur lest 
substances known to hydrolyze readily. 
When a test substance is not water 
soluble, it may be dissolved in a reagent 
grade evaporative diluent (e.g.. acetone, 
methylene chloride) and then mixed 
with the test diet. The solvent should be 


completely evaporated prior to feeding 
Other acceptable diluents may be u&eJ. 
if necessary, and include table grade 
com oil. propylene glycol, and gum 
arable (acacia). If a diluent is used, it 
should comprise no more than 2 percent 
by weight of the treated diet, and an 
equivalent amount of diluent should be 
added to control diets. 

(3) Diets may be mixed by commercial 
or mechanical food mixers. Other means 
ore acceptable as long as they result in 
even distribution of the test substance 
throughout the diet. Screening of the 
basal diet before mixing is suggested to 
remove large particles. For many tests 
substances, it is recommended that diet** 
be mixed under a hood. Frequently, the 
test substance is added to an aliquot of 
the basal diet to form a premix 
concentrate. The premix concentrate 
should be stored so as to maintain the 
chemical concentration. For final 
preparation of test diets, the premix is 
mixed with additional basal diet to form 
the proper concentrations. The 
frequency with which final treated diets 
are prepared will depend upon the 
stability and other characteristics of the 
test substance. Unless otherwise 
specified in the test rule or determined 
by degradation or volatility Studies, it is 
recommended that final diets be 
prepared weekly, either fresh or from a 
concentrate. For volatile or labile test 
substances, lest diets should be mixed 
frequently enough so that the 
concentrations are not reduced from 
initial concentrations by more than 25 
percent. Analysis of diets for lest 
substance concentration is required as 
specified in paragraph (c)(6)(ii) of this 
section. 

(V) Clean water should be available 
ad libitum. Water bottles or automatic 
watering devices are recommended. If 
water pans or bowls are used, water 
should be changed daily or more* often 

(B) Young birds. Young birds 
produced during the test should be fed a 
commercial game bird starter ration, or 
Its nutritional equivalent. No test 
substance should be added to the diets 
of young birds. No antibiotics or 
medication may be used in the diet. 
Bacitracin, or one of its forms, mxty be 
added to the drinking water of young 
birds, if necessary. 

(2) Facilities , (i) Bobwhite shoulJ lie 
housed in breeding pens or cages of 
adequate size conforming to good 
husbandry practices. Space 
requirements for bobwhite have not 
been well defined, but it is 
recommended that there be at least ) 
square centimeters (approximately 2.7 
square feet) of floor space per bird. 
Documentation that reproductive 
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parameters and health of birds are not 
adversely affected should be provided 
for cages much smaller than this area 
The preferred construction materials are 
stainless steel, galvanised sheeting, and 
wire mesh. For enclosed cages, floors 
and external walls may be wire mesh: 
ceilings and common walls should be 
solid sheeting. Wire mesh fur floors 
should be fine enough so as to not 
interfere with normal movement of 
bobwhite. Open-topped pens may be 
constructed of the same materials for 
the side walls with open tops and wire 
mesh or concrete floors. Concrete floors 
should be covered with litter such as 
straw, wood shavings, or sawdust. 

Other construction materials, except 
wood, are acceptable if they can be kept 
dean. Wood may be used as vertical 
framing posts for the support of wire 
mesh or for horizontal framing along the 
top of the pen. Wood should not be used 
for floors or lower sides of pens unless it 
has been coated with a non-adsorbent 
material such ns perflunrocarbon plastic 
(e.g., Teflon), or unless the wood is 
replaced between tests. 

(»i) Pens should be disassembled (if 
feasible) and should be cleaned 
thoroughly between tests. Steam 
cleaning of enclosed cages is 
recommended. Enclosed cages may be 
brushed thoroughly, as an alternative 
method. For open-topped pens, the sides 
and vertical supports should Ik* 
thoroughly brushed. Any used floor litter 
should be discarded. The floor 
composition will dictate methods used 
to clean the floor. If litter is used on the 
flour, it should be fresh and clean when 
birds are placed in the pen. The use of 
detergents or bleach is acceptable, but 
other chemical disinfectants (such as 
quaternary ammonium compounds) 
should not be used. When necessary to 
control dis€!«se vectors, hot or cold 
sterilization techniques are 
recommended, as long as such 
techniques will not leave chemical 
residues on the cages. For cold 
sterilization, ethylene oxide is 
recommended. 

(Hi) Pens should be kept indoors in 
order to better control lighting, 
temperature, humidity, and other 
Factors. Outdoor pens muy be used only 
during the normal breeding season. The 
phntoperiod should be carefully 
controlled, preferably by automatic 
timers. A 15 to 30 minute transition 
period is desirable. The photnperlod 
regime is described under test 
procedures under paragraph (r.)(4)(v) of 
this section, bights should emit a 
spectrum simulating that of daylight. 

The use of shorter wave-length “cool 
white" fluorescent lights that do not 


emit the daylight spectrum should be 
avoided. Illumination intensity should 
be about 6 foot-candles at the level of 
the birds. 

(iv) Temperature and humidity should 
be controlled during the study. 
Recommended levels are 21 *C and 55 
percent relative humidity. Temperature 
should be recorded at least weekly at 
the same lime of day and should be 
reported. For tests conducted without 
temperature control, temperature 
minimums and maximums should be 
recorded daily. Continuous temperature 
monitoring is desirable. Temperature 
recordings should be made at a level of 
2.5 to 4 cm above the floor of the cage. 
Recording of approximate humidity 
levels is also desirable. Good ventilation 
should be maintained. Suggested 
ventilation rates are 4 changes p*>r hour 
in winter and 15 changes per hour in 
summer. 

(v) If facilities are being used for the 
first time, it may be desirable !o allow 
birds to breed in the facility prior to 
testing in order to ensure that controls 
will have acceptable productivity 
according to the requirements given in 
paragraph (c)(4)(xi) and (\ii) of this 
section. 

(e) Reporting (1) The test report 
should include the following 
information: 

(i) Name of test, sponsor, test 
laboratory and location, principal 
investigator(s). and actual dates of 
beginning and end of test. 

(»i) Namtrof species tested (including 
scientific name), age of birds jin months) 
at the beginning of the test, source of 
bints, and body weights for adult birds 
throughout the test. 

(iii Description of housing conditions, 
including type. size, and matejial of pen. 
temperature, humidity, photoperiod and 
lighting intensity, and any changes 
during the test. 

(iv) Detailed description of the basal 
diet, including source, composition, 
diluents (if used), and supplements (if 
used). A nutrient apalysls of the basal 
diet should be included. 

(v) Detailed description of the test 
substance including its chemical 
name(s). source, lot number, 
composition (identity of major 
ingredients and impurities), and known 
physical and chemical properties 
pertinent to the test (e.g., solubility, 
volatility, degradation rate, etc.). 

(vi) The number of concentrations 
used, nominal and measured 
concentrations of test substance (n each 
level, assay method used Ip determine 
actual concentrations, storage 
conditions and stability of treated diets, 
number of birds per pen and number of 


replicate pens per concentration and for 
controls. 

(vii) Acclimation procedures and 
methods of assigning turds lu test pens, 
including method of randomization, and 
any rearrangement due to 
incompatibility. 

(viii) Frequency, duration, and 
methods of observation. 

|ix) Description of any signs of 
intoxication, including lime of onset, 
duration, severity (including death), and 
numbers affected, including accidental 
deaths or injuries. 

|x) Food consumption per pen and an\ 
observations of repellancy or food 
palatability. 

(xi) Method of marking all birds and 

(xii) Details of autopsies. 

(xiii) Egg and hatching data in 

summary and by pen per week in 
sufficient detail to allow an independent 
statistical analysis. Data should be 
presented for all of the parameters listed 
in paragraph |c)(6)(i) of this section. The 
number of eggs set should also tar 
reported. 

(xiv) Egg storage, incubation, and 
hatching temperatures, relative 
humidities, and turning frequencies. 

(xv) Observations of health and 
weights of young at 14 days of age. 

(xvi) Location of all raw data Storage 

(xvii) Methods of statistical analysis 

and interpretation of results. 

(xviii) Anything unusual about the 
test, any deviation from these 
procedures, and any other relevant 
information. 

(2) In addition, the following 
information should be available upon 
request: 

(i) A general description of the 
support facilities. 

(ii) A description of the Quality 
Control/Quality Assurance program, 
including the Average Quality Level fur 
the program element performing the test, 
procedures used, and documentations 
that these levels have been achieved. 

(iii) The names, qualifications, and 
experience of personnel working in the 
program element performing the test, 
including the study director, principal 
investigator, quality assurance officer, 
as welt as other personnel Involved in 
the study. 

(iv) Standard operating procedures for 
all phases of the test and equipment 
involved in the test. 

(v) Suurces of nil supplies and 
equipment involved in the test. 

(vi) Diagram of the test layout. 

(vii) Originals or exact copies of all 
raw data generated In performing the 
test. 
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(vlll) A detailed description, with 
references, of all statistical methods. 

(0 References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) U.S. Department of Agriculture. 
"National Poultry Improvement Plan," 
Report No. 2. Directory of Participants 
Handling Waterfowl , Exhibition 
Poultry, and Game Birds. U.S.D.A.. 
Science and Education Administration, 
Beltsville. MD 20705 (1979). 

(2) (Reserved) 

$ 797.2150 Mallard Reproduction Test. 

(a) Purpose. This guideline is designed 
to develop data on the reproductive 
effects on the mallard of chemical 
substances and mixtures subject to 
chronic environmental effects test 
regulations under the Toxic Substances 
Control AcMTSCA) (Pub. L 94-4H9, 90 
Slat. 2003 15 U.S.C. 2601 et seq ). The 
Agency will use these and other data to 
assess the reproductive effects on birds 
that these chemicals may present in the 
environment. 

(b) Definitions . (1) The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and Part 792—Good 
laboratory Practice Standards of this 
chapter apply to this teat guideline. In 
addition, the following definitions apply 
generally to this guideline: 

(1) "Acclimation" Physiological and 
behavioral adaptation to environmental 
conditions (e g., housing and diet) 
associated with the test procedure. 

(ii) "Test substance" The specific form 
of a chemical or mixture of chemicals 
that is used to develop the data. 

(iii) "Photoperiod" The light and dark 
periods in a 24 hour day. This is usually 
expressed in a form such as 17 hours 
light/7 hours dark or 17L/7D. 

(iv) "Basal diet" Tim untreated form of 
the diet, such as the diet obtained from a 
commercial source. 

(2) The definitions in this section refer 
specifically to the production and 
quality of eggs and the subsequent 
development of these eggs up to the 
point where young are 14 days old. 

(i) "Eggs laid" this term refers to the 
total egg production during the test, 
which normally includes 10 weeks of 
laying. Values are expressed as numbers 
of eggs per pen per season (or test). 

(si) "Eggs cracked" Eggs determined to 
have cracked shells when inspected 
with a candling lamp. Fine cracks 
cannot be detected without using a 
candling lamp and if undetected will 
bias data by adversely affecting embryo 
development. Values are expressed as a 
percentage of eggs laid by all hens 
during the test. 


(iii) "Eggs set" All eggs placed under 
incubation. i.c„ total eggs minus cracked 
eggs and those selected for analysts of 
eggshell thickness. The number of eggs 
set. itself, is un artificial number* but it 
is essential for the statistical analysis of 
other development parameters. 

(iv) "Viable embry os (fertility)" Eggs 
in which fertilization has occurred and 
embryonic development has begun. This 
is determined by candling the eggs 14 
days after incubation has begun. It is 
difficult to distinguish between the 
absence of fertilization and early 
embryonic death. The distinction can be 
made by breaking out eggs that appear 
infertile and examining further. This 
distinction is especially important when 
a test compound induces early embiyo 
mortality. Values arc expressed as a 
percentage of eggs set. 

(v) "Live 21-day embryos" Embryos 
that are developing normally after 21 
days of incubation. This is determined 
by candling the eggs. Values are 
expressed as u percentage of viable 
embryos (fertile eggs). 

(vi) "Hatchabllity" Embryos that 
mature, pip the shell, and liberate 
themselves from their eggs on day 25.26. 
or 27 of incubation. Values are 
expressed as a percentage of viable 
embryos (fertile eggs). 

(vii) "14-day old survivors" Birds that 
survive for 2 weeks following hatch. 
Values are expressed both as a 
percentage of hatched eggs and as the 
number per pen per season (test). 

(viii) "Eggshell thickness*' The 
thickness of the shell and the membrane 
of the egg at several points around the 
girth after the egg has been opened, 
washed out, and the shell and 
membrane dried for at least 48 hours at 
room temperature. Values are expressed 
lis the average thickness of the several 
measured points in millimeters. 

(c) Test Procedures — (1 ) Summary of 
test (i) After birds have been obtained 
they should be observed for health and 
acclimated for at least 2 weeks. 

(ii) Test birds should be randomly 
assigned to control and various 
treatment groups. 

(iii) The test substance should be 
thoroughly and evenly mixed into the 
diet at concentrations specified in the 
test rule. All treatment levels should be 
analyzed for test substance 
concentrations at the beginning and 
midway through the test. 

(iv) Birds should be weighed at the 
beginning of the test, at 14-day intervals 
until the onset of laying, and at 
termination of the test. 

(v) Photoperiod should be carefully 
controlled un a shurfday basis during 
the initial exposure phase, then 


increased to 10 to 17 hours to induce 

toying. 

(vij Birds should be observed 
regularly for abnormal behavior or 
mortality throughout the test. 

(v ii) Eggs should be removed daily 
anJ stored until there is a sufficient 
qu.mtity for incubation. All eggs should 
be candled for cracks and crucked eggs 
removed. Once every 2 weeks, all eggs 
produced that day should be analyzed 
for eggshell thickness. Incubated eggs 
should be candled on day 14 and day 21. 
I latching should be completed by dav 
27. 

(viii) Hatchlings should be maintained 
in pens until they arc 14 days old. 
Ahnormu! behavior or death should be 
reported. Ducklings should be weighed 
on day 14. 

(ix) A statistical analysis should be 
performed, preferably by anulysis of 
variance or regression analysis. 

(x) The report should include all 
conditions, procedures, and results. 

Data should be sufficiently detailed for 
an independent statistical analysis. 

(xi) All treated birds should be 
sacrificed and disposed of propel ly. 
Control birds may be kept as breeding 
stock, but should not be used in uny 
other tests. Control offspring may lie 
reared and used in another test as 
adults. 

(2) |Reserved| 

(3) (Reserved) 

(4) Definitive test —(i) Test substance. 
(A) The concentrations of test substum <• 
in the diet will be specified in the test 
rule. Generally, three treatment groups 
and a control group will be used. The 
higher two treatment levels will be 
multiples (often 5x. 10X, or 20x) of the 
lowest treatment level. The highest 
treatment levels usually will be below 
lethal levels, unless predicted exposure 
levels are high enough to approximate 
lethal levels. 

(B) The material to be tested should 
be analytically pure and the degree of 
purity should be reported along with the 
percentage of each impurity at levels 
specified in the test rule. If specifically 
required by a test rule for a particular 
substance or mixture, the technical 
grade should be tested. The test rule will 
specify the degree of purity or a range of 
compositions of the technical grade 
material. 

(ii) Controls . A concurrent control is 
required during every test. The control 
birds should be from the same hutch as 
the test groups. Control and test birds 
should be kept under the same 
experimental conditions. Thu test 
procedures should be the same for 
control and treated birds, except that no 
test substance should be added to the 
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diets of c ontrol birds If a carrier is used 
in preparation of the test diets, the same 
carrier should be added to the diets of 
control birds in the highest 
concentration used for test diets. The 
use of shared controls is acceptable for 
c oncurrent tests as long as the same 
carrier is used for all the tests. 

(iii I Test groups and numbers of birds 
(A) Father one of two designs may bo 
used for numbers of animals and pens. 
For one design, each of the three 
treatment groups and the control group 
should consist of o minimum of 8 
replicate pens, with each pen containing 
one male and three females. For the 
alternative design, each group should 
consist of 12 replicate pens containing 
one male and one female per pen: the 
use of 20 replicate pens in the control 
group may yield n test with greater 
statistical power. Either design is 
acceptable as long as productivity 
reaches the definitive values given in 
paragraph (c)(4)(xii) of this section, 
resting facilities using an experimental 
design with which they are not familiar 
are advised to experiment first without 
test substances in order to determine the 
feasibility of obtaining acceptable 
productivity levels. 

|B) All control and treatment birds 
should be randomly distributed to pens 
from the same population. 

Civ) Duration of test, (A) The test 
consists of three phases following 
acclimation to test facilities, the initial 
phase begins with exposure of treatment 
groups to diet containing the test 
substance and is typically 6 to 8 weeks 
long. After the initial phase, the 
photoperiod is manipulated according to 
paragraph (c)(4)(v) of this section to 
bring the hens into laying condition. 

This second phase ends with the onset 
of egglaying and Is typically 2 to 4 
weeks long. The final phase begins with 
the onset of laying and lasts for at least 
R weeks, preferably 10 weeks. A 
withdrawal study period may be added 
to the test phase If reduced reproduction 
is observed. The withdrawal period, if 
used, need not exceed 3 weeks. 

IB) Exposure of adult birds to the test 
substance should be continuous 
throughout the test. Unless otherw ise 
specified in the test rule, test birds 
should be exposed to the test substance 
for at leas! 10 weeks prior to the onset of 
egg laying. 

(v) Preparation for reproduction 
(photoperiod/. (A) Lighting regimes 
(photoperiod) are critical to successful 
reproduction. Various photoperiod 
re gime s have been demonstrated to give 
acceptable results. Any photoperiod 
regime that results in productivity that 
meets the definitive values given in 
paragraph (r.)(1)(xii) of this section is 


acceptable as long ns birds are exposed 
to treated diets a minimum of 10 weeks 
prior to the onset ©flaying. Regardless 
of the mpthod selected, lighting should 
be controlled carefully. It is important 
during the initial phase to not interrupt 
the dark period unless absolutely 
necessary. 

(B) A suggested photoperiod regime 
would consist of maintaining birds 
under a pbotoperiod of 7 or 8 hours of 
light during the initial phase. At the end 
of the initial phase, the photoperiod may 
be increased to 10-17 hours of light per 
day. The photoperiod may be 
maintained at tills level for the 
remainder of the study, although nn 
increase each week of 15 minutes per 
day is acceptable. 

(vi) Observations of record on adult 
birds (A) Body weights should be 
recorded for each adult bird at the 
beginning of (lie treatment period, at 14- 
day intervals until the onset of egg 
laying, and ut termination of treatment 
Birds may be weighed during egg 
production phase of the study only if 
they ore not unduly stressed by the 
procedure. Food consumption should be 
measured and recorded by pen at least 
iis often as body weights are measured 
prior to the onset of laying and ut least 
bi-weekly throughout the rest of the 
study. 

(B) Observations on adult birds 
should be made at least once a day. Any 
mortality or other signs of toxicity 
should be described ond recorded by 
date or day of lest. Gross pathological 
examinations should be conducted on 
all birds that die during the test period 
and for all survivors at the end of the 
test. Analysis for test substance 
residues of two or more tissues fe.g 
muscle, fat) is encouraged, but not 
required unless specified in the 
individual Test Rule under Part 799 of 
this chapter. 

(vii) Egg collection storage. and 
incubation. All eggs should be collected 
daily, marked .according to the pen from 
which collected, and should be stored at 
16 *C and 55 to 80 percent relative 
humidity. Storage in plastic bags may 
improve uniformity of hatching. Stored 
eggs should be turned daily. At weekly 
or biweekly intervals, eggs should be 
removed from storage and be candled to 
detect eggshell cracks. Except for eggs 
with cracked shells and those eggs 
removed for eggshell thickness 
measurements all eggs should be set 
after candling for incubation in a 
commercial incubator. If incubators are 
not equipped to automatically turn eggs, 
Ihey should be turned daily by hand. 
During the incubation period, eggs 
should be maintained at 37.5 # C and 
approximately 70 percent relative 


humidity. Fggs should be candled again 
on day i4 of incubation to determine 
fertility and early death of embry o. A 
final candling should be done nn day 21 
to measure embryo survival On day 23. 
eggs should be removed to a separate 
incubator or hatcher. Hatching will 
normally be complete by the end of duv 
27. 

(viii) Duckling maintenance. By day 
27 of incubation, the hatched mallard 
ducklings should be removed from the 
hatcher or incubator. Ducklings should 
be either housed according to the 
appropriate parental pen group or 
individually marked (such as by leg 
bands) ns to parental group and housed 
together. Ducklings should be 
maintained in commercial brooder pens 
or pens of similar construction. Pens 
should be constructed of galvanized 
metul or stainless steel. Temperature in 
the pens should be controlled, 
preferably by a thermostatic control 
device. A temperature gradient in the 
pen from approximately 35 ’C to 
approximately 22 *C w ill allow young 
birds to seek a proper tempc?rature. 
Temperature requirements for young 
birds typically decline over this range 
from birth through the first several 
weeks of life. Ducklings should be 
provided a standard commercial duck 
starter ration, or its nutritional 
equivalent. No test substance may be 
added to the diets of ducklings. 
Ducklings should be maintained until 
they are 14 days old. 

(ix) Observation of record on 
ducklings . The hatchabiliiy, percentage 
of normal hatchlings, percentage of 14- 
day old surv ivors, and number of 14-day 
old survivors per hen should be 
recorded and reported Ducklings should 
be observed daily from hatching until 
they arc 14 days old. Mortality, signs of 
toxicity, and other clinical abnormalities 
should be recorded at least cumulatively 
through day 5 and recorded by age from 
days 5 through 14. Average body 
weights should be recorded for 
ducklings at day 14. 

(x) Eggshell thickness. Once every 
two weeks all eggs newly laid that day 
should be removed and measured for 
eggshell thickness. Eggs should be 
opened at the girth (the widest portion), 
the contents washed out (or used or 
saved for egg residue analysis), and the 
shells air dried for at least 48 hours. The 
thickness of the shell plus the dried 
membrane should be measured at a 
minimum of 3 points around the girth 
using a micrometer calibrated at least to 
(KOI mm units. 

(xi) Typical observ ed values. The 
values reported here represent those 
observed from n few testing facilities 
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under their conditions. These values arc 
not necessarily representative of those 
from all facilities, however, if a 
reproduction test does not meet or at 
least approach these values for control 
birds, then there is likely to be a 
problem with test procedures or 
conditions that should be investigated 
and corrected. Typical values include: 

(A) Eggs laid. Normal values for 
mallards—28 to 38 eggs per hen per 
season. 

(B) Eggs cracked. Normal values for 
mallards—0.6 to 6 percent of eggs laid. 

(C) Viable embryos (fertility). Normal 
fertility values for mallards—85 to 98 
percent of eggs set. 

(D) Live 2l-day embryos. Normal 
values for mallards—97 to 99 percent of 
viable embryos. 

(E) llutchability. Normal values for 
mallards—50 to 90 percent of viable 
embryos (fertile eggs). 

(F) 14-day-old sundvors. Normal 
values for mallards—94 to 99 percent of 
eggs hatched. 

(G) Eggshell thickness. Normal 
average values for mallards—0.34 to 0.39 
mm. 

(xii) Definitive test criteria. (A) A test 
is unacceptable if mallard duckling 
productivity in control groups does not 
average fourteen 14 day old survivors 
per hen over a 10 week period. 

(B) A test is unacceptable if the 
average eggshell thickness in control 
groups is less than 0.34 mm. 

(C) A test is unacceptable if more than 
10 percent of the adult control birds dte 
during the test. 

(5) [Reserved] 

(G) Analytical measurements —(i) 
Statistical analysis. (A) Experimental 
groups should be individually compared 
to the control group by analysis of 
variance. Other accepted statistical 
methods may be used as long os they 
are documented and described. In 
particular, regression analysis is highly 
desirable if the data and number of dose 
levels allow the use of this technique. 
Sample units are the individual pens 
within each treatment level or control. 
Analysis should include: 

(7) Body weights of adults. 

12] Food consumption of adults. 

(3) Percentage of hens laying eggs. 

This should always be determined when 
pens contain a single pair, if feasible, it 
should be determined when pens 
contain groups. 

(4) Number of eggs laid per pen. 

(5) Percentage of cracked eggs. 

(tfj Percent viable embryos of eggs set. 

(7) Percent live 21-day embryos of 
viable embryos. 

(#) Percent hatching of viable- 
embryos. 


(0) Percentage of hatchlings that are 
normal. 

(70) Percent 14 day-old survivors of 
normal hatchlings. 

(//) Number of 14-day-old survivors 
per hen. 

[12] Body weights of 14 day-old 
survivors. 

(73) Eggshell thickness. 

(ii ),Analysis for test substance 
concentrations. (A) Samples of treated 
diets should be analyzed to confirm 
proper dietary concentrations of the test 
substance. If samples cannot be 
analyzed immediately, they should be 
stored appropriately (e g., frozen at a 
temperature of -15 *C or lower) until 
analysis can be performed. Analyses 
should be conducted on all test 
substance concentrations at the 
beginning of the test period and again 10 
to 12 weeks later. If not otherwise 
available, data should be generated to 
indicate whether or not the test 
substance degrades or volatilizes. If the 
tost substance is known or found to be 
volatile or labile to the extent that 25 
percent or more loss occurs within one 
week, then test substance diets should 
be prepared (freshly or from frozen 
concentrate) at a frequency that will 
prevent more than 25 percent loss of test 
substance. 

(B) The assay method used to 
determine actual concentrations should 
be reported according to paragraph 
(e)(l)(vi) of this section. 

(C) Analysis of basal diet. A nutrient 
analysis of the basal diet should be 
included in the test report. For 
commercially prepared basal diets, the 
list of ingredients supplied by the 
manufacturer is normally sufficient, if it 
is detailed. The composition of any 
vitamin or other supplements should 
also be reported. 

(d) Test conditions —(1) Test 
species —(i) Selection. (A) The mallard, 
Anas platyrbyncbos L. is the test 
species. Test birds should lie pen- 
reared. They may be reared in the 
laboratory or purchased from 
commercial breeders. Rearing stock 
and/or test birds should be obtained 
only from sources that have met the 
requirements for "U.S. Pullorum- 
Typhoid Clean** classification under 
paragraph (f)(1) of this section. Birds 
should bo obtained only from sources 
whose colonies have known breeding 
histories. If possible, a history of rearing 
practices for test birds should be 
obtained and made available upon 
request. This history should include 
lighting practices during rearing, disease 
record, drug and any other medication 
administered, and exact age. Test birds 
should be phenotypically 
indistinguishable (except for size) from 


wild stock. Conscientious breeders of 
such birds will periodically outbreed 
their flocks with genetically wild stock 
in order to maintain a genetic 
composition that approximates the 
heterogeneity of naturally occurring 
birds. 

(B) All control and experimental birds 
used in a test should be from the same 
source and strain. If shipped, all birds 
should be examined following shipment 
for possible physical injury that may 
have occurred in transit. All birds 
should have a health observation period 
of at least 2 weeks prior to selection for 
treatment Birds should be in apparent 
good health. Deformed, abnormal, sick, 
or injured biicls should not be used. A 
population of birds should not be used if 
more than 3 percent of either sex die 
during the health observation period. 
Birds should not have been selected in 
any way for resistance to toxic 
substances. Birds should not have been 
used in a previous test, either in a 
control or treatment group. Offspring of 
birds used In a treatment group in a 
previous test should not be used, but 
offspring of birds used as a control in a 
previous test are acceptable, 

(C) Test birds should be approaching 
their first breeding season and should be 
at least 7 months old. All test birds 
should be the same age within 1 month, 
The age of test birds should be reported. 

|D) Mallards should be acclimated to 
test facilities and untreated basal diet 
for at least 2 weeks. Acclimation may be 
in the actual pens used in the test or in 
identical pens. Tire acclimation period 
may coincide with the health 
observation period. Birds should be 
randomly assigned to treatment and 
control pens. I lowever. when birds in a 
pen are incompatible, they may be 
rearranged within a control or treatment 
group at any time prior to initiating 
treatment. 

(E) During holding, acclimation, ond 
testing, birds should be shielded from 
excessive noise, activity, or other 
disturbance. Birds should be handled 
only as much as is necessary to conform 
to test procedures. 

(ii) Diet —(A) Adult birds. (7) A 
standard commercial duck breeder 
ration, or its nutritional equivalent, 
should be used for diet preparation. This 
ration or basal diet should be used for 
both control and treatment birds and 
should be constant throughout the 
duration of the study. Antibiotics or 
other medication should not be used in 
the diet or water of breeding birds. It 
may not be possible to obtain food that 
is completely free of pesticides, heavy 
metals, and other contaminants. 
However, diets should be analyzed 
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periodically for these substances and 
should be selected to be as free From 
contaminants as possible. A nutrient 
analysis (quantitative list of ingredients) 
of the diet should be included with the 
test report. 

(.?) The test substance should be 
mixed into the diet in a manner that will 
ensure even distribution of the te?y 
substance throughout the diet. If 
possible, the test substance should be 
added to the diet without (he use of a 
carrier or diluent. If a diluent is needed, 
the preferred diluent is distilled water, 
but water should not be used for test 
substances known to hydrolyze readily. 
When a test substance is not water 
soluble, it may be dissolved in a reagenl 
grade evaporative diluent (e.g.. acetone, 
methylene chloride) and then mixed 
with the test diet. The solvent should be 
completely evaporated prior to feeding. 
Other acceptable diluents may be used, 
if necessary, and include tabic grade 
com oil. propylene glycol, and gum 
arubic (acacia). If a diluent is used, it 
should comprise no more than 2 percent 
by weight of the treated diet, and an 
equivalent amount of diluent should be 
added to control diets. 

( 9) Diets may be mixed by commercial 
or mechanical food mixers. Other means 
are acceptable as long as they result in 
even distribution of the test substance 
throughout the diet. Screening of the 
basal diet before mixing is suggested to 
remove large particles. For many test 
substances, it is recommended that diets 
1m mixed under a hood. Frequently, the 
test substance is added to an aliquot of 
the basal diet to form a premix 
concentrate. The premix concentrate 
should be stored so as to maintain the 
chemical concentration. For final 
preparation of test diets, the premix is 
mixed with additional basal diet to form 
the proper concentrations. The 
frequency with which final treated diets 
are prepared will depend upon the 
stability and other characteristics of the 
test substance. Unless otherwise 
specified in the test rule or determined 
by degradotion or volatility studies, it is 
recommended that final diets be 
prepared weekly, either fresh or from a 
concentrate. For volatile or labile test 
substances, test diets should be mixed 
frequently enough so that the 
concentrations are not reduced from 
initial concentrations by more than 25 
percent. Analysis of diets for test 
substance concentrations is required as 
specified in paragraph (c)(6)(ii) of this 
section. 

(•/) Clean water should be available 
ad libitum. Water bottles or automatic 
watering devices are recommended. If 


water pans or bowls are used, water 
should be changed daily or more often. 

(II) Young birds. Young birds 
produced during the test should be fed a 
commercial duck starter ration, or Us 
nutritional equivalent. No test substance 
should be added to the diets of young 
birds. No antibiotics or medication 
should be used in the diet. 

(2) Facilities, (i) Mallards should be 
housed in breeding pens or cages of 
adequate size conforming to good 
husbandry practices. Space 
requirements for mallards have not been 
well defined, but it is recommended that • 
there lie at least 10,000 square 
centimeters (approximately 5.4 square 
feet) of floor space per bird. 

Doc umentation that reproductive 
parameters and health of birds are not 
adversely affected should be provided 
for cages much smaller than this area. 

The preferred construction materials are 
stainless steel, galvanized sheeting, and 
wire mesh. For enclosed cages, floors 
and external walls may be wire mesh; 
ceilings and common walls should be 
solid sheeting. Open-topped pens may 
be constructed of the same materials for 
the side walls with open tops and wire 
mesh or concrete floors. Concrete floors 
should be covered with litter such as 
straw, wood shavings, or sawdust. 

Other construction materials, except 
wood, are acceptable if they can be kept 
clean. Wood may be used as vertical 
framing posts for the support of wire 
mesh or for horizontal framing along the 
top of the pen. Wood should not be used 
for floors or lower sides of pens unless it 
has been coated with a non-adsorbent 
material such as perfluorocarbon plastic 
(e g.. Teflon) or unless the wood is 
replaced between tests. 

(ii) Fens should be disassembled (if 
feasible) and should be cleaned 
thoroughly between tests. Steam 
cleaning of enclosed cages is 
recommended. Enclosed cages muy be 
brushed thoroughly, as un alternative 
method. For open-topped pens, the sides 
and vertical supports should be 
thoroughly brushed. Any used floor litter 
should be discarded. The floor 
composition will dictate methods used 
to clean the floor. If litter is used on the 
floor, it should be fresh and clean when 
birds are placed in the pen. The use of 
detergents or bleach is acceptable, but 
other chemical disinfectants (such us 
quaternary ammonium compounds) 
should not be used. When necessary to 
control disease vectors, hot or cold 
sterilization techniques are 
recommended, as long as such 
techniques will not leave chemical 
residues on the cages. For cold 


sterilization, ethylene oxide is 
recommended. 

(iii) Pens should be kept indoors in 
order to better control lighting, 
temperature, humidity, and other 
factors. Outdoor pens may be used only 
during the normal breeding season. The 
photuperiod should be carefully 
controlled, preferably by automatic 
timers. A 15 to 30 minute transition 
period is desirable. The photoperiod 
regime is described under paragraph 
(c)(4)(v) of this section. Lights should 
emit a spectrum simulating that of 
daylight. The use of shorter wave-length 
"cool-while" fluorescent lights that do 
not emit the daylight spectrum should be 
avoided. Illumination intensity should 
be about 8 foot-candles at the level of 
the birds. 

(iv) Temperature and humidity should 
be controlled during the study. 
Recommended levels are 21 *C and 55 
percent relative humidity. Temperature 
for indoor tests should be recorded at 
least weekly at the same time of day 
and should be reported. For tests 
conducted without temperature control, 
temperature minimums and maximums 
should be recorded daily. Continuous 
temperature monitoring is desirable. 
Temperature recording should be made 
at levels of 2.5 to 4 cm above the floor of 
the cage. Recording of approximate 
humidity levels is also desirable. Cqod 
ventilation should be maintained. 
Suggested ventilation rates are 4 
changes per hour in winter and 15 
changes per hour in the summer. 

(v) If facilities are being used for the 
first time, it muy be desirable to allow 
birds to breed in the facility prior to 
testing in order to ensure that controls 
will have acceptable productivity 
according to the requirements given in 
paragraph (c)(4) (xi) and (xii) of this 
section. 

(e) Reporting. (1) The test report 
should include the following # 
information: 

(i) Name of test, sponsor, test 
laboratory and location, principal 
investigators). and actual dates of 
beginning and end of test. 

(ii) Name of species tested (including 
scientific name), age of birds (in months) 
at the beginning of the test, source of 
birds, and body weights for adult birds 
throughout the test. 

(iii) Description of housing conditions, 
including type, size, and material of pen. 
temperature, humidity, photoperiod and 
lighting intensity, and any changes 
during the test. 

(iv) Detailed description of the basal 
diet, including source, composition, 
diluents (if used), and supplements (if 
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used). A nutrient analysis of the basal 
diet should be included. 

(v) Detailed description of the test 
substance including its chemical 
name(s), source, lot number, 
composition (identity of major 
ingredients and impurities), and known 
physical and chemical properties 
pertinent to the test (e.g., solubility, 
volatility, degradation rate. etc.). 

(vi) The number of concentrations 
used, nominal and measured 
concentrations of test substance in each 
level, assay method used to determine 
actual concentrations, storage 
conditions and stability of treated diets, 
number of birds per pen and number of 
replicate pens per concentration and for 
controls. 

(vii) Acclimation procedures and 
methods of assigning birds to test pens, 
including method of randomization, and 
any rearrangements due to 
incompatibility. 

(viii) Frequency, duration, and 
methods of observ ation. 

(ix) Description of any signs of 
intoxication, including time of onset, 
duration, seventy (including death), and 
numbers affected, including accidental 
deaths or injuries. 

(x) Food consumption per pen and any 
observations of repelleucy or food 
portability. 

(xi) Method of marking all birds and 
eggs. 

(xii) Details of autopsies. 

(xiii) Egg and hatching data in 

summary and by pen per week in 
sufficient detail to allow an independent 
statistical analysis. Data should be 
presented for all of the parameters listed 
In paragraph (c][6](i) of this section The 
number uf eggs set also should be 
reported. 

(xiv) Egg storage, incubation, und 
hatching temperatures, relative 
humidities, and turning frequencies. 

(xv) Observations of health and 
weights of young at 14 days of age. 

(xvi) Location of all raw data storage. 

(xvii) Methods of statistical analysis 

and interpretation of results. 

(xviii) Anything unusual about the 
test, any deviation from these 
procedures, and any other relevant 
information. 

(2) In addition, the following 
information should be available upon 
request; 

(i) A general description of the 
support facilities. 

(it) A description of the Quality 
Control/Quality Assurance program, 
including the Average Quality Level for 
the program element performing the test, 
procedures used, and documentations 
that these levels have been achieved. 


(iii) The names, qualifications, and 
experience of personnel working in the 
program element performing the test, 
including the study director, principal 
investigator, quality assurance officer, 
as well as other personnel involved in 
the study. 

(fv) Standard operating procedures for 
all phases of the test and equipment 
involved in the test. 

(v) Sources of all supplies and 
equipment involved in the test. 

(vi) Diagram of the test layout. 

(vii) Originals or exact copies of all 
raw data generated in performing the 
test. 

(viii) A detailed description, with 
references, of all statistical methods. 

(f) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) U.S. Department of Agriculture. 
"National Poultry Improvement Plan/’ 
Report No. 2. Directory of Participants 
Handling Waterfowl 1 Exhibition 
Poultry . and Game Birds . U.S.D.A.. 
Science and Education Administration. 
Beltsvilie. MD 20705 (1979). 

(2) |Reserved| 

§ 797.2175 Avian Acutt Oral Toxicity Test. 

(a) Purpose . The guideline in this 
section is designed to develop data on 
the acute oral toxicity to Northern 
bobwhite and Mallard for chemical 
substances and mixtures subject to 
acute environmental effects test 
regulations under the Toxic Substances 
Control Act (TSCA) (Pub. L 94-4G9. 90 
Slat. 2003 15 U.S.C 2601 et seq). The 
Agency will use these and other data to 
assess the acute hazard to birds. 

(b) Definitions . The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and Part 792—Good 
Laboratory Practice Standards of this 
chapter apply to this test guideline. In 
addition, the following definitions apply 
to this guideline: 

(1) "Acclimation" Physiological or 
behavioral adaptation of test animals to 
environmental conditions and basal diet 
associated with the test procedure. 

(2) "LD*© M The empirically derived 
dose of the test substance that is 
expected to result in mortality of 50 
percent of a population of birds which is 
treated with a single oral dose under the 
conditions of the test. 

(3) "Test substance" The specific form 
of a chemical or mixture of chemicals 
that is used to develop the data. 

(4) "Observation period" The portion 
of the lest that begins after the test birds 
have been dosed and extends at least 14 
days. 

(5) "Hatch* 4 Eggs or birds that are the 
same age and that are derived from the 


same adult breeding population, where 
the adults are of the same strain and 
stock. 

(c) Test procedures —(1) Summary of 
test (i) After birds have been obtained, 
they are acclimated for at least 14 days. 
The dosage levels for the definitive test 
are established, possibly requiring a 
range finding test to be conducted first. 
Test birds are randomly assigned to the 
various dosage levels and controls. 

Birds are weighed and the test 
substance is administered as a single 
oral dose either by gavage or copsule. 
Birds are closely monitored for 60 to 120 
minutes after doses are given and then 
observed regularly for mortality or other 
signs of intoxication throughout the 
observation period. Birds are weighed 
and feed consumption is estimated at 
least weekly. The mortality pattern is 
examined and subjected to the 
appropriate statistical analysis to derive 
the LDm. confidence limits, and slope of 
the dose-response line. The complete 
mortality pattern, along with signs of 
intoxication and necropsy data, should 
he reported. 

(ii) A test is unacceptable if more than 
10 percent of the control birds die during 
the test. 

(2) (Reserved) 

(3) Range-finding test: Unless the 
approximate toxicity of the test 
substance is known already, a range- 
finding test should be conducted to 
determine the dosage levels of the test 
substance to be used in the definitive 
test. Refer to paragraph (c)(4)(iv) of this 
section for details on dosage levels for 
definitive tests. Procedures for range¬ 
finding tests may vary, but generally, 
groups of a few birds are administered 
three to five widely-spaced doses. A 
series of 2, 20, 200, and 2.000 mg/kg- 
body weight is suggested. If a test 
substance is expected to be of low' 
toxicity, it may be of advantage to 
conduct a limit test at 2000 mg/kg first 
under paragraph (c)(4)(iv)(B) of this 
section. If mortality occurs at this level, 
then further range-finding at lower 
levels is suggested. The results of the 
range-finding test then may be used to 
establish the definitive test dosage 
levels. 

(4) Definitive test —(i) Administration 
of test substance. (A) After acclimation 
under paragraph (d)(l)(i)(D) of this 
section, feed should be w ithheld from all 
test groups for a minimum of 15 hours 
prior to administration of the test 
substance. Dosing by gavage is 
preferred; where gavage is not feasible 
doses may be administered by gelatin 
capsule. Doses are to be based on the 
individual body weight of each bird: 
weights are typically determined at the 
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time of dosing, but may be taken, 
especially for capsules, within 24 hours 
prior to dosing* Dosing should be done 
in the early morning hours. 

(B) If a carrier is used to administer 
the test substance* the preferred carrier 
is distilled or deionized water unless the 
test substance is known to hydrolyze 
readily. Other acceptable carriers 
include com oil. propylene glycol, and 
gum acacia. Materials with known toxic 
or emetic properties should not be used. 
The dosing volume of test substance 
plus carrier in a test should be constant 
for all birds with respect to individual 
body weights and should not exceed 5 
ml/kg-body weight For those unusual 
test substances that might require a 
larger dosing volume (e.g.. liquids w ith 
low purity), a dosing volume up to 8 ml/ 
kg may be used: however, the test 
species should be bobwhite or else steps 
should be taken to ensure that mallards 
do not regurgitate the dose. 

(ii) Controls. (A) A concurrent control 
is required during every test. Control 
birds should be from the same hatch as 
the test groups. Control and test birds 
should be kept under the same 
experimental conditions. The test 
procedures should be the same for 
control and treated birds, except that no 
test substance should be administered 
to the control birds. Control birds should 
receive a sham dose consisting of the 
same carrier or capsule as received by 
the test birds. The use of shared controls 
is acceptable for concurrent tests as 
long as the same carrier or capsule is 
used for all the tests. 

(B) A test is not acceptable if more 
than 10 percent of the control birds die 
during the test period. 

(C) A concurrent positive control w ith 
a substance of known toxicity is not 
required. I lowever, a quarterly or semi¬ 
annual test with a laboratory standard 
(reference toxicant) is recommended as 
a means of detecting possible 
interlaboratory or temporal variation. A 
laboratory standard is also 
recommended when there is any 
significant change in food, housing, or 
source of birds. 

(iii) Number and sex of animals 
tested. (A) In the definitive test, a 
minimum of ten birds should be used for 
each dosage level of the test substance 
and for the control. Birds may be of 
either sex or both sexes in any ratio. A 
1:1 ratio is commonly used. 

(B) Birds at a dosage level may be 
divided into two pens of five birds each. 
If this is done, dividing the groups by 
sex is encouraged. 

(iv) Concentrations and dosage- 
mortality data . (A) A minimum of five 
dosage levels of the test substance 
should be used in the definitive test. 


These levels should be spaced 
geometrically. The recommended 
spacing is for each dosage level to be at 
least 80 percent of the next higher level 
(less than 1.67 times the next lower 
level). Ideally, dosage levels should be 
spaced so that at least three levels 
should result in mortality between, but 
not including. 0 percent and 100 percent 
and at least one level should kill more 
than 50 percent and at least one level 
should kill less than 50 percent of the 
birds in a group. For some test 
substances, it may be necessary to use 
more than five dosage levels to achieve 
these results. 

(B) For test substances expected to 
have relatively low toxicity, a limit test 
may be conducted at 2000 mg/kg. The 
LD*> may be reported as greater than 
2000 mg/kg if 10 birds are dosed at 2000 
mg/kg. if no mortality occurs, and if test 
procedures, number of controls, and 
duration are the same, except for the 
number of dosage levels, as in the 
definitive test. Signs of intoxication, if 
any, should be reported. No further 
testing is required at lower dosage 
levels. 

(v) Duration of test. The definitive test 
consists of the administration of the test 
substance followed by an observation 
period of at least 14 days. If mortality 
occurs during the last 3 days of the 14- 
day period, or if signs of intoxication are 
not clearly in remission, or if the test 
substance is expected to have delayed 
effects, then the observation period 
should be extended to at least 21 days 
or until mortality or signs of intoxication 
are not observed for 72 hours. 

(vi) Observations. (A) Birds should be 
monitored closely for the first 60 to 120 
minutes after dosing. Any regurgitation 
should be noted and reported. 

Additional observations of test birds 
should be made, at a minimum. 3 times 
on the day of dosing and at least daily 
throughout the remainder of the test 
period. Where feasible, twice daily 
observations are recommended. 

(B) Throughout the test period, all 
signs of intoxication, other abnormal 
behavior, and mortality should be 
recorded and reported by dosage level 
and by day. Signs of intoxication are 
those behaviors apparently due to the 
test chemical and may include a wide 
array of behaviors, such as labored 
respiration, leg weakness, hemorrhage, 
convulsions, ruffled feathers, etc. All 
signs of intoxication and any other 
abnormal behavior, such as excessive 
aggression, toe-picking, etc. that may or 
may not be attributed to the test 
substance should be reported. Among 
survivors, remission of signs of 
intoxication and cessation of abnormal 
behavior should be recorded by dosage 


level and by day. An estimate of the 
number of birds exhibiting such signs 
should be recorded for each dosage 
level. 

(C) Individual body weights of birds 
should be recorded and reported for 
control and treated birds at the time of 
calculating the dosage to be 
administered and weekly thereafter 
until the test is concluded. An extra 

w eighing the third day after dosing may 
provide useful information, especially 
on anorexia. Body weights of birds a 
week prior to dosing are not required, 
but would provide valuable base-line 
data. Feed consumption should be 
recorded at least w r eekly throughout the 
test: valuable additional information can 
be obtained by monitoring food 
consumption daily, especially for the 
first few days following dosing. 

(D) Gross pathology examinations 
should be conducted on at least two or 
three birds dying at each dosage level 
and on all control birds that die. Gross 
pathological examinations of survivors 
are optional, but may provide valuable 
information, espccialy for lesions 
associated with sublethal effects. 

(5) | Reserved | 

(6) Analytical measurements— (i) 
Statistical analysis. (A) The data should 
be analyzed, preferably by graphical or 
computational methods of probit 
analysis. The IJXt value, 95 percent 
confidence limits, and slope of tho 
transformed dose-response curve should 
be determined for mortality at the end of 
test. A test for heterogeneity of the data 
(e g . chi square test) should be 
conducted. Other standard statistical 
methods are acceptable if they provide 
the slope of the dose-response line as 
well as the LD*> value. 

(B) All methods used for statistical 
analysis should be described 
completely. 

(ii) Analysis of basal diet. (A) A 
proximate analysis of the basal diet 
should be included in the test report. 

The analysis should include percentages 
by weight of protein, fat. fiber, ash. 
calcium, and phosphorus. In addition to 
these analyzed components, a list of 
expected amounts of vitamins, minerals, 
or other supplements also should be 
reported. Most commercial feed 
companies provide both the analysis 
and the list of supplements on the label. 

(B) A contaminants analysis of the 
feed should be conducted periodically 
for heavy metals (e.g.. arsenic, cadmium, 
lead, mercury, and selenium) and 
persistent pesticides, especially 
chlorinated insecticides. A broader 
pesticide screen to include, for example, 
diazinon. methyl parathion, and 
malathion may be useful. 
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(d) Test conditions— ( 1) Test 
specie# —(i) Selection* (A) Northern 
bobwhite. Co linns vtrgmianus (L), and 
mallard. Anas platyrhynchos L. urc the 
test species. Birds may be reared in the 
laboratory or purchased from a breeder. 
All control and treatment birds used in a 
test should be from the same source and 
breeding population. Birds should be 
obtained only from sources whose 
colonies have known breeding histories. 
Birds should be phenotypically 
indistinguishable (except for size) from 
wild stock. It is recommended that birds 
be obtained from flocks that have been 
outbred periodically in order to maintain 
a genetic composition that approximates 
the natural heterogeneity of the species. 

(B) Birds used in the test should bn in 
apparent good health. Deformed, 
abnormal, sick, or injured birds should 
not be used. Birds should not be used for 
a inst if more than 5 percent of the total 
test population die during the 14-day 
acclimation period. Birds purchased 
from a breeder should be certified as 
disease*free or as bred from disease-free 
stocks. Birds should not have been 
selected in any way for genetic 
resistance to toxic substances. Birds 
should not have been used in a previous 
test, either in a treatment or control 
group. 

(C) Teal birds should be young adults, 
not yet mated, at least 16 weeks old at 
the time of dosing. A less preferred 
alternative is for the use of first year 
birds that may have been mated, as long 
as the birds are brought completely out 
of production through reduced light 
cycles. All birds used in a lest should be 
the same age ±1 week. It is 
recommended that weights be at least 
lflOg for bobwhite and 900g for mallard. 
More consistent responses may be 
attainable if the range of body weights 
is no greater ± 10 percent of the mean 
body weight for the test population. Thu 
age should be recorded and reported. 

(D) Test birds should be acclimated to 
test fuciiities and basal diet for a 
minimum of 14 days. Acclimation to test 
pens should be in the actual pens used 
in the test. Birds used in the lest should 
be ussigned randomly to treatment and 
control pens, except that assignment 
may be made to result in only one sex 
per pen if replicate pens are used for 
each dosage level, under paragraph 
(c)(4)(iit) of this section. Randomization 
should be done at the initiation of the 
acclimation period. 

(E) During holding, acclimation, and 
testing, birds should be shielded from 
excessive noise, activity, or other 
disturbance. Birds should be handled 
only as much as is necessary to conform 
to test procedures. 


(ii) Diet (A) A standard commercial 
game bird (for bob white) or duck (for 
mallard) feed or the nutritional 
equivalent, should be used as the diet. 
Feed should not be used past its normal 
shelf life. Antibiotics or other 
medication should not be used in the 
diet during the acclimation period or the 
lest. It may not be possible to obtain 
feed that is completely free of 
pesticides, heavy metals, and other 
contaminants: however, diets should be 
analyzed periodically, under paragraph 
(c)(6)(li)(B) of this section, and selected 
to be as free from contaminants as 
possible. Extra precautions should be 
taken when fish meal or oil is a major 
ingredient, since fish are often 
contaminated with high levels of 
chlorinated hydrocarbons. 

(B) Clean water should be available 
ad libitum. Only dean, unmedteated 
water should be offered during the 
acclimation and testing periods. Water 
bottles or automatic watering devices 
are recommended. If water pans or 
bowls are used, waiter should be 
changed at b?ast once a day. 

12) Facilities, (i) Tests should be 
conducted indoors with birds being 
maintained in commercial breeder or 
holding puns or pens of similar 
construction. Pens should be 
constructed of galvanized metal, 
stainless steel, or perfluorocarbon 
plastics. Materials that are toxic, likely 
to influence toxicity, or sorb test 
substances should not be used. Wire 
mesh should be used for floors and 
external walls: solid sheeting should be 
used for common walls and ceilings. 
Wire mesh fur floors should be fine 
enough so as to not interfere with the 
normal movement of birds yet coarse 
enough to allow fecal material to fall 
through. Pens should have a floor area 
of at least 500 square centimeters per 
bird (approximately 75 square inches) 
for bobwhite and 1.000 square 
centimeters per bird (approximately 150 
square inches) fur mallards and should 
be at least 24 centimeters 
(approximately 9.5 inches) high for 
bobwhite and 32 centimeters 
(approximately 12.5 inches) high for 
mallard Between tests pens should be 
disassembled (if feasible) and should be 
cleaned thoroughly. Steam cleaning of 
cages is recommended. Cages may be 
hosed, brushed thoroughly and hosed 
again, as an alternative method. The use 
of detergents or bleach is acceptable, 
but other chemical disinfectants such as 
quaternary ammonium compounds 
should not be used. When necessary to 
control disease vectors, hot or cold 
sterilization techniques are 
recommended, as long as such 


techniques will not leave chemical 
residues on the cages. For cold 
sterilization, ethylene oxide is 
recommended. Pens should not be 
cleaned during a lest. 

(ii) Testing is done indoors to control 
lighting and other environmental 
variables. Temperatures for adult birds 
should be maintained at normal indoor 
temperatures, preferablv between 15 *C 
and 27 # C (60 to 80 *F). Ventilation 
should be sufficient to supply 10 to 15 
air changes per hour. The test room 
should be maintained at a relative 
humidity of 45 to70 percent. Higher 
humidities are appropriate For 
waterfowl. A photoperiod of 6 hours 
light and 16 hours dark is recommended 
in order to prevent birds from coming 
into reproductive condition. Lighting 
may be either incandescent of 
fluorescent. Pens and lights should be 
positioned so that all pens will receive 
approximately equal illumination. 

(3) |Reserved| 

(e) Reporting » (1) The report should 
include, but not necessarily be limited 
to. the following information: 

|i) Name and address of the facility 
performing the study and the dales on 
which thu study wds initiated and was 
completed, terminated or discontinued. 

(ii) Objectives and procedures stated 
in Ihe approved protocol, including nn> 
changes in the original protocol. 

(iii) Statistical methods employed for 
analyzing the data. 

(iv) The test and. if used, control 
substances identified by name. 
Chemical Abstracts Service (CAS) 
number or code number, source, lot or 
batch number, strength, purity, and 
composition or other appropriate 
characteristics. 

(v) Stability of the test and. if used, 
control substances under the condition* 
of administration. 

(vi) A description of the methods 
used, including: 

(A) Description of housing conditions, 
including size, and material of 
pens, and the approximate test room 
temperature, humidity, ventilation rate, 
photoperiod, and lighting intensity. 

(B) Detailed description of feed, 
including source, supplements (if used) 
and proximate analysis. 

(C) Acclimation procedures and 
methods of assigning birds to test pens, 
and test pens to dose-levels. 

. (D) Frequency, duration, and methods 

of observations. 

(vii) A description of the test system 
used, including the scientific name of the 
test species, number used, sex and 
reproductive history and condition, age 
(in weeks) at the beginning of Ihe test, 
source, and procedures used for 
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identification- Individual body weights 
(or means, extremes, and an estimate of 
variance) should be reported for the 
beginning of the test and weekly 
thereafter. 

(viii) A description of the dosages, 
numbers of birds and replicates per 
dose, method and time of 
administration. The reported results 
should include: 

(A) The results of range-finding tests, 
if conducted. 

(B) For the definitive test, a 
description of signs of intoxication and 
other abnormal behavior, including time 
of onset, duration, severity (including 
death), and number affected at each 
dose level and control each day of the 
test. 

(C) Feed consumption per pen at least 
weekly or as often as measured, if more 
frequently than weekly, along with an 
estimate of wastage. 

(I)) The results of gross pathological 
examinations. 

(ix) A description of all circumstances 
that may have affected the quality or 
integrity of the data. 

(x) The name of the sponsor, study 
director, principal investigator, names of 
other scientists or professionals, and the 
names of all supervisory personnel 
involved in the study. 

Cxi) A description of the 
transformations, calculations, or 
operations performed on the data, a 
summary and analysis of the data, and a 
statement of the conclusions drawn 
from the analysis. Results of the 
analysis of data should include the 
calculated LDs* value. 95 percent 
confidence limits, slope of the 
transformed dose-response line, and the 
results of a goodness-of-fit lest (e.g.. chi- 
square test). 

(xii) The signed and dated reports of 
each of the individual scientists or other 
professionals involved in the study, 
including each person who. at the 
request or direction of the testing facility 
or sponsor, conducted an analysis or 
evaluation of data or specimens from 
the study after data generation was 

completed. 

(xiii) The locations where all 
specimens, raw data, and the final 
report are stored. 

(xiv) 1 he statement prepared and 
signed by the quality assurance unit. 

$ 797.2750 Seed Germination/Root 
Elongation Toxicity Test. 

(a) Purpose. The guideline in this 
section is intended for use in developing 
data on the acute toxicity of chemical 
substances and mixtures (“chemicals") 
subject to environmental effects test 
regulations under the Toxic Substances 
Control Act (TSCA) (PUB. L 94-469. 90 


Slat. 2003. 15 U.S.C. 2601 <•/ scq.). This 
guideline prescribes test procedures and 
conditions using seed of commercially 
important terrestrial plants to develop 
data on the phytoloxicity of chemicals. 
The United States Environmental 
Protection Agency (U.S. EPA) will use 
data from these tests in assessing the 
hazard of u chemical to the 
environment. 

(b) Definitions, T he definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA) and the definitions 
in Part 792—Good Laboratory Practice 
Standards of this chapter apply to this 
test guideline. The following definitions 
also apply to this guideline: 

(1) "ECX" means the experimentally 
derived chemical concentration that is 
calculated to effect X percent of the lest 
criterion. 

(2) "Embryo" means the young 
sporophytic plant before the start of 
germination. 

(3) "Germination" means the 
resumption of active growth by an 
embryo. The primary root should attain 
a length of 5 mm for the seed to be 
counted as having germinated. 

(4) "Hypocotyl" means that portion of 
the axis of an embryo or seedling 
situated between the cotyledons (seed 
leaves) and the radicle. 

(5) “Radicle" means that portion of 
the plant embryo which develops into 
the primary root. 

(6) "Test solution" means the test 
chemical and the dilution .water in 
which the test chemical is dissolved or 
suspended. 

(c:) Test procedures —(1) Summary' of 
the test . (ij Seed should be separated 
into appropriate size classes, and that 
size class containing the most seed used 
exclusively for the test. Fresh test 
solutions should be added to petri 
dishes that have been completely filled 
with either precleaned quartz sand. 200 
micron glass beads, or other inert 
material. The seed should then be 
positioned on the substrate allowing 
adequate room for anticipated growth. It 
is recommended that tho radicle end of 
the seed be aligned in the direction of 
this growth. Petri dish lids should be 
used to hold the seed in place, and the 
dishes sealed with tape. For those 
chemicals that are insoluble in water 
and that should be sorbed to the 
substrate, deionized or gloss-distilled 
water should be added to the substrate 
prior to positioning the seed. 

(ii) The dishes should be placed in a 
seed germinator or other grow th facility 
at a slight angle to facilitate linear root 
growth. Seed should be Incubated in the 
dark until at least 65 percent of the 
control seed have germinated and 


developed roots thul are at least 20 nun 
long. 

(lii) The number of seed that 
germinate should be counted, and root 
lengths measured. Concentration 
response curves, ECic's, and ivC+o's foi 
seed germination and root elongation 
should be determined and reported for 
each of the species tested. 

(2) Chemical application (i) Test 
chemicals that are soluble in water 
should be dissolved in deionized or 
glass distilled water und added to the 
substrate in the petri dishes at the start 
of the test. 

(ii)Tost chemicals that are insoluble 
in water but which can be placed in 
aqueous suspension with a carrier 
should be* suspended in deionized nr 
glass-distilled water with the carrier and 
then added to the petri dishes. The 
carrier should be soluble in water, 
relatively nontoxir. to plants, and should 
be used in the minimum amount 
required to dissolve or suspend the test 
chemical. There are no preferred 
carriers; however, acetone, gum arable, 
polyethylene glycol, ethanol and others 
have extensively heen used in testing 
herbicides, plant growth regulators, 
fungicides, and other chemicals that 
affect plants. Tests of the carrier effect 
should be included in the lest 
experimental design and conducted 
simultaneously as controls. 

(Hi) Water-insoluble chemicals for 
which no nontoxic water-soluble carrier 
is available, should be dissolved in an 
appropriate volatile solvent. The 
solution and substrate should he placed 
in a rotary vacuum apparatus, and 
evaporated, leaving a uniform coating of 
test chemical on the substrate. A 
weighed portion of the substrate should 
be extracted w ith the same organic 
solvent and the chemical assayed before 
the containers are filled. Solvent 
controls should be included in the 
experimental design and tested 
simultaneously. Deionized or glass 
distilled water should be added to the 
treated substrate prior to positioning the 
seed on the substrate. 

(2) Rany>c Finding Test, (i) A /ange- 
finding test should be conducted to 
establish (A) if definitive testing is 
necessary and (B) test solution 
concentrations for the definitive test. 

(ii) The seed should be exposed to a 
chemical concentration senes (e.g.. 0.01, 
0.1.1.0.10,100. and 1.000 mg/I. The 
lowest concentration in the series, 
exclusive of controls, should be at the 
chemical's detection limit. The upper 
concentration, for water soluble 
compounds, should be the saturation 
concentration. 
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(til) The test consists of one run for 
each of the recommended plant species 
or selected alternates. A minimum of 15 
seed per species should be exposed to 
each chemical concentration and 
control. The test period may be ended 
when at least 65 percent of the control 
seed have germinated and developed 
roots that are at least 20 mm long. 'Hie 
exposure period may be shortened if 
data suitable to establish the test 
solution concentration series for the 
definitive test can be obtained in less 
time and if the definitive test is to be 
conducted. No replicates are required: 
and nominal concentrations of the 
chemical are acceptable unless 
definitive testing is not required as 
specified in paragraph (c)(3](iv) of this 
section. 

(iv) Definitive testing is not necessary 
if the highest chemical concentration 
tested results in less than a 50 percent 
inhibition of germination or reduction in 
root growth or if the lowest 
concentration tested (analytical 
detection limit) results in greater than a 
50 percent inhibition of germination or 
reduction in growth. 

(v) Graphical analysis of the range- 
finding data facilitates selection of 
chemical concentrations for the 
definitive test. 

(4) Definitive test, (i) The purpose of 
the definitive test is to determine the 
concentration-response curves, the 
F.C*a's and EC*'s for seed germination 
and root elongation for each species 
tested, with the minimum amount of 
testing beyond the range-finding test. 

(ii) The seed of each species tested 
should be exposed to at least 6 
concentrations of the chemical chosen in 
a geometric series in which the ratio is 
between 1.5 and 2.0 (e.g., 2.4.8.18.32. and 
t>4 mg/1). The concentration ranges 
should be selected to determine the 
concentration response curves between 
the F.Cio and EC*> for both germination 
end root elongation. Test solutions or 
substrate extracts should be analyzed to 
determine chemical concentration prior 
to use. Selection of seed from the size 
class lot to be exposed to each test 
concentration should be unbiased. 

(iii) At least three replicates, each 
with at least 10 seed per species should 
be tested for each concentration and 
control. 

(iv) Every test should include controls 
consisting of the same dilution water, 
conditions, procedures and seed from 
the same lot used in the exposure group, 
except that none of the chemical is 
added. If a carrier (solvent) is needed to 
suspend or disperse the chemical, a 
separate carrier control should also be 
used 


(v) The test period may be ended 
when at least 85 percent of the control 
seed have germinated and developed 
roots that are at least 20 mm long. When 
both conditions are satisfied, the mean 
number of seed germinating and mean 
root length per treatment (and control) 
can be determined. If the test chemical 
concentration series does not bracket 
the EC 10 through EG*, for both 
germination and root elongation, the test 
should be repeated (at a higher or lower 
concentration series). Concentration 
response curves. ECio’s and EGu>*s for 
germination and root elongation should 
be determined for each species tested 
and reported along with their 95 percent 
confidence limits. 

(vi) Any abnormal seedling 
development or appearance such as 
lesions, enhanced root growth 
(measured), discoloration, swelling. loss 
of turgor, etc., should also be reported. 

(vii) A randomized complete block 
design is recommended for the definitive 
test with blocks delineated within the 
seed germinator or growth chamber. Jf. 
for any reason, blocking is not feasible 
total randomization within chambers is 
acceptable. 

(vHI) Temperature in the germination 
facility should be recorded hourly. The 
pH of the test solutions should be 
recorded at the initiation of the 
definitive test. 

(5) [Reserved! 

(6) Analytical measurements—[i] Test 
chemical . Stock solutions should be 
diluted with glass distilled or deionized 
water to obtain the test solutions. 
Standard analytical methods, if 
available, should be used to establish 
concentrations of these solutions and 
should be validated before beginning the 
test. An analytical method is not 
acceptable if likely degradation 
products of the chemical, such as 
hydrolysis and oxidation products, give 
positive or negative interference. The 
pH of these solutions should also be 
measured prior to use. 

(ii) Numerical. The number of seeds 
that germinate shall be counted and root 
lengths measured for each definitive test 
species. All root elongation 
measurements for a given species 
should be made sequentially before 
proceeding to the next species. Root 
length should be measured from the 
transition point between the hypocotyl 
and root to the tip of the root. Means 
and standard deviations should be 
calculated and plotted for each 
treatment and control. Appropriate 
statistical analyses should provide a 
goodness-of-fit determination for the 
concentration response curves. 


(d) Test conditions —(1) Test spends. 
(i) l est plants recommended for use 
include: 

(A) Lycopers icon escu ten turn 
(tomato). 

(B) Cucumis sattvus (cucumber). 

(C) foctuca saliva (lettuce). 

(D) Glycine max (soybean). 

(E) Bmssica o/eracea (cabbage), 

(F) Arenasativu (oat). 

(C) folium perennv (perennial 
ryegrass). 

(I I) Allium cepa (common onion). 

(1) Doucus carolo (carrot). 

(1) Zoo mays (com). 

(ii) Other species of economic or 
ecological importance to the region of 
impact, may also be appropriate for 
testing. A minimum of 10 species should 
be tested. 

(iii) Information on seed lot. the seed 
year or growing season collected, and 
germination percentage should be 
provided by the supplier of the semi. 
Only untreated seed (not treated with 
fungicides, repellents, etc.) taken from 
the same lot, and year or season of 
collection should be used in a given test. 
In addition, all seed of a species used in 
a test should be from the size class 
which contains the most seed. Damaged 
seed should be discarded. Standard 
seed dockage sieves should be used to 
size seed. 

(2) Facilities —(i) Apparatus. (A) seed 
germinator, or other controlled 
environment chamber capable of 
maintaining a uniform testing 
temperature of 25 ± 1 *C is required In 
addition, the facilities should include 

w ork areas for sizing, counting, and 
exposing seed for root measurement It 
possible, these areas should be isolated 
from other activities. A fume hood may¬ 
be needed when testing substances 
potentially hazardous to human health. 
Apparatus for distilling and deionizing 
water are needed unless reagent grade 
water is used. Refrigeration facilities to 
hold the seed in cold storage (5 "C) in 
moisture-proof containers at semi 
moisture contents of less than 10 percent 
are also needed. 

(B) Disposal facilities should be 
adequate to accommodate spent 
glassware, sand, beads, and test 
solutions at the end of each run and any 
bench covering, lab clothing, or other 
contaminated materials. 

(ii) Containers and support media. A 
minimum of 210 petri dishes and 
sufficient sand or glass beads, or other 
inert substrate to fill them are needed 
Large (200 mm) glass petri dishes are 
recommended. Perlite, vermicttlito. or 
nutivo soils, should not be used as 
substrates. 
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(sit) Ch arting andstnrili/ution (A) All 
glassware and the substrate should be 
cleaned following standard good 
laboratory practice before each test. The 
substrate should be washed in half 
strength concentrated nitric acid and 
rinsed with a mild base followed by 
washes of gluss-disIdled or deionized 
water. The pH of the washed substrate 
should be near neutral. If the glass 
beads are to be reused, they should be 
heated to 100 P C for 8 to 12 hours prior 
to add washing. A dichronuite solution 
should not be used for cleaning beads or 
petri dishes The sand and plastic pefri 
dishes should not be reused. 

(B) If fungal or other microbial 
contamination interferes with seed 
germination such that germination is 
less than 65 percent in the controls, 
glassware should be sterilized and/or 
the seed surface sterilized prior to use. 
e g., the seed may be soaked for 10 
minutes in a 10 percent sodium 
hypochlorite solution, then rinsed and 
soaked for 1 hour in glass-distilled 
wuier. 

(3) Tt*st parameters. Environmental 
conditions should be controlled to 
maintain incubation temperature at 25 :t 
1 *C in complete darkness. If species 
other than the ten recommended for use 
ire tested incubation conditions may 
have to be adjusted to meet germination 
and root length criteria in the controls 

(e) Reporting. The sponsor should 
submit to the USEPA all data developed 
during the test that are suggestive or 
predictive of phytotoxicity. In addition 
to the general reporting requirements 
prescribed in Part 792-—Good 
laboratory Practice Standards of this 
chapter, the following should be 
repotted: 

(1) Information on the source and 
history* of the seed, germination 
percentage reported by the supplier, and 
the seed size class used for testing. 

(2) The number of seed of each 
species per treatment, the number of 
replicates, carriers, incubation 
conditions, and seed sterilization 
procedures. 

(3) The concentration of the chemical 
added to each treatment dish and its pH 
Ipil is optional). 

Ml if the range-finding test showed 
that the highest concentration of the 
che mical tested {not less than 1.000 
m g/l) had no effect on the test species, 
report the results by species and 
* uncenlralion and a statement that the 
' hemient is of minimum phytoloxic 
concern. 

(5) If the range-finding test showed 
greater than 50 percent inhibition or 
g<rminution or root elongation at a test 
concentration at the analytical detection 
hmlt. the results by species and 


concentration and a statement that the 
chemical is phytoloxic below the 
analytical detection limit. 

(6) For each species included in the 
definitive test, means and standard 
deviations for germination and root 
length in each treatment. In addition, 
concentration response curves with 95 
percent confidence limits delineated, 
goodness-of-fit determination, and 
KCio’s and ECVs identified. 

(7) Methods and data records of ull 
chemical and numerical analyses 
including method validation and reagent 
blanks. 

(8) The data records of the incubation 
temperature, germination counts, and 
root length measurements. 

§ 797.2800 Early Seedling Growth Toxicity 
Test. 

(a) Purfwse. The guideline in this 
section is intended for use in developing 
data on the toxicity of chemical 
substances and mixtures (“chemicals”) 
subject to environmental effects test 
regulations under the Toxic Substances 
Control Act (TSCA) (Pub. L 94-4G9. 90 
Stat. 2003.14 U.S.C. 2001 et. seq.). This 
guideline prescribes tests using 
commercially important terrestrial 
plants to develop data on the 
phytoloxicity of chemicals. The United 
States Environmental Protection Agency 
(U.S. EPA) will use data from these tests 
in assessing the hazard of a chemical to 
the environment. 

(b) Definitions . The definitions in 
section 3 of the Toxic Substances 
Control Act (T SCA). and Part 792— 
Cood laboratory Practice Standards of 
this chapter apply to this test guideline. 
The following definitions also apply to 
this test guideline. 

(1) “EC X” means the experimentally 
derived chemical concentration that is 
calculated to effect X percent of the test 
criterion. 

(2) “Germination” means the 
resumption of active growth by an 
embryo. 

(3) “Support media’* means the quartz 
sund or glass beads used to support the 
plant. 

(c) Test Procedures —(1) Summary of 
the Test —(t) Root exposure. In 
preparation for the test, seeds are 
planted in the potting containers (or in 
cotton or glass-wool plugs supported in 
hydroponic solution) and after 
germination seedlings are thinned by 
pinching the stem at the support medium 
surface to ihe 10 most uniform seedlings 
per pot. This marks the start of the test 
and the time of first application of test 
chemical. Seedlings emerging after this 
lime are also pinched off at the surface. 
Potting mixtures of sand or glass beads 
ure subirrigated with nutrient solution. 


Chemicals are applied to the plants via 
nutrient solution or are adsorbed to Ihe 
support media. Plants are harvested 
after 14 days and analyzed for growth. 

(ii) Foliar exposure. The foliar 
exposure test is identical to the root 
exposure test except that chemicals are 
applied to plants by either spraying or 
dusting Ihe foliage or by exposing the 
plants to gas in a fumigation chamber. 

(2) Chemical application —(i) Root 
exposure. (A) Chemicals that are soluble 
in water should be dissolved in the 
nutrient solution just prior to the 
beginning of the test Deionized or glass 
distilled water should be used in making 
stock solutions of the test chemical. 
Sufficient quantities of each 
concentration should be made up as 
needed to minimi7.e storage time and 
disposal volume. 

(B) Chemicals that are insoluble in 
water, but which can be suspended in 
an aqueous solution by a earner, should 
be added, with the carrier, to the 
nutrient solution. The carrier should be 
soluble in water, relatively nontoxic to 
plants, and should be used in the 
minimum amount required to dissolve or 
suspend the test chemical. There are no 
preferred carriers: however, acetone, 
gum arable, polyethylene glycol, 
ethanol, and others have extensively 
been used in testing herbicides, plant 
growth regulators, fungicides, and other 
chemicals that affect plants. Currier 
controls should be included in the 
experimental design of the test and 
tested simultaneously. 

(C) Water-insoluble chemicals for 
which no nontoxic. water-soluble carrier 
is available, should be dissolved in an 
appropriate volatile solvent. The 
solution should be mixed with the sand 
or glass beads which are then placed in 
a rotary vacuum apparatus and 
evaporated leaving a uniform coating of 
chemical on the sund or beads. A 
weighed portion of beads should be 
extracted with the same organic solvent 
and the chemical assayed before the 
potting containers are filled. Solvent 
controls should be included in the 
experimental design and tested 
simultaneously. 

(ii) Foliar exposutv. (A) Water-soluble 
chemicals should be dissolved in 
deionized or glass-distilled water just 
prior to use. Sufficient quantities of each 
concentration should lie made up as 
needed. These solutions should be 
applied daily (during the normal 5-day 
work week). Plants should be placed in 
an exhaust hood and the chemical 
applied to the foliage. A plastic sleeve 
may be fitted over Ihe top of the pot, 
and Ihe foliage sprayed with specific 
quantities of test solution at known 
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concentrations. The plastic sleeve, 
confining the chemical to plant and pot. 
facilitates expression of chemical 
dosage to quantity per pot area (l.e^ pg/ 
m 1 ). Shoots of control plants should be 
sprayed in an identical manner with 
deionized or distilled water. 
Alternatively, a miniature compressed- 
air sprayer mounted on a pendulum and 
equipped to automatically spray a plant 
positioned directly beneath the center of 
its arc of swing may be used. 

(B) Water-insoluble chemicals, 
existing as solids, may be prepared for 
testing by grinding or other reduction to 
particles of <200 um diameter. Each day 
(during the normal 5-day work week) 
plants should be placed in an exhaust 
hood, a plastic sleeve Fitted over the top 
of the pot. and specific quantities of 
chemical sprinkled uniformly over the 
potted seedlings. Prior to chemical 
application, plants should be misted 
with water to promote foliar retention of 
the chemical. Control plants should also 
be misted with deionized or distilled 
water at each treatment date and dusted 
with an inert material of the same 
particle size. Applications are expressed 
as quantity per unit pot area (i.c., pg/ 
m 2 ). 

(C) Chemicals existing in gaseous 
form at normal ambient temperatures 
and pressures can be generated as 
needed or stored under pressure. The 
bottled gas may be 100 percent chemical 
or may be mixed with an inert carrier, 
such as nitrogen, to known 
concentrations. Chemicals of controlled 
or measured concentrations should be 
metered into the exposure chamber, 
uniformly mixed about the plants, and 
exhausted through an outlet port. 

(3) Rango finding test, (i) A range¬ 
finding test should be conducted to 
establish (A) if definitive testing is 
necessary and (Bj the concentrations of 
test substance used in the definitive test 
for each species. 

(ii) The recommended procedure is to 
expose newly germinated seedlings to a 
series of widely spaced concentrations 
of test chemical and assess effect as 
growth reduction. Seeds (approximately 
30) should be planted directly in 
containers filled to within 2.5 cm of the 
top with quartz sand or glass beads. If a 
hydroponic system is used, the seeds 
should be planted in plugs of cotton or 
glass wool supported at the top of the 
solution. When 50 percent of the seeds 
have germinated the seedlings should be 
thinned (by pinching) to the io most 
uniform per pot and exposed to a widely 
spaced concentration series (i.e„ 0.01. 
0.1.1.0, 10.100.1,000 mg/I) of test 
chemical The lowest concentration in 
the series, exclusive of controls, should 
be at the chemical's detection limit. The 


upper concentration, for water-soluble 
compounds, should be the saturation 
concentration. If the anticipated fate of 
the chemical is soil or soil water, and 
the mechanism of concern is root 
uptake, the chemical should be applied 
in nutrient solution to the root suppprt 
media (or coated on sand or glass beads 
for non-water soluble chemicals). W ith a 
chemical whose anticipated mode of 
exposure to plants is surfuce deposition 
by atmospheric transport, or irrigation 
water, the appropriate testing method 
may be foliar application allowing 
subsequent movement into the rooting 
zone with watering. Effect is assessed as 
growth reduction. 

(iii) Alternatively, the seed 
germination/root elongation test may be 
used to establish the appropriate 
concentration range for testing. 

(iv) No replicates are required and 
nominal concentrations are acceptable 
unless definitive testing is not required. 

(v) Definitive testing is not necessary 
if the highest chemical concentration 
tested results in less than a 50 percent 
reduction in growth or if the lowest 
concentration tested (analytical 
detection limit) results in greater thun a 
50 percent reduction in growth. 

(4) Definitive test, (i) The purpose of 
the definitive test is to determine the 
concentration response curves and the 
ECh>‘s and EC&o*s for each of the species 
tested with the minimum amount of 
testing beyond the range finding test. 

(ii) At least 5 concentrations of 
chemical, exclusive of controls, should 
be used in the definitive test. For each 
species tested the concentration range 
should be selected to define the 
concentration-response curve between 
the ECio and ECWs. Test chemicals 
should be added to the hydroponic or 
nutrient solution or coated on the 
support media for the root exposure test; 
or sprayed, dusted, or gassed directly on 
the foliage in the foliage exposure tests. 

(iii) Control pots should be included in 
the experimental design and should be 
used in each run. In addition, a carrier 
control should also be used for those 
chemicals that need to be solubilized. 

(iv) If plants are to be grown 
hydroponically. seeds should be planted . 
in plugs of cotton or glass wool 
supported in the tops of the containers. 
When sand or glass beads are used, the 
recommended planting procedure is to 
fill the potting containers to within 2.5 
cm of the top and to sow seeds directly 
on the support media. After 50 percent 

of the seeds have germinated, the 
seedlings should be thinned to the 10 
most uniform per pot. 

(v) Alternative planting methods may 
be required when the chemical is highly 
volatile. An impervious barrier of 


polyethylene film, a modification of the 
double pot method, a glass plate, or 
other appropriate apparatus should be 
used to prevent volatilization from the 
root zone. Seeds should be germinated 
in the dark at 25 *C and seedlings with 
radicle lengths in the median range 
transplanted into the potting containers. 
The seedlings should be positioned such 
that their roots are exposed to the 
support media while the shoots pass 
through holes in the barrier. A ring of 
non-toxic, inert, pliable putty should be 
used to seal the holes around the stems 
Control pots should be handled 
identically to the test pots except there 
is no exposure to the test chemical. This 
transplanting procedure, without the 
volatilization barrier, is also 
recommended when the test chemical is 
adsorbed to the support medium. 

(vi) The test consists of one run for 
each of the recommended plant species 
or selected alternates. The duration of a 
run should be at least 14 days from the 
time that 50 percent of the seeds have 
germinated. For a particular chemical, a 
run is defined as exposure of the plant 
species to five concentrations of die 
chemical in a minimum of 3 replicate 
pots (10 plants per pot), with appropriate 
controls, followed by weight and height 
determinations and analysis. 

(vii) All abnormalities (visible effects 
of the chemicals on plnnt growth and 
morphology including stunting of 
growth, discoloration, chlorosis and/or 
necrosis of the leaves, or morphological 
abnormalities) should be recorded. 
Observations of plants should be made 
daily (during the normal 5-day work 
week). 

(viii) A randomized complete block 
design is recommended for this test with 
blocks delineated within the chambers 
or over greenhouse benches and 
randomization of treatment occurring 
within the blocks. If, because of very 
large pots, there exists inadequate sparr 
within chambers for blocking, total 
randomization within chambers is 
acceptable. 

(ix) Irradiation measurements should 
be taken at the top of the plant canopy 
and the mean, plus a maximum and a 
minimum value, determined over the 
plant-growing area. These 
measurements should be taken daily 
and should be taken at least at the start 
and finish of the test. If the test is 
conducted in a greenhouse facility, 
hourly measurements of irradiation 
should be recorded and presented as 
daily total irradiance plus 
representative hourly curves for i lear 
sky conditions and cloudy days. 

(x) Temperature and humidity should 
be measured daily at the top of the plant 
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canopy during each light and dark 

period. 

(xi) Measurements of carbon dioxide 
concentration should be made at the top 
of the plant canopy (of chamber-grown 
plants) on a "continuous basis". 

(5) (Reserved! 

(B) Analytical measurements —(i) 
Chemical. Stock solutions should be 
diluted with glass distilled or deionized 
water to obtain the test solutions. 
Standard analytical methods, if 
available, should be used to establish 
concentrations of these solutions and 
should be validated before beginning the 
test. An analytical method is not 
acceptable if likely degradation 
products of the chemical, such as 
hydrolysis ond oxidation products, give 
positive or negative interference. The 
pi I of these solutions should also be 
measured prior to use. 

(ii) Numerical. Mass and length of 
roots, shoots, and entire plants (root and 
shoot) should be measured for the 
definitive test. Means and standard 
deviations should be calculated and 
plotted for each treatment and control. 
Appropriate statistical analyses should 
provide a goodness-of-fit determination 
for the concentration-response curves 
(d) Test conditions— (1) Test 
Species —(l) Selection. (A) Test plants 
recommended for the definitive test 
include: 

(/) Lycvpersicon esculent urn (tomato) 

(2) Cucumis sativus (cucumber) 

(3) Lactuca sativa (lettuce) 

(•/) Glycine max (soybean) 

(5) Brassica oleracea (cabbage) 

(tf) Avena sativa (oat) 

(7) Loliumperenne (perennial 
ryegrass) 

U?) Allium cepa (common onion) 

(.9) Daucus carota (carrot) 

(70) Zea mays (com) 

(B) Other species, of economic or 
ecologic importance to the region of 
impact, may also be appropriate and 
selected for testing. 

|ii) Seed selection. Information on 
seed lot. the seed year or growing 
season collected and germination 
percentage should be provided by the 
source of the seed. Only untreated seed 
(not treated with fungicides, repellants. 
etc.) taken from the same lot. and year 
or season of collection should be used in 
a given test. In addition, all seed of a 
species used in a test should be of the 
same size class; and that si 2 e class 
which contains the most seed should be 
selected and used in a given test. Any 
seed which is damaged should be 
discarded. 

(2) Facilities— (f) Apparatus. (A) 
Greenhouses or environmental 
chambers should provide adequate 
environmental controls to meet the 


carbon dioxide, humidity, irradiation, 
photoperiod. and temperature 
specifications. Chambers should be 
designed to prevent escape of internal 
air into the external environment other 
than through appropriate filtering 
material or media to prevent 
contamination of the external 
environment with the test chemical. 

(B) Laboratory facilities for chemical 
determinations should include 
nonporous floor covering, absorbent 
bench covering with non-porous 
backing, and adequate disposal facilities 
to accommodate plant nutrient, test and 
wash solutions containing test 
chemicals at the end of each run. and 
any bench covering, lab clothing, or 
other contaminated materials. 

(ii) Containers and support media. For 
each run, 18 polyethylene pots 
sufficiently large to grow at least 10 
plants up to 14 days, are required for 
each species. It is equally acceptable to 
use small, individual containers if plants 
are grown in hydroponic solution. An 
additional 3 pots will be needed if a 
carrier control is needed. Potting 
containers used in each experiment 
should be of equal size and volume and 
possess the same configuration. When 
sand or glass beads are used, the potting 
containers should be filled to within 2.5 
cm of their tops. Perlite, vermiculite. 
native soils, etc., should not be used for 
root support 

(iii) Cleaning and sterilization. (A) 
Potting and receiving containers, 
nutrient storage containers, and root 
support medium should be cleaned 
before use. All equipment should be 
washed according to good standard 
laboratory procedures to remove any 
residues remaining from manufacturing 
or prior use. A dichromate solution 
should not be used for cleaning beads or 
pots. 

(B) Rooting media other than glass 
beads should be discarded at the end of 
the experiment. Disposal should 
conform to existing regulations. 

(iv) Nutrient media . Half-strength 
modified Hoagland nutrient solution 
should be utilized as nutrient media for 
this test. When sand or glass beads are 
used as a support media, the potting 
containers should be filled with nutrient 
solution and drained periodically. An 
automated system design is 
recommended. 

(3) Test parameters. Environmental 
conditions should be maintained as 
specified in this paragraph. 

(i) Carbon dioxide concentration at 
350 ± 50 ppm. 

(ii) Relative humidity should approach 
70 ± 5 percent during light periods and 
90 percent during dark periods. 


(iii) Irradiation, measured at 1 meter 
from the source, at 350 ± 50 pE/m* sec at 
400 to 700 nm. 

(iv) Photoperiods of 16 hours light and 
8 hours darkness. 

(v) Day/night temperatures at 25*/ 

20" ± 3*C. 

(e) Reporting . Reporting requirements 
of Part 792—Good Laboratory Practice 
Standards of this chapter apply to this 
guideline. The following data should be 
reported for each of the species tested in 
tabular form: 

(1) Concentration of chemical in 
nutrient solution and in the root support 
material when the chemical is soluble in 
water or solubilized with a carrier 
compound; or the concentration of 
carrier compound in nutrient solution 
when carrier is used; or the quantity of 
chemical per unit weight of root support 
material when it is coated on the 
material. 

(2) The quantity of chemical, the 
concentration at which it was applied, 
and the number of applications for those 
chemicals applied to the foliage. 

(3) Environmental conditions (day/ 
night temperatures, relative humidity, 
light intensity, carbon dioxide 
concentration, and photoperiod). 

(4) MJ 98 of above ground (shoot) and 
below ground (root) portion of each 
plant and mass of each whole plant (dry 
weight at 70 "C). 

(5) Length of shoot, root, and entire 
plant. 

(6) Visible effects of chemical, if any. 
on the intact plants. 

(7) Means and standard deviations for 
mass and length of roots, shoots, and 
entire plants in each treatment and 
control. In addition, concentration- 
response curves with 95 percent 
confidence limits delineated, goodness- 
of-fit determination, and ECio's and 
EC«»'s identified. 

$ 797.2850 Plant Uptake and Translocation 
Test. 

(a) Purpose. The guideline in this 
section is intended for use in developing 
data on the uptake and translocation of 
chemical substances and mixtures 
("chemicals") by terrestrial plants 
subject to environmental effects test 
regulations under the Toxic Substances 
Control Act (TSCA) (Pub. L 94-469. 90 
Stat. 2003.14 U.S.C. 2601 et seq.). This 
guideline prescribes tests using 
commercially important terrestrial 
plants to develop data on the quantity of 
chemical substances incorporated in 
plant tissues and the potential for entry 
into food chains with resultant indirect 
human exposure. The United States 
Environmental Protection Agency (U.S. 
F.PA) will use data from these tests in 
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assessing the hazard of a chemical to 
the environment. 

(b) Definitions. The definitions in 
section 3 of the Toxic Substances 
Control Act (TSCA), and Part 792- 
Good Laboratory Practice Standards of 
this chapter apply to this test guideline. 
The following definitions also apply to 
this guideline: 

(1) "EC X" means the experimentally 
derived chemical concentration that is 
calculated to effect X percent of the test 
criterion. 

(2) “Mass balance'* means a 
quantitative accounting of the 
distributions of chemical in plant 
components, support medium, and test 
solutions. It also means a quantitative 
determination of uptake as the 
difference between the quantity of gas 
entering an exposure chamber, the 
quantity leaving the chamber, and the 
quantity adsorbed to the chamber walls. 

(3) "Support media" means the sand 
or glass beads used to support the plant. 

(4) 'Translocation" means the 
transference or transport of chemical 
from the site of uptake to other plant 
components. 

(cj Test procedures —(1) Summary of 
the test —(i) Root exposure. In 
preparation for the test, seeds are 
planted in the potting containers (or in 
cotton or glass-wool plugs supported in 
hydroponic solution) and. after 
germination, seedlings thinned, by 
pinching the stem at the support surface. 
Potting mixtures of sand or glass beads 
should be subirrigated with nutrient 
solution. Chemicals are applied to the 
plants via nutrient solution or adsorbed 
to the support media. Carrot, lettuce, 
onion, cabbage, and ryegrass may be 
harvested whenever there is adequate 
plant material for chemical analysis. 
Cucumber, com, soybeun, tomato, and 
oats should be grown until fruit or seed 
are mature. 

(ii) Foliar exposure. 'Hie foliar 
exposure test is identical to the root 
exposure test except that chemicals are 
applied to plants by either spraying or 
dusting the foliage or exposing the 
plants to gas in a fumigation chamber. If 
plants are fumigated, either rates of 
uptake and surface adsorption should be 
calculated, or the plants may be 
harvested and analyzed for test 
chemical and residues. 

(2) Chemical Application —(i) Root 
exposure. (A) Chemicals that are soluble 
in water should be dissolved in the 
nutrient solution just prior to the 
beginning of the test. Deionized or glass 
distilled water should be used in making 
stock solutions of the test chemical. 
Sufficient quantities of each 
concentration should be made up os 


needed to minimize storage time and 
disposal volume. 

(B) Chemicals that are insoluble in 
water but which can be placed in 
aqueous suspension with a carrier 
should be added, with the carrier, to the 
nutrient solution. The carrier should be 
soluble in water, relatively nontoxic to 
plants, and should be used in the 
minimum amount required to dissolve or 
suspend the test chemical There are no 
preferred carriers; however, acetone, 
gum arabic. polyethylene glycol, 
ethanol, and others nave been used 
extensively in testing herbicides, plant 
growth regulators, fungicides, and other 
chemicals that affect plants. Carrier 
controls shoud be included in the 
experimental design and tested 
simultaneously. 

(C) Water-insoluble chemicals for 
which no nontoxic, water-soluble carrier 
is available, should be dissolved in an 
appropriate volatile solvent. The 
solution should be mixed with the sand 
or glass beads which are then placed in 
a rotary vacuum apparatus and 
evaporated, leaving a uniform coating of 
chemical on the sand or beads. A 
weighed portion of beads should be 
extracted with the same organic solvent 
and the chemical assayed before the 
potting containers are filled. Solvent 
controls should be included in the 
experimental design and tested 
simultaneously. 

(ii) Foliar exposure. (A) Water soluble 
chemicals should be dissolved in 
deionized or glass distilled water just 
prior to use. Sufficient quantities of each 
concentration should be made up as 
needed. These solutions should be 
applied at weekly intervals. Plants 
should be placed in an exhaust hood 
and the chemical applied to the foliage. 
A plastic sleeve may be fitted over the 
top of the pot, and the foliage sprayed 
with specific quantities of test solution 
at known concentrations. The plastic 
sleeve, confining the chemical to plant 
and pot. facilitates expression of 
chemical dosage as quantity per pot 
area (l.e., pg/m 7 ). Shoots of control 
plants should be sprayed in an identical 
manner with deionized or distilled 
water. Alternatively, a miniature 
compressed-air sprayer may be mounted 
on a pendulum and equipped to 
automatically spray a plant positioned 
directly beneath the center of its arc of 
swing. When radioisotope-labelled 
chemicals are applied, health and safety 
considerations prohibit spray 
application. Instead, specific quantities 
of labelled chemical should be applied 
directly to leaves in single drops. 

(B) Water-insoluble chemicals, 
existing as solids, may be prepared for 
testing by grinding or other reduction to 


particles of <200 um diameter. These 
chemicals should be applied at weekly 
intervals. Plants should be placed in an 
exhaust hood, a plastic sleeve fitted 
over the top of the pot, and a specific 
quantity of chemical sprinkled uniformly 
over them. Prior to chemical application, 
plants should be misted with water to 
promote foliar retention of the chemical. 
Control plants also should be misted 
with deionized or distilled water at each 
treatment date and dusted with an inert 
material of the same particle size. 
Applications should be expressed as 
quantity per unit pot area (i.e.. pg/m 7 ). 

(C) Chemicals existing in gaseous 
form at normal ambient temperatures 
and pressures should be generated for 
use as needed or stored under pressure. 
The bottled gas may be 100 percent pure 
chemical or mixed with an inert carrier, 
such as nitrogen, to known 
concentrations. Chemicals of controlled 
or measured concentrations should be 
metered into the exposure chamber, 
uniformly mixed about the plants, and 
exhausted through the outlet port where 
the flow rate and concentration are 
again measured. Use of this systems 
design provides an alternate method of 
analysis if the quantity of chemical 
sorbed by plants is less than that 
required for chemical analysis. Plants 
ahoutd be fumigated whenever they 
have reached sufficient size for 
measurement of photosynthesis and 
transpiration rates, assuming equivalent 
detection sensitivity of carbon dioxide, 
water vapor, and chemical analyzers. 
The appropriate size is a function of the 
gas exchange system and constitutes an 
area of expert judgment. 

(3) Range-finding test (i) A range- 
finding test should be conducted to 
establish the chemical concentrations 
used in the uptake and translocation 
test. 

(ii) Because of the different 
mechanisms involved in root and leaf 
uptake, and to more closely define the 
chemical concentrations to be used in 
the uptake test, the definitive early 
seedling growth test is recommended as 
the range-finding test. Seeds should be 
germinated directly in containers filled 
with sand or glass beads or in cotton or 
glass-wool plugs supported in 
hydroponic solution. When 50 percent of 
the seedlings have germinated, the 
seedlings should be thinned (by 
pinching) to the 10 most uniform per 
container and exposed to a 
concentration series of test chemical. 
The lowest concentration in the series, 
exclusive of controls, should be at or 
below the ECio while the upper 
concentration should be at or above the 
ECw>. If the anticipated fate of the 
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chemical is soil or soil-water. und the 
mechanism of concern is root uptake, 
the chemical should be applied in 
nutrient solution to the root support 
media (or coated on sand or glass beads 
for non-water soluble chemicals). With a 
chemical whose anticipated mode of 
exposure to plants is surface deposition 
by atmospheric transport or irrigation 
water, the appropriate testing method 
may be foliar application allowing 
subsequent movement into the rootinx 
zone with watering. Effect is assessed us 
growth reduction. The concentration 
selected as the upper limit for the uptake 
and translocation test should be near 
the threshold of visible injury. Short 
exposure periods to gas in fumigation 
chambers are not expected to promote 
visible injury or gross reductions in 
growth but may alter stomatal 
resistance, transpiration, or 
photosynthesis. Absorption and 
adsorption rates may be calculated and 
gas concentrations for definitive testing 
selected based on the calculated 
sorption rates. 

(iii) Alternatively, the seed 
germination/root elongation test or 
other appropriate phytotoxicity test may 
be used to establish the appropriate 
upper concentration for testing 

(4) Definitive test . (I) The purpose of 
the uptake and translocation test is to 
determine the propensity for a 
chemical's accumulation in plants or 
plant parts. 

(ii) At least 3 concentrations of 
chemical, exclusive of controls, should 
be used in the uptake test. 

Recommended concentrations would be 
a descending geometric progression 
from the upper concentration tested (i.e. 
100, 50, 25 mg/1). A minimum of 6 
replicate pots per concentration, each 
containing from one to four seedlings, 
should be used. If techniques other than 
radioistopes are used to determine 
uptake, more replicates may be required 
to provide sufficient plant materials for 
analysis. Test chemicals should be 
added to the hydroponic or nutrient 
solution or coated on glass beads for the 
root uptake test: or sprayed, dusted, or 
gassed directly on the foliage in the 
foliage uptake tests. Only untreated 
seed (not treated with fungicides, 
repellants. etc.) taken from the same lot. 
and year or season of collection should 
be used in a aiven test. 

(iii) Control pots should be included in 
the experimental design and should be 
used in each run. In addition, a carrier 
control should be used for those 
chemicals that need to be solubilized. 

(ivj If plants are to be grown 
hydroponically, seeds should be planted 
in plugs of cotton or glass-wool 
supported in the tops of the containers. 


When sand or glass beads are used, the 
recommended planting procedure is to 
till potting containers with sand or glass 
beads to within 2.5 cm of the top and to 
sow seeds directly. After germination, 
the seedlings should be thinned by 
pinching the stem at the support surface. 
From one to four seedlings per potting 
container are required depending on 
species tested, the size of the containers, 
and the size to which the plants will 
grow. When plants are grown 
hydroponically. one plant per pot will 
probably be the preferred method. The 
number of plants selected should 
provide sufficient biomass for analytical 
procedures. A greater number of plants 
may be required depending on species 
tested, duration of test, and analytical 
procedures. Too many plants in a 
container may actually reduce the 
growth and biomass. 

(v) Alternate planting methods may be 
required when the chemical is highly 
volatile. An imperv ious barrier of 
polyethylene film, a modification of the 
double pot method, a glass plate, or 
other appropriate apparatus should be 
used to prevent volatilization from the 
root zone. Seeds should be germinated 
in the dark at 25*C and seedlings with 
radicle length in the median range 
transplanted into the potting containers. 
The seedlings should be positioned such 
that their roots are exposed to the 
support media while the shoots puss 
through holes in the barrier. A ring of 
inert, non-phytotoxic, pliable putty 
should be used to seal the holes around 
the stems. Control pots should be 
handled identically except there is no 
exposure to the test chemical. This 
transplanting procedure, without the 
volatilization barrier, is also 
recommended when the test chemical is 
adsorbed to the support medium. 

(vi) Hydroponic solutions should be 
aerated and sand or glass filled potting 
containers should be periodically filled 
with nutrient solution and drained to 
provide aeration. For root exposure 
tests, the test chemical should be added 
to the nutrient solution or directly to 
substrate. The entire test solution should 
be replaced weekly, or earlier if the 
concentration of chemical in the test or 
nutrient solution varies by more than 20 
percent of that specified. The volume of 
solution added should be recorded. 

(vi!) The test consists of one run for 
each of two specified plant species. The 
duration of a run, for solid and liquid 
chemicals, should be equal to the length 
of time required for the particular test 
variety to achieve sufficient biomass for 
testing. The duration of a run for 
gaseous chemicals should be the length 
of time required to make the specified 
gas exchange measurements. For a 


particular chemical, a run is defined as 
exposure of the plant species to three 
concentrations of test chemical with a 
minimum of six replicate pots and 
appropriate controls. Exposure is 
followed by extraction and analysis for 
parent compound, metabolites, and 
bound residues in plant tissues, and in 
the whole plants for solids, liquids, and 
gasses or by calculating rates of 
absorption and adsorption of gasses. 

(viii) Visible effects (stunting of 
growth, discloration. chlorosis and/or 
necrosis of the leuves, decreased 
moisture content, or morphological 
abnormalities, etc.) should be recorded. 

(ix) A randomized complete block 
design is recommended for this test, 
with blocks delineated within the 
chambers or over greenhouse benches 
and randomization of treatments 
occurring within the blocks. If. because 
of very large potB and plants, there 
exists inadequate space within 
chambers for blocking, total 
randomization within chambers is 
acceptable. This design is also 
appropriate for the growth of plants to 
be used for foliar exposure with gas. 

(x) Irradiation measurements should 
be taken at the top of the plant canopy 
and the mean, plus a maximum and a 
minimum value, determined over the 
plant-growing area. These 
measurements should be taken at the 
start of the test, at biweekly intervals 
during the test, and at test termination. 

If the test is conducted in a greenhouse 
facility, hourly measurements of 
irradiation should be recorded and 
presented as daily total irradiance plus 
representative hourly curves For clear 
sky conditions and cloudy days. 

(xi) Temperature and humidity 
measurements should be measured daily 
at the top of the plant canopy during 
each light and dark period 

(xii) Measurements of carbon dioxide 
concentration should be made at the top 
of the plant canopy (of chamber-growth 
plants) on a "continuous" basis. 

(xiii) The amount of water and 
nutrient solution depleted each week 
should be recorded to observe changes 
in evapotranspiration rates which may 
indicate stress. Furthermore, these data 
will be used to compute chemical uptake 
per volume of water transpired for the 
uptake test 

(5) [Reserved| 

(6) Analytical measurements —(i) 

Solid or liquid test chemicals. (A) Stock 
solutions should be diluted with glass 
distilled or deionized water to obtain the 
test solutions. Standard analytical 
methods, if available, should be used to 
establish concentrations of these 
solutions and should be validated before 
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beginning the test. An analytical method 
is not acceptable if likely degradation 
products of the chemical, such as 
hydrolysis and oxidation products, give 
positive or negative interference. The 
pi I of these solutions should also be 
measured prior to use. 

(B) The entire plant should be 
harvested, rinsed with a minimum 
amount of water (which is returned to 
the nutrient solution), and separated 
into its respective organs as follows: 
carrot—root peels, peeled roots, and 
tops: cucumber—fruit, vines plus leaves, 
and roots: com—kernels, husk plus cob. 
stalk plus leaves, and roots: lettuce— 
tops and roots: onion—bulb and tops; 
ryegrass—tops and roots; soybean— 
grain, chaff plus tops, and roots; outs— 
grain, chaff plus tops, and roots; 
tomato—fruit, vines, and roots; 
cabbage—head and roots. Plants from 
two pots in each treatment may be 
pooled, giving 3 replicate sample pools 
per treatment. After the fresh weights of 
the plant organs are obtained, each pool 
of organs should be subsompled for 
percent moisture determinations by 
drying, at 70 # C for 24 hours in a forced- 
air drying oven, and weighing. Percent 
moisture determined from these 
subsamples is used to correct for dry 
weight of the fresh samples which 
should then be homogenized and 
extracted in organic and aqueous 
solvents. If radioisotopes are used, the 

umount of test chemical in each extract 
should be determined by liquid or solid 
scintillation depending on the type of 
radiation: otherwise, the amount of 
chemical should be determined by 
standard methods. At test completion, 
the root support material should be 
washed in organic and then aqueous 
solvent and analyzed for test chemical 
before discarding. 

(C) A suggested extraction procedure 
appropriate for many organic chemicals 
is as follow's: One gram of plant material 
should be homogenized with one gram 
of solvent-washed anhydrous sodium 
sulfate in 4 ml of hexane or acetonitrile. 
The homogenate should be filtered or 
centrifuged, the solid residue rinsed with 
an appropriate organic solvent, and the 
filtrate or supernatant combined with 
the rinse. The solid residue should be 
extracted by sequentially (/) 
homogenizing in water, (2) centrifuging 
and decanting the supernatant. (3) 
extracting of the pellet with 6N 
hydrochloric acid at 00’C for 10 hours. 

(4) subsequently digesting with 1UN 
potassium hydroxide, and (5) combining 
supernatants. The resulting solution 
should be analyzed by liquid 
scintillation spectrometry or GLC 
methodology. The organic extract should 


be evaporated under vacuum to a 
sufficiently small volume for thin layer 
chromatography (TLC) and co¬ 
chromatographed on silica gel plates 
with known standards of the parent 
chemical. If radioisotopes were used, the 
chromatographs could be scanned for 
radioactive substances on a 
radiochromatogram scanner. 
Alternatively, zones moy be removed 
from the plates, extracted, and the 
quantity of chemical from each zone 
determined by liquid scintillation 
spectrometry or GLC methodology. The 
unextractable chemical in the remaining 
residue may be determined by oxidizing 
the residue in a complete combustion 
oxidizer. 

(if) Gaseous test chemicals . (A) A gas 
exposure system yields requisite data 
for a direct calculation of uptake rates. 
At steady state, chemical uptake may be 
determined by a mass balance 
calculation. Correction for adsorption to 
surfaces of the exposure chamber 
should be made by operating the system 
without plants. Pots filled with 
hydroponic solution or support media 
should be included in the system 
adsorption calibration. Consequently, 
chemical analyses of plant tissues 
exposed to gaseous chemicals may not 
be required in order to demonstrate and 
quantitate uptake rates. 

(B) Altered rates of net 
photosynthesis, transpiration, and 
stomotal conductance are anticipated as 
a result of chemical uptake. Rates of 
these physiological processes before, 
during, and after exposure to the 
gaseous chemical should be determined. 
Data required for these calculations are 
available as a consequence of 
maintaining the specified environmental 
conditions within the fumigation 
chamber. 

(iil) Numerical Mass of pooled plant 
organs and pooled whole plants should 
be measured for the uptake and 
translocation test and subjected to 
chemical analyses (above) to quantify 
free parent test chemical, its metabolites 
and soluble and bound residues. Mass 
balance of the test chemical and 
evapotranspiration rates of the plants 
are also determined. Means and 
standard deviations should be 
calculated and plotted for each of the 
above for every treatment and control. 
The data should also be subjected to an 
analysis of variance. 

(d) Test conditions —(1) Test species. 

(i) Test plants recommended for the 
uptake test include: 

(A) Lycopersicon esculentum (tomato) 

(B) Cucumis sativus (cucumber) 

(C) Lactuca saliva (lettuce) 

(D) Glycine max (soybean) 


(E) tIrassica oJeracea (cabbage) 

(F) A vena saliva (oat) 

(G) Loliurn porenne (perennial 
ryegrass) 

(H) Allium cepa (common onion) 

(I) Daucus carota (carrot) 

(J) Zea mays (com) 

(ii) Other species of economic or 
ccologic importance to the region of 
impact, may also be appropriate and 
selected for testing. Two species of 
potentially differing sensitivity should 
be selected such as a monocotyledonous 
and a dicotyledonous species. It is 
further suggested that the test plants 
selected should be of different growth 
forms, e.g., a root crop and a leaf crop. 

(2) Facilities —(i) Apparatus . 
Greenhouses, environmental chambers, 
or growth rooms should provide 
adequate environmental control to meet 
the carbon dioxide, humidity, 
irradiation, photoperiod, and 
temperature specifications. Chambers 
should be designed to prevent escape of 
internal air into the external 
environment other than through 
appropriate filtering material or media 
to prevent contamination of the external 
environment with radioactive and/or 
test substances. Laboratory facilities for 
plant extractions and chemical 
determinations should include 
nonporous floor covering, absorbent 
bench covering with non-porous 
backing, and adequate disposal facilities 
to accommodate plant nutrient, test, and 
wash solutions containing radioisotope 
and/or test chemical at the end of each 
run. and any bench covering, lab 
clothing, or other contaminated 
materials. 

(ii) Containers and support media . For 
testing purposes, at least 24 
polyethylene pots sufficiently large to 
grow at least 5 plants up to 28 days or 
one to three plants to maturity are 
required. If plants are grown 
hydroponically, one plant per pot may¬ 
be the preferred method. If a carrier 
control is needed, 30 pots are used. 
Potting containers used in each 
experiment should be of equal size and 
volume and possess the same 
configuration. When sand or glass beads 
are used the potting containers should 
be filled to within 2.5 cm of their tops 
with sand or glass beads. Perlite, 
vermiculite, native soils, etc., should not 
be used for root support. Potting 
containers should be covered with 
opaque polyethylene bags to exclude 
light and minimize volatilization of test 
chemical. 

(iii) Cleaning and sterilization. Potting 
containers, nutrient storage containers, 
and root support medium should be 
cleaned before use. All equipment 
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should be washed according to good 
standard laboratory procedures to 
remove any residues remaining from 
manufacturing or use. A dichromate 
solution should not be used fur cleaning 
beads or pots. Rooting media other than 
glass beads should be discarded at the 
end of the experiment. Disposal should 
conform to existing regulations. 

(iv) Nutrient media. Half-strength 
modified Hoagland nutrient solution 
should be utilized as nutrient media for 
this test. Hydroponic solution should be 
aerated and sand or glass beads potting 
containers should be filled with nutrient 
solution and drained periodically. An 
automated system design is 
recommended. 

(3) Test parameters. Environmental 
conditions should be maintained as 
specified below: 

(i) Carbon dioxide concentrations at 
350 ± 50 ppm. 

(ii) Relative humidity approaching 70 
r. 5 percent during light periods and 90 
percent during dark periods. 

(iii) Irradiation, measured at 1 meter 
from the source, at 350 ± 50 fiE/m 2 sec 
at 400 to 700 nm. 

(iv) Photoperiod of 16 hours light and 
8 hours darkness for all species except 
soybean which should be provided with 
11 hours light and 13 hours darkness 
prior to flowering. 

(vj Day/night temperatures at 25 m /2l) m 
♦ 3*C* 

(e) Reporting. Reporting requirements 
of Part 792—Good Laboratory Practice 
Standards of this chapter apply to this 
guideline. Concentrations should be 
expressed in appropriate weight units 
per grams of dry plant material and of 
water lost by evapotranspiration. Data 
should also include initial and final total 
concentration of the test chemical in the 
growth media. These data will be used 
to compute mass balance. The following 
should be reported for each of the 
species tested in tabular form: 

(1) Solid and liquid test chemicals, (i) 
Concentration of chemical in nutrient 
solution and root support material when 
chemical is soluble in water or 
solubilized with a carrier compound, us 
well as the concentration of carrier 
compound in nutrient solution when 
carrier is used, or the quantity of 
chemical per unit weight of root support 
material when it is coated on the 
material. 

(ii) The quantity of chemical, the 
concentration at which it was applied, 
and the number of applications for those 
chemicals applied to the foliage. 

(iii) Environmental conditions (day/ 
night temperatures, relative humidity, 
light intensity, carbon dioxide 
concentration, and photoperiod) and the 


occurrence and extent of any disruption 
of environmental control facilities. 

(iv) Muss of each pool of plant organs 
and by summation, the mass of whole 
plants (dry weight after 24 hours at 70 
•C). 

(v) Concentration of free parent test 
chemical, metabolites and soluble 
residues, and bound residues in pooled 
plant organs and pooled whole plants. 

(vij Mass balance of chemical. 

(vii) Mean evapotranspiration rate per 
plant. 

(viii) Visible effects of chemical, if 
any. on the intact plants. 

lix) Analysis of variance, F-lest, 
means, and standard deviation about 
the mean are calculated under 
paragraph (c)(1)(iv), (v). (vi), and (vii) of 
this section. 

(2) Gaseous test chemicals, (i) 
Concentration of gaseous test chemical 
at inflow and outflow ports. 

(ii) Environmental conditions within 
gas exposure system (air temperature, 
dew point temperature or water vapor 
pressure of incoming and outgoing air 
streams, light intensity, air speed within 
chamber, carbon dioxide concentration 
at inflow and outflow ports, gas flow 
rate into and out of exposure system). 

(iii) Mass (dry weight after 24 hours at 
70 *C) of leaves and stems and surface 
area (one side of leaves) in the exposure 
system. 

(iv) Calculated measurements of 
photosynthesis, transpiration, and 
stomatal conductance before, during, 
and after exposure to test chemicals. 

(v) Visible effects of chemical, if any. 
on the plants. 

(vi) Analysis of variance, F-test, 
means, and standard deviation about 
the mean are calculated for each of the 
following: (A) Steady state rates of 
photosynthesis, transpiration, and 
chemical uptake before, during, and 
after fumigation. 

(B) Stomatal conductance or leaf 
diffusion resistance before, during, and 
after fumigation. 

(vii) If uptake is determined by direct 
chemical analysis of plant tissues, then 
the reporting requirements also include: 

(A) Concentration of free parent test 
chemical, metabolites and soluble 
residues, and bound residues in pooled 
plant organs and pooled whole plants. 

(B) Mass balance of the chemical. 

(C) Analysis of variance, F-tcst, 
means and standard deviation about the 
mean under paragraph (e](2)(vi) (A) and 
(B) of this section. 
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Sec. 
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Authority? 15 U.S.C. 2603. 

Subpart A—(Reserved] 

Subpart B—General Toxicity Testing 
§ 798.1100 Acute dermal toxicity. 

(a) Purpose. In the assessment and 
evaluation of the toxic characteristics of 
a substance, determination of acute 
dermal toxicity is usually an initial step. 
It provides information on health 
hazards likely to arise from short-term 
exposure by the dermal route. Data from 
an acute study may serve as a basis for 
classification and labeling. It is 
traditionally a step in establishing a 
dosage regimen in subchronic and other 
studies and may provide initial 
information on dermal absorption and 
the mode of toxic action of a substance. 
An evaluation of acute toxicity data 
should include the relationship, if any. 
between the animals* exposure to the 
test substance and the incidence and 
severity of all abnormalities, including 
behavioral and clinical abnormalities, 
the reversibility of observed 
abnormalities, gross lesions, body 
weight changes, effects on mortality, 
and any other toxic effects. 

(b) Definitions. (1) Acute dermal 
toxicity is the adverse effects occurring 
within a short lime of dermal 
application of a single dose of a 
substance or multiple doses given within 
24 hours, 

(2) Dose is the amount of lest 
substance applied. Dose is expressed as 
weight of test substance (g. mg) per unit 
weight of test animal (e g., mg/kg). 

(3) Dose-response is the relationship 
between the dose and the proportion of 
a population sample showing a defined 
effect. 

(c) Approaches to the determination 
of acvte toxicity. (1) At present, the 
evaluation of chemicals for acute 
toxicity is necessary for the protection 
of public health and the environment. 
When animal testing is required for this 
purpose, this testing should be done in 
ways that minimize numbers of animals 
used and that take full account of their 
welfare. 

(2) EPA recommends the following 
means to reduce the number of animals 
used to evaluate acute effects of 


chemical exposure while preserving its 
ability to make reasonable judgments 
about safety: 

(i) Attempt the use of existing data on 
structurally related chemicals. 

(ii) If data for calculating an U\c are 
needed, perform an acute toxicity study 
whereby the value of the data derived 
from the investment of animal lives is 
enhanced EPA does not enomirage the 
use of animals solely for the calculation 
of an LD». 

(iii) Use methods that minimize the 
numbers of animals in the test. 

(3) The following provides an 
expanded discussion of these principles 
and their application to the evaluation 
of acute toxicity of chemicals. 

(i) Using data from structurally 
related chemicals. In order to minimize 
the need for animal testing, the Agency 
encourages the review of existing acute 
toxicity information on chemical 
substances that are structurally related 
to the agent under investigation. In 
certain cases, one may be able to glean 
enough information from these surrogate 
chemicals to make preliminary safety 
evaluations that may obviate the need 
for further animal testing. 

(ii) “Limit” test. When acute lethality 
data are desirable, EPA’s test guideline 
encourages the use of methods that 
minimize the requirement for animals, 
sometimes by a factor of 90 percent as 
compored to the more traditional LDm> 
tost. In the "limit” test, a single group of 
animals receives a large dose (2 g/kg 
body w eight) of the agent by the dermal 
route. If no lethality is demonstrated, no 
further testing for acute dermal toxicity 
is pursued. 

(iii) Estimation of lethal dose. For 
those substances demonstrating 
lethality In a "limit” test or for 
substances for which there are data on 
structurally related chemicals that 
indicate potential acute toxicity below 2 
g/kg. the Agency can use estimates of 
the dose associated with some level of 
acute lethality that are derived from a 
study comprising three doses as 
described in this guideline. With such an 
approach. U6e of greater numbers of 
animals or increased numbers of dose 
levels are not necessary. 

(iv) Multiple endpoint evahtaiion . The 
Agency stresses the simultaneous 
monitoring of several endpoints of 
toxicity in animals in a single acute 
study including sublethal effects as well 
as lethality. Dosed animals are observed 
Tor abnormal behavioral manifestations 
such as increased salivation or muscular 
incoordination, in addition to the 
recovery from these effects during the 
observation period Both dead and 
surviving animals are autopsied to 
evaluate gross anatomical evidence of 


organ toxicity, in selected cases, 
additional testing may be justified to 
characterize better the kinds of 
abnormalities that have been found in 
the organs of the autopsied animals. 

(4) These sound, scientific practices 
represent some of the means which 
maximize the utility of the data obtained 
from a limited number of test animals to 
achieve a balance between protecting 
humans and the environment, and the 
welfure and utilization of laboratory* 
animals. When animal testing is, 
nonetheless, determined to be necessary 
to achieve this balance, the following 
test method incorporates the principles 
discussed in this section. 

(d) Principle of the test method. When 
conducting acute toxicity testing, 
exposure by dermal application is 
recommended for chemicals where 
exposure of humans by the dermal route 
is likely. A single exposure and a 14-day 
observation period are used. The lest 
substance is applied dermally in 
graduated doses to several groups of 
experimental animals, one dose being 
used per group. For the limit test, 
however, only one group is tested At a 
single (high) dose. Subsequent to 
exposure, systematic daily observations 
of effects and deaths are made. Based 
on the results of cage-side observations 
or gross necropsy, the tester may decide 
to initiate hislopathological review of 
certain organs, and/or additional 
clinical laboratory tests. Animals that 
die during the test are necropsied. and 
at the conclusion of the observation 
period, the surviving animals are 
sacrificed and are necropsied. 

(e) Limit test. If a test at a dose level 
of at least 2 g/kg body weight produces 
no compound-related mortality, then a 
study using three dose levels will nol be 
necessary. 

(f) Test procedures^ 11) Animal 
selection^}) Species and strain . The 
rat. rabbit, or guinea pig may be used. 
The albino rabbit is preferred because 
of its size, skin permeability, and 
extensive data base. Commonly used 
laboratory strains should be employed. 

If a species other than the three 
indicated above is used, the tester 
should provide justification and 
reasoning fur its selection. 

(ii) Age. Young adult animals should 
be used. The following weight ranges 
are suggested to provide animals of a 
size which facilitates the conduct of the 
test: rats, 200 to 300 g; rabbits 2.0 to 3.0 
kg; guinea pigs 350 to 430 g. 

(iii) Sex. (A) Equal numbers of 
animals of each sex with health intact 
akin should be used for each dose level. 

(B) The females should be nulllparous 
and nonpregnant. 
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(iv) Numbers per dose group. At least 
5 animals of each sex should be used at 
each dose level. 

(2) Control groups. A concurrent 
untreated control is not necessary. A 
vehicle control group should be run 
concurrently except when historical 
data are available to determine the 
acute toxicity of the vehicle. 

(3) Dose levels and dose selection, (i) 
Three dose levels should be used and 
spaced appropriately to produce test 
groups with a range of toxic effects and 
mortality rates. The data should be 
sufficient to produce a dose-response 
curve and permit an acceptable 
estimation of the median lethal dose. 
Range finding studies using single 
animals may help to estimate the 
positioning of the dose groups so that no 
more than three dose levels will be 
necessary. 

(ii) Vehicle. (A) Where necessary, the 
test substance is dissolved or suspended 
in a suitable vehicle. It is recommended 
that wherever possible the use of an 
aqueous solution be considered Hrst. 
followed by consideration of a solution 
in oil (e.g.. corn oil) and then by possible 
solution in other vehicles. For non* 
aqueous vehicles the toxic 
characteristics of the vehicle should be 
known, and if not known should be 
determined before the test. 

(B) When testing solids, which may be 
pulverized if appropriate, the test 
substance should be moistened 
sufficiently with water or. where 
necessary, a suitable vehicle to ensure 
good contact with skin. When a vehicle 
is used, the influence of the vehicle on 
penetration of skin by the test substance 
should be taken into account. 

(4) Exposure duration. The test 
substance should be administered over 
.1 period not exceeding 24 hours. 

(5) Obscn'ation period. The 
observation period should be at least 14 
days. Although 14 days is recommended 
as u minimum period, the duration of 
observation should not be fixed rigidly. 

It should be determined by the toxin 
reactions, rate of onset and length of 
recovery period, and may thus be 
extended when considered necessary. 
The time at which signs of toxicity 
appear and disappear, their duration 
and the time to death are important, 
especially if there is a tendency for 
deaths to be delayed. 

(5) Preparation of animal skin, (i) 
Shortly before testing, fur should be 
clipped from the dorsal area of the trunk 
of the test animals. Shaving may be 
employed, but is should be carried out 
approximately 24 hours before the test 
Care must be taken to avoid abrading 
the skin, which would alter its 
permeability. 


(ii) Not less than 10 percent of the 
body surface area should be clear for 
the application of the test substance. 

The weight of the animat should be 
taken into account when deciding on the 
area to be cleared and on the 
dimensions of any covering used. 

17) Application of test substance, (i) 
The test substance should be applied 
uniformly over an area which is 
approximately 10 percent of the total 
body surface area. With highly toxic 
substances the surface area covered 
may be less, but as much of the area 
should be covered with as thin and 
uniform a film as possible. 

(ii) The test substance should be held 
in contact with the skin with a porous 
gauze dressing and nonirritating tape 
throughout a 24-hour exposure period. 
The test site should be further covered 
in a suitable manner to retain the gauzje 
dressing and test substance and ensure 
that the animals cannot ingest the test 
substance. Restrained may be used to 
prevent the ingestion of the test 
substance, but complete immobilization 
is not a recommended method, 

(iii) At the end of the exposure period, 
residual test substance should be 
removed where practicable using water 
or an appropriate solvent. 

(a) Observation of animals, (i) A 
careful clinical examination should be 
made at least once each day. 

(ii) Additional observations should be 
made daily, especially in the early days 
of the study. Appropriate actions should 
be taken to minimize loss of animals to 
the study (e.g„ necropsy or refrigeration 
of those animals found dead and 
isolation of weak or moribund animals). 

(iii) Cage-side observations should 
include, at the least, evaluations of the 
skin and fur. eyes and mucous 
membranes, respiratory, circulatory, 
autonomic arid central nervous systems, 
somatomotor activity and behavior 
pattern. Particular attention should be 
directed to observation of Iremors, 
convulsions, lethargy, other signs of 
central nervous depression, salivation 
and diarrhea. 

(iv) Individual weights of animals 
should be determined shortly before the 
test substance is applied, weekly 
thereafter, and at death. Changes in 
weights should be calculated and 
recorded when survival exceeds one 
day. 

(v) The time of death should be 
recorded as precisely as possible. 

(vi) At the end of the test, surviving 
animals should be weighed and 
sacrificed. 

(9) Cross pathology. A gross necropsy 
should be performed on all animals 
under test. All gross pathology changes 
should be recorded. 


(10) A licit!tonal evaluations. I n 
animals surviving 24 hours or more, 
clinical chirmistry tests or microscopic 
examination of organs showing 
evidence of gross pathology should tie 
considered because they may yield 
additional useful information on the 
induced toxic effects. 

(g) Data and reporting— (1) 

Treatment of results. Data should be 
summarized in tabular form, showing for 
each test group the number of animals at 
the start of the test, body weights, time 
of death of individual animats at 
different dose levels, number of animals 
displaying other signs of toxicity, 
description of toxic effects and necropsy 
findings. 

(2) Evaluation of results. An 
evaluation of results should include the 
relationship, if any, between the dose of 
the test substance and the incidence, 
severity and reversibility of all 
abnormalities, including behavioral and 
clinical effects, gross lesions, body 
weight changes, effects on mortality, 
and any other toxicological effects. 

(3) Test report. In addition to the 
reporting requirements as specified 
under 40 CFR Part 792, Subchapler J. the 
following specific information should be 
reported: 

(i) Tabulation of response data by sex 
and dose level (i.e., number of animuls 
exposed; number of animals showing 
signs of toxicity; number of animals 
dying). 

(11) Dose-response curves for mortality 
and other toxic effects (when permitted 
by the method of determination). 

(iii) Description of toxic effects 
including their time of onset, duration, 
reversibility, and relationship to dose. 

(iv) Time of death after dosing. 

(v) Body weight data. 

(vi) Cross pathology findings. 

(vii) Ifistopathology findings and any 
additional clinical chemistry 
evaluations, if performed. 

(h) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Bliss. C.I. "The determination of 
the dosage mortality curve from small 
numbers,** Quarterly Journal of 
Pharmacy and Pharmacology. 11:192- 
216(1938). 

(2) Finney. D.G. "Chapter 3— 
(Estimation of the median effective dose. 
Chapter 4—Maximum likelihood 
estimation.’* Probit Analysis. 3rd Kd. 

(tendon: Cambridge University Press 
1971). 

(3) Litchfield. J.T.. Jr.. Wilcoxon. F. "A 
simplified method of evaluating dose- 
effect experiments.” Journal of 
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Pharmacology and Experimental 
Therapeutics. 9&99-115 (1949). 

(4) Miller, L.C.. Taintcr Mil 
“Estimation of the EDso and its error by 
means of logarithmic graph paper/* 
Proceedings of the Society for 
Experimental Biology and Medicine. 
57:201-264 (1944). 

(5) National Academy of Sciences. 
“Principles and procedures for 
evaluating the toxidty of household 
substances,*' A report prepard by the 
Committee for the Revision of NAS 
Publication 1138. under the auspices of 
the Committee on Toxicology. National 
Research Council. National Academy of 
Sciences. Washington. DC (1977). 

(6) Thompson, W.R. "Use of moving 
averages and interpolation to estimate 
median effective dose/* Bacteriological 
Review . 11:115-145 (1947). 

(7) Weil. C.S. 'Tables for convenient 
calculation of median effective dose and 
instructions in their use/* Biometrics. 
8:249-263 (1952). 

(8) World Health Organization. "Part 
1. Environmental Health Criteria 6/' 
Principles and Methods for Evaluating 
the Toxicity of Chemicals. Geneva: 
World Health Organization (1978). 

§ 798.11 SO Acute inhalation toxicity. 

(a) Purpose. In the assessment and 
evaluation of the toxic characteristics of 
a substance that may be inhaled, 
determination of acute toxicity ia 
usually an initial step. It provides 
information on health hazards likely to 
arise from short-term exposure by the 
inhalation route. Data from an acute 
study may serve as a basis for 
classification and labeling. It is 
traditionally a step in establishing a 
dosage regimen in subchronic and other 
studies and may provide initial 
information on the mode of toxic action 
of a substance. An evaluation of acute 
toxicity data should include the 
relationship, if any, between the 
animals' exposure to the test substance 
and the incidence and severity of all 
abnormalities, including behavioral and 
clinical abnormalities, the reversibility 
of observ ed abnormalities, gross lesions, 
body weight changes, effects on 
mortality, and any other toxic effects. 

(b) Definitions. (1) Acute inhalation 
toxicity is the adverse effects caused by 
u substance following a single 
uninterrupted exposure by inhalation 
over a short period of lime (24 hours or 
less) to a substance capable of being 
inhaled. 

(2) Aerodynamic diameter applies to 
the size of particles of aerosols. It is the 
diameter of a sphere of unit density 
which behaves aerodynamically as the 
particle of the test substance. It is used 
to compare particles of different size 


and densities and to predict where in 
the respiratory tract such particles may 
be deposited. This term is used in 
contrast to measured or geometric 
diameter which is representative of 
actual diameters which in themselves 
cannot be related to deposition within 
the respiratory tract. 

(3) The geometric mean diameter or 
the median diameter is the calculated 
aerodynamic diameter which divides the 
particles of an aerosol in half based on 
the weight of the particles. Fifty percent 
of the particles by weight will be larger 
than the median diameter and 50 
percent of the particles will be smaller 
than the median diameter. The median 
diameter and its geometric standard 
deviation is used to statistically 
describe the particle size distribution of 
any aerosol based on the weight and 
size of the particles. 

(4) Inhalable diameter refers to that 
aerodynamic diameter of a particle 
which is considered to be inhalable for 
the organism. It is used to refer to 
particles which are capable of being 
inhaled and may be deposited anywhere 
within the respiratory tract from the 
trachea to the alveoli. For man, the 
inhalable diameter is considered as 15 
micrometers or less. 

(5) Dose response is the relationship 
between the dose (or concentration) end 
the proportion of a population sample 
showing a defined effect. 

(c) Approaches to the determination 
of acute toxicity. (1) At present, the 
evaluation of chemicals for acute 
toxicity is necessary for the protection 
of public health and the environment. 
When animal testing is required for this 
purpose, this testing should be done in 
ways that minimize numbers of animals 
used and that take full account of their 
welfare. 

(2) EPA recommends the following 
means to reduce the number of animals 
used to evaluate acute effects of 
chemicals exposure while preserving its 
ability to make reasonable judgments 
about safety: 

(i) Attempt the use of existing data on 
structurally related chemicals. 

(ii) If data for calculating an LGm» are 
needed, perform an acute toxicity study 
whereby the value of the data derived 
from the investment of animal lives is 
enhanced. EPA does not encourage the 
use of animals solely for the calculation 
of an LGm>. 

(iii) Use methods that minimize the 
numbers of animals in the test. 

(3) The following provides an 
expanded discussion of these principles 
and their application to the evaluation 
of acute toxicity of chemicals. 

(i) Using data from structurally 
related chemicals. In order to minimize 


the need for animal testing, the Agency 
encourages the review of existing acute 
toxicity information on chemical 
substances that are structually related 
to the agent under investigation. In 
certain cases one may be able to glean 
enough information from these surrogate 
chemicals to make preliminary safety 
evaluations that may obviate the need 
for further animal testing. 

(ii) "Limit" test. If a test at an 
exposure of 5 mg/1 (actual concentration 
of respirable substances) for 4 hours or. 
where this is not possible due to 
physical or chemical properties of the 
test substance, the maximum attainable 
concentration, using the procedures 
described for this study, produces no 
compound-related mortality, then a full 
study using three dose levels will not be 
necessary. 

(iii) Estimation of lethal dose. For 
those substances demonstrating 
lethality in a “limit" test or for 
substances for which there are data on 
structurally related chemicals that 
indicate potential acute toxicity below 5 
mg/1. the Agency can use estimates of 
the dose associated with some level of 
acute lethality that are derived from a 
study comprising three doses as 
described in this guideline. W r ith such an 
approach, use of greater numbers of 
animals or increased numbers of dose 
levels are not necessary, 

(iv) Multiple endpoint evaluation. The 
Agency stresses the simultaneous 
monitoring of several endpoints of 
toxicity in animals in a single acute 
study including sublethal effects as well 
as lethality. Dosed animals are observed 
for abnormal behavioral manifestations 
such as increased salivation or muscular 
incoordination, in addition to the 
recovery from these effects during the 
observation period. Both dead and 
surviving animals are autopsied to 
evaluate gross anatomical evidence of 
organ toxicity. In selected cases, 
additional testing may be justified to 
characterize better the kinds of 
abnormalities that have been found in 
the organs of the autopsied animals. 

(4) These sound, scientific practices 
represent some of the means which 
maximize the utility of the data obtained 
from a limited number of test animals to 
achieve a balance between protecting 
humans and the environment, and the 
welfare and utilization of laboratory 
animals. When animal testing is, 
nonetheless, determined to be necessary 
to achieve this balance, the following 
test method incorporates the principles 
discussed in this section. 

(d) Principle of the lest method. When 
conducting ocute toxicity testing, 
exposure by inhalation is recommended 
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fur chemicals where exposure of 
humans by inhalation is likeiy. A single 
exposure and a 14-day observation 
period are used. The test substance is 
administered in graduated doses to 
several groups of experimental animals, 
one dose being used per group. For the 
limit test, however, only one group Is 
tested at a single (high) dose. 

Subsequent to exposure, systematic 
daily observations of effects and deaths 
are made. Based on the results of cage* 
side observations or gross necropsy, the 
tester may decide to initiate 
histopathological review of certain 
organs, and/or additional clinical 
laboratory tests. Animals that die during 
the test are necropsied. and at the 
conclusion of the observation period, the 
surviving animals are sacrificed and are 
necropsied. 

(e) Limit testl If a test at a dose level 
of at least 5 mg/1 (actual concentration 
of respirable substances) for 4 hours or. 
where this is not possible due to 
physical or chemical properties of the 
test substance* the maximum attainable 
concentration, produces no compound- 
related mortality, then a full study using 
three dose levels will not be necessary. 

(0 Test procedures—{\) Animal 
selection--^) Species and strain. 
Although several mammalian test 
species may be used, the rat is the 
preferred species. Commonly used 
laboratory strains should be employed. 

If another mammalian species is 
employed, the tester should provide 
justification and reasoning for its 
selection. 

(ii) Age. Young adult animals should 
be used. The weight variation of animals 
used in a test should not exceed ± 20 
percent of the mean weight for each sex. 

(iii) Sex. (A) Equal numbers of 
animals of each sex should be used for 
each dose level. 

(B) The females should be nulliparous 
and nonpregnant. 

(iv) Numbers per dose group. At least 
five animals of each sex should be used 
at each dose level. 

(2) Control groups. A concurrent 
untreated control is not necessary. 

Where a vehicle is used to help generate 
an appropriate concentration of the 
substance in the atmosphere, a vehicle 
control group should be used when 
historical data are not available or 
adequate to determine the acute toxicity 
of the vehicle. 

(3) Dose levels and dose selection, (i) 

; ^ rce exposure concentrations should 
be used and spaced appropriately to 
produce test groups with a range of toxic 
effects and mortality rates. The data 
should be sufficient to produce o dose- 
response curve and permit an 
acceptable estimation of the median 


lethal concentration. Range-Finding 
studies using single animals may help to 
estimate the positioning of the test 
groups so that no more than three doses 
will be necessary 

(ii) Where necessary, a suitable 
vehicle may be added to the test 
substance to help generate an 
appropriate concentration of the test 
substance in the atmosphere. If a vehicle 
or diluent is needed, ideally it should 
not elicit important toxic effects itself or 
substantially alter the chemical or 
toxicological properties of the test 
substance. 

(iii) In the case of potentially 
explosive test substances, care should 
be taken to avoid generating explosive 
concentrations. 

(iv) To establish suitable exposure 
concentrations, a trial test is 
recommended. 

(4) Exposure duration. The duration of 
exposure should be at least 4 hours after 
equilibration of the chamber 
concentrations. 

(5) Observation period. The 
observation period should be at least 14 
days. Although 14 days is recommended 
as a minimum penod. the duration of 
observation should not be fixed rigidly. 

It should be determined by the toxic 
reactions, rate of onset and length of 
recovery period, and may thus be 
extended when considered necessary. 
The time at which signs of toxicity 
appear and disappear, their duration 
and the time of death are important, 
especially if there is a tendency for 
deaths to be delayed. 

(6) Inhalation exposure . (i) The 
animals should be tested with inhalation 
equipment designed to sustain a 
dynamic air flow of 12 to 15 air changes 
per hour, ensure an adequate oxygen 
content of 19 percent and on evenly 
distributed exposure atmosphere. Where 
a chamber is used, its design should 
minimize crowding of the test animals 
and maximize their exposure to the test 
substance. This is best accomplished by 
individual caging. As a general rule to 
ensure stability of a chamber 
atmosphere, the total “volume” of the 
test animals should not exceed 5 percent 
of the volume of the test chamber. 
Alternatively, oro-nasal. head-only, or 
whole body individual chamber 
exposure may be used. 

(ii) A suitable analytical 
concentration control system should be 
used. The rate of air flow should be 
adjusted to ensure that conditions 
throughout the equipment are essentially 
the same. Maintenance of a slight 
negative pressure inside the chamber 
will prevent leakage of the test 
substance into the surrounding area. 


(iii) The temperature at which the lest 
is performed should be maintained at 22 
*C (± 2*). Ideally, the relative humidity 
should be maintained beiween 40 to 60 
percent, but in certain instances (e.g., 
tests on aerosols, use of water vehicle) 
this may not be practicable. 

(7) Physical measurements. 
Measurements or monitoring should be 
made of the following: 

(i) The rate of air flow should be 
monitored continuously, but should be 
recorded at least every 30 minutes. 

(ii) The actual concentrations of the 
test substance should be measured in 
the breathing zone. During the exposure 
period the actual concentration of the 
test substance should be held as 
constant as practicable. Continuous 
monitoring is desirable. Measurement of 
actual concentrations should be 
recorded near the beginning, middle, 
and end of the exposure period. 

(iii) During the development of the 
generating system, particle size analysts 
should be performed to establish the 
stability of aerosol concentrations. 
During exposure, analysis should be 
made as often as necessary to determine 
the consistency of particle size 
distribution and homogeneity of the 
exposure stream. 

(iv) Temperature and humidity should 
be monitored continuously but should 
be recorded at least every 30 minutes. 

(8) Food and water during exposure 
period. Food should be withheld during 
exposure. Water may also be withheld 
in certain cases. 

(9) Observation of animals, (i) A 
careful clinical examination should be 
made at least once each day. 

(ii) Additional observations should be 
made daily, especially in the early days 
of the study. Appropriate actions should 
be taken to minimize loss of animals to 
the study (e.g.. necropsy or refrigeration 
of those animals found dead and 
isolation of weak or moribund animals). 

(iii) Cage-side observations should 
include, at the least evaluations of the 
skin and fur, eyes and mucous 
membranes, respiratory, circulatory, 
autonomic and central nervous systems, 
somatomotor activity and behavior 
pattern. Particular attention should be 
directed to observation of tremors, 
convulsions, lethargy, other signs of 
central nervous system depression, 
salivation and diarrhea. 

(iv) Individual weights of animals 
should be determined shortly before the 
test substance is administered, weekly 
thereafter, and at death. Changes in 
weights should be calculated and 
recorded when survival exceeds one 
day. 
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(v) The time of death should be 
recorded as precisely as possible. 

(vi) At the end of the test, surviving 
animals should be weighed and 
sacrificed. 

(10) Cross pathology . A gross 
necropsy should be performed on all 
animals under test, with particular 
reference to any changes in the 
respiratory tract. Where there are 
significani signs of toxicity indicating 
the possible involvement of other 
organs, these should be examined. All 
gross pathology changes should be 
recorded. 

(11) Additional evaluations. In 
animals surviving 24 hours or more, 
clinical chemistry tests or microscopic 
examination of organs showing 
evidence of gross pathology should be 
considered because they may yield 
additional useful information on the 
nature of the induced toxic effects. 

(g) Data and reporting —(1) Treatment 
of results. Data should be summarized 
in tabular form, showing for each test 
group the number of animals at the start 
of the test, body weights, time of death 
of individual animals at different dose 
levels, number of animals displaying 
other signs of toxicity, description of 
toxic effects and necropsy findings. 

(2) Evaluation of results. An 
evaluation of results should include the 
relationship, if any. between the 
concentration of the test substance and 
the incidence, severity and reversibility 
of all abnormalities, including 
behavioral and clinical effects, gross 
lesions, body weight changes, effects on 
mortality, and any other toxicological 
effects. 

(3) Test report. In addition to the 
reporting requirements as specified 
under 40 CFR Part 792, Subpart J the 
following specific information should be 
reported: 

(i) Test conditions. (A) Description of 
exposure apparatus including design, 
type, dimensions, source of air, system 
for generating particulates and aerosols, 
method of conditioning air. treatment of 
exhaust air and the method of housing 
the animals in a test chamber. 

(B) The equipment of measuring 
temperature, humidity, and particulate 
aerosol concentrations and size be 
described. 

(ii) Exposure data. These should be 
tabulated and presented with mean 
values and a measure of variability (e.g., 
standard deviation) and should include: 

(A) Airflow rates through the 
inhalation equipment. 

(B) Temperature and humidity of air. 

(C) Nominal concentration (total 
amount of test substance fed into the 
inhalation equipment divided by volume 
of air). 


(D) Actual concentration in test 
breathing zone. 

(E) Particle size distribution (e.g.. 
median aerodynamic diameter of 
particles with standard deviation from 
the mean). 

(iii) Animoldata. (A) Tabulation of 
response data by sex and exposure level 
(i.e., number of animals exposed, 
number of animals showing signs of 
toxicity, number of animals dying). 

(B) Dose-response curves for mortality 
and other toxic effects (when permitted 
by the method of determination). 

(C) Description of toxic effects 
including their time of onset, duration, 
reversibility, and relationship to dose. 

(D) Time of death during or following 
exposure. 

(E) Body weight data. 

(F) Gross pathology findings. 

(G) Histopathology findings and any 
additional clinical chemistry evaluation, 
if performed. 

(h) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Bliss* CJ. ,4 The determination of 
the dosage mortality curve from small 
numbers/ 4 Quarterly Journal of 
Pharmacy and Pharmacology. 11:192- 
216 (1938). 

(2) Finney. D.G. ‘'Chapter 3— 
Estimation of the median effective dose, 
Chapter 4—Maximum likelihood 
estimation. 44 Probit Analysis. 3rd Ed. 
(London: Cambridge University Press, 
1971). 

(3) Litchfield. J.T., Jr.. Wilcoxon. F. ,4 A 
simplified method of evaluating dose- 
effect experiments/ 4 Journal of 
Pharmacology and Experimental 
Therapeutics. 96:99-115 (1949). 

(4) Miller. L.C.. Tainter, M.L. 
"Estimation of the EDso and its error by 
means of logarithmic graph paper/* 
Proceedings of the Society for 
Experimental Biology and Medicine. 
57:281-264 (1944). 

(5) National Academy of Sciences. 
"Principles and procedures for 
evaluating the toxicity of household 
substances/* A report prepored by the 
Committee for the Revision of NAS 
Publication 1138. under the auspices of 
the Committee on Toxicology, National 
Research Council. National Academy of 
Sciences. Washington. DC (1977). 

(6) Smyth. H.F.. Jr., Carpenter. C.P., 
Weil. C.S.. Striegel. J.A. "Range finding 
toxicity data: List VI.'* American 
Industrial Hygiene Association Journal 
23:95 (1962). 

(7) Thompson. W.R. "Use of moving 
averages and interpolation to estimate 
median effective dose/* Bacteriological 
Review. 11:115-145 (1947). 


(8) Weil, C.S. 'Tables for convenient 
calculation of median effective dose and 
instructions in their use," Biometrics . 
8:249-263 (1952). 

(9) World Health Organization. "Part 
I. Environment Health Criteria 6," 
Principles and Methods for Evaluating 
the Toxicity of Chemicals. Geneva: 
World Health Organization (1979). 

$ 798.1175 Acute ora) toxicity. 

(a) Purpose. In the assessment and 
evaluation of the toxic characteristics of 
a substance, determination of acute oral 
toxicity is usually an initial step. It 
provides information on health hazards 
likely to arise from short-term exposure 
by the oral route. Data from an acute 
study may serve as a basis for 
classification and labeling. It is 
traditionally a step in establishing a 
dosage regimen in subchronic and other 
studies and may provide initial 
information on the mode of toxic action 
of a substance. An evaluation of acute 
toxicity data should include the 
relationship, if any, between the 
animals* exposure to the test substance 
and the incidence and severity of all 
abnormalities, including behavioral and 
clinical abnormalities, the reversibility 
of observed abnormalities, gross lesions, 
body weight changes, effects on 
mortality, and any other toxic effects. 

(b) Definitions. (1) Acute oral toxicity 
is the adverse effects occurring within a 
short time of oral administration of a 
single dose of a substance or multipte 
doses given within 24 hours. 

(2) Dose is the amount of test 
substance administered. Dose is 
expressed as weight of test substance (g. 
mg) per unit weight of test animal (e.g. 
mg/kg). 

(3) Dose-response is the relationship 
between the dose and the proportion of 
a population sample showing a defined 
effect. 

(c) Approaches to the determination 
of acute toxicity . (1) At present, the 
evaluation of chemicals for acute 
toxicity is necessary for the protection 
of public health and the environment. 
W r hen animal testing is required for this 
purpose, this testing should be done in 
ways that minimize numbers of animals 
used and that take full account of their 
welfare. 

(2) EPA recommends the following 
means to reduce the number of animals 
used to evaluate acute effects of 
chemical exposure while preserving its 
ability to make reasonable judgments 
about safety: 

(i) Attempt the use of existing data on 
structurally related chemicals. 

(ii) If duta for calculating an liV are 
needed, perform an acute toxicity study 
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whereby the value of the data derived 
from the investment of animal lives is 
enhanced. EPA does not encourage the 
use of animals solely for the calculation 
of an LDtt. 

(iii) Use methods that minimize the 
numbers of animals in the test. 

(3) The following provides an 
expanded discussion of these principles 
and their application to the evaluation 
of acute toxicity of chemicals. 

(i) Using data from structurally 
related chemicals. In order to minimize 
the need for animal testing, the Agency 
encourages the review of existing acute 
toxicity information on chemical 
substances that are structurally related 
to the agent under investigation. In 
certain cases one may be able to glean 
enough information from these surrogate 
chemicals to make preliminary safety 
evaluations that may obviate the need 
for further animal testing. 

(ii) "Limit” test When acute lethality 
data are desirable. EPA’s test guideline 
encourages the use of methods that 
minimize-the requirement for animals, 
sometimes by a factor of 90 percent as 
compared to the more traditional LD* 
test. In the 'limit" test, a single group of 
miimals is given a large dose (5 g/kg 
body weight) of the agent. If no lethality 
is demonstrated, no further testing for 
acute oral toxicity is pursued. 

(iii) Estimation of lethal dose. For 
those substances demonstrating 
lethality in a "limit" test or for 
substances for which there are data on 
structurally related chemicals that 
indicate potential acute toxicity below 5 
g/kg the Agency can use estimates of 
the dose associated with some level of 
ncute lethality that are derived from a 
study comprised of three doses as 
described in this guideline. With such an 
approach, use of greater numbers of 
animals or increased numbers of dose 
levels are not necessary. 

(iv) Multiple endpoint evaluation. The 
Agency stresses the simultaneous 
monitoring of several endpoints of 
toxicity in animals in a single acute 
study including sublethal effects as well 
as lethality. Dosed animals are observed 
for abnormal behavioral manifestations 
such as increased salivation or muscular 
incoordination, in addition to the 
recovery from these effects during the 
observation period. Both dead and 
surviving animals are autopsied to 
evaluate gross anatomical evidence of 
organ toxicity. In selected cases, 
additional testing may be justified to 
characterize better the kinds of 
abnormalities that have been found in 
the organa of the autopsied animals. 

(4) These sound, scientific practices 
represent some of the means which 
maximize the utility of the data obtained 


from a limited number of test animals to 
achieve a balance between protecting 
humans and the environment, and the 
welfare and utilization of laboratory 
animals. When animal testing is, 
nonetheless, determined to be necessary 
to achieve this balance, the following 
lest method incorporates the principles 
discussed in this section. 

(d) Principle of the test method. When 
conducting acute toxicity testing, 
exposure by gavage is recommended for 
chemicals where exposure of humans by 
the oral route is likely. A single 
exposure and a 14-day observation 
period are used. The test substance is 
administered orally in graduated doses 
to several groups of experimental 
animals, one dose being used per group. 
For the limit test, however, only one 
group is tested at a single (high) dose. 
Subsequent to exposure, systematic 
daily observations of effects and deaths 
are made. Based on the results of cage- 
side observations or gross necropsy, the 
tester may decided to initiate 
histopathological review of certain 
organs, and/or additional clinical 
laboratory tests. Animals that die during 
the test arc nccropsied. and at the 
conclusion of the observation period, the 
surviving animals are sacrificed and are 
necropsied. 

(e) Limit test. If a test at a dose level 
of at least 5 g/kg body weight produces 
no compound-related mortality, then a 
study using three dose levels will not be 
necessary. 

(f) Test procedures —(1) Animal 
selection^ i) Species and strain. 
Although several mammalian test 
species may be used, the rat Is the 
preferred species. Commonly used 
laboratory strains should be employed. 

If another species is used, the tester 
should provide justificaion and 
reasoning for its selection. 

(ii) Age. Young adult animals should 
be used. The weight variation of animals 
used in a test should not exceed ± 20 
percent of the mean weight for each sex. 

(iii) Sox. (A) Equal numbers of 
animals of each sex should be used for 
each dose level. 

(B) The females should be nulliparous 
and nonpregnunt. 

(iv) Numbers per dose group. At least 
five animals of each sex should be used 
at each dose level. 

(2) Control groups. A concurrent 
untreated control is not necessary. A 
vehicle control group should be run 
concurrently except when historical 
data are available to determine the 
acute toxicity of the vehicle. 

(3) Dose levels and dose selection, (i) 
Three dose levels should be used and 
spaced appropriately to produce test 
groups with a range of toxic effects and 


mortality rates. The data should be 
sufficient to produce a dose-response 
curve and permit an acceptable 
estimation of the median lethal dose. 
Range-finding studies using single 
animals may help to estimate the 
positioning of the dose groups so that no 
more than three dose levels will be 
necessary. 

fii) Vehicle. Where necessary, the test 
substance is dissolved or suspended in a 
suitable vehicle. It is recommended that 
wherever possible the use of an aqueous 
solution be considered first, followed by 
consideration of a solution in oil (e.g.. 
corn oil) and then by possible solution in 
other vehicles. For nonaqueous vehicles 
the toxic characteristics of the vehicle 
should be known, and if not known 
should be determined before the test. 

(iii) Volume. The maximum volume of 
liquid that can be administered at one 
time depends on the size of the test 
animal. In rodents, the volume should 
not exceed 1 ml/100 g body weight, 
except when an aqueous solution is 
used where 2 ml/100 g may be 
administered. Variability in test volume 
should be minimized by adjusting the 
concentration to ensure a constant 
volume at all dose levels. 

(4) Exposure duration. The test 
substance should be administered over 
a period not exceeding 24 hours, 

(5) Observation period. The 
observation period should be at least 14 
days. Although 14 days is recommended 
as a mininum period, the duration of 
observation should not be fixed rigidly. 

It should be determined by the toxic 
reactions, rate of onset and length of 
recovery period, and may thus be 
extended when considered necessary. 
The time at which signs of toxicity 
appear and disappear, their duration, 
and the time to death are important, 
especially if there is a tendency for 
deaths to be delayed. 

(6) E\posurc. (i) The test substance 
should be administered in a single dose 
by gavage. using a stomach tube or 
suitable intubation cannula. 

(il) Animals should be fasted prior to 
test substance administration. For the 
rat, food should be withheld overnight; 
for other rodents with higher metabolic 
rates a shorter period of fasting is 
appropriate. 

(iii) After the substance has been 
administered, food may be withheld for 
an additional 3 to 4 hours. 

(iv) if a single dose is not possible, the 
dose may be given in smaller fractions 
over a period not exceeding 24 hours. 
Where a close is administered in 
fractions, it may be necessary to provide 
the animals with food and water 
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depending on the length of the dosing 
period. 

(7) Observation of animals, (i) A 
careful clinical examination should be 
made at least once each day. 

(ii) Additional observations should be 
made daily, especially in the early days 
of the study. Appropriate actions should 
be taken to minimize los9 of animals to 
the study (e.g.. necropsy or refrigeration 
of those animals found dead and 
isolation of weak or moribund animals). 

(iii) Cage-side observations should 
include, at the least, evaluation of the 
skin and fur. eyes and mucous 
membranes, respiratory, circulatory, 
autonomic and central nervous systems, 
somatomotor activity and behavior 
pattern. Particular attention should be 
directed to observation of tremors, 
convulsions, lethargy', other signs of 
central nervous system depression, 
salivation, and diarrhea. 

(iv) Individual weights of animals 
should be determined shortly before the 
test substance is administered, weekly 
thereafter, and at death. Changes in 
weights should be calculated and 
recorded when survival exceeds one 
day. 

(v) The time of death should be 
recorded as precisely as possible. 

(vi) At the end of the test, surviving 
animals should be weighed and 
sacrificed. 

(8) Gross pathology, A gross necropsy 
should be performed on all animals 
under test. All gross pathology changes 
should be recorded. 

(9 ) Additional evaluations. In animals 
surviving 24 hours or more, clinical 
chemistry tests or microscopic 
examination of organs showing 
evidence of gross pathology should be 
considered because they may yield 
additional useful information on the 
nature of the induced toxic effects. 

(g) Data and reporting —(1) Treatment 
of results. Data should be summarized 
in tabular form, showing for each test 
group the number of animals at the start 
of the test, body weights, time of death 
of individual animals at different dose 
levels, number of animals displaying 
other signs of toxicity, description of 
toxic effects and necropsy findings. 

(2) Evaluation of results. An 
evaluation of results should include the 
relationship, if any, between the dose of 
the test substance and the incidence, 
severity, and reversibility of all 
abnormalities, including behavioral and 
clinical effects, gross lesions, body 
weight changes, effects on mortality, 
and any other toxicological effects. 

(3) Test report. In addition to the 
reporting requirements as specified 
under 40 CFR Part 792, Subpart J the 


following specific information should be 
reported. 

(i) Tabulation of response data by sex 
and dose level (i.e.. number of animals 
exposed: number of animals showing 
signs of toxicity; number of animals 
dying). 

(ii) Dose-response curves for mortality 
and other toxic effects (when permitted 
by the method of determination). 

(iii) Description of toxic effects, 
including their time of onset, duration, 
reversibility, and relationship to dose. 

(iv) Time of death after dosing. 

(v) Body weight data. 

(vi) Cross pathology findings. 

(vii) Histopathology findings and any 
additional clinical chemistry 
evaluations, if performed. 

(h) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Balazs. T. ’’Measurement of acute 
toxicity/* Methods in Toxicology, ed. 
G.E. Paget (Philadelphia: F.A. Davis Co.. 
1970). pp, 49-82. 

(2) Bliss. C.L ’The determination of 
the dosage mortality curve from small 
numbers/’ Quarterly Journal of 
Pharmacy and Pharmacology. 11:192- 
216 (1938). 

(3) Finney. D.C. "Chapter 3— 
Estimation of the median effective dose. 
Chapter 4—Maximum likelihood 
estimation/* Probit Analysis. 3rd 
Edition. (London: Cambridge University 
Press. 1971). ' 

(4) Hunter, W.J., Lingk, W.. Recht. P. 
"Intercomparison study on the 
determination of single administration 
toxicity in rats/’ Journal of the 
Association of Official Analytical 
Chemists. 62(4):864-873 (1979). 

(5) Litchfield, J.T., Jr., Wilcoxon. F. "A 
simplified method of evaluating dose- 
effect experiments/* Journal of 
Pharmacology and Experimental 
Therapeutics. 96:99-115 (1949). 

(6) Miller. LC, Tainter, M.L. 
"Estimation of the EDjo and its error by 
means of logarithmic graph paper," 
Proceedings of the Society for 
Experimental Biology and Medicine . 
57:261-264 (1944). 

(7) National Academy of Sciences. 
"Principles and procedures for 
evaluating the toxicity of household 
substances." a report prepared by the 
Committee for the Revision of NAS 
Publication 1138, under the auspices of 
the Committee on Toxicology', National 
Research Council. National Academy of 
Sciences, Washington. DC (1977). 

(8) Thompson. W.R. "Use of moving 
averages and interpolation to estimate 
median effective dose," Bacteriological 
Review. 11:115-145 (1947). 


(9) Weil. C.S. ‘Tables for convenient 
calculation of median effective dose and 
instructions in their use," Biometrics. 
8:249-263 (1952). 

(10) World Health Organization. "Part 
L Environmental Health Criteria 8," 
Principles and Methods for Evaluating 
the Toxicity of Chemicals. Geneva: 
World Health Organization (1978). 

Subpart C—Subchronic Exposure 

$796.2250 Dermal toxicity. 

(a) Purpose. In the assessment and 
evaluation of the toxicharacteristics of a 
chemical, the determination j>f 
subchronic dermal toxicity may be 
carried out after initial information on 
toxicity has been obtained by acute 
testing. The subchronic dermal study 
has been designed to permit the 
determination of the no-observed-effect 
level and toxic effects associated with 
continuous or repeated exposure to a 
test substance for a period of 90 days. 
The test is not capable of determining 
those effects that have a long latency 
period for development (e.g.. 
carcinogenicity and life shortening). It 
provides information on health hazards 
likely to arise from repeated exposure 
by the dermal route over a limited 
period of time. It will provide 
information on target organs, the 
possibilities of accumulation, and can be 
of use in selecting dose levels for 
chronic studies and for establishing 
safety criteria for human exposure. 

(b) Definitions . (1) Subchronic dermal 
toxicity is the adverse effects occurring 
as a result of the repeated daily 
exposure of experimental animals to a 
chemical by dermal application for part 
(approximately 10 percent) of a life 
span. 

(2) Dose in a dermal test is the amount 
of test substance applied to the skin 
(applied daily in subchronic tests). Dose 
is expressed as weight of the substance 
(g, mg) per unit weight of test animal 
(e.g.. mg/kg). 

(3) No-effect level/No-toxic-effect 
level/No-adverse-effect level/No- 
observed-effect level is the maximum 
dose used in a test which produces no 
observed adverse effects. A no- 
observed-effect level is expressed in 
terms of the weight of a test substance 
given daily per unit weight of test 
animal (mg/kg). 

(4) Cumulative toxicity is the adverse 
effects of repeated doses occurring as a 
result of prolonged action on. or 
increased concentration of the 
administered test substance or its 
metabolites in susceptible tissues. 

(c) Principle of the test method. The 
test substance is applied daily to the 
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skin in graduated doses to several 
groups of experimental animals, one 
dose level per unit group, for a period of 
90 days. During the period of application 
the animals are observed daily to detect 
signs of toxicity. Animals which die 
during the test are necropsied, and at 
the conclusion of the test the surviving 
animals are sacrificed and necropsied 
and appropriate hislopathological 
examinations carried out. 

(d) Limit test. If a test at one dose 
level of at least 1000 mg/kg body weight 
[expected human exposure may indicate 
the need for a higher dose level), using 
the procedures described for this study, 
produces no observable toxic effects 
and if toxicity would not be expected 
based upon data of structurally related 
compounds, then a full study using three 
dose levels might not be necessary. 

(e) Test procedures —(1) Animal 
selection —(i) Species and strain. The 
rat. rabbit, or guinea pig may be used 
although the albino rabbit is preferred. 
The albino rabbit is preferred because 
of its size, skin permeability, and 
extensive data base. Commonly used 
laboratory strains should be employed. 

If another mammalian species is used, 
the tester should provide justification/ 
reasoning for its selection. 

(ii) Age. Young adult animals should 
be used. The following weight ranges at 
the start of the test are suggested in 
order to provide animals of a size which 
facilitates the conduct of the test: rats, 
200 to 300 g; rabbits. 2.0 to 3.0 kg: guinea 
pigs, 350 to 450 g. 

(Hi) Sex. (A) Equal numbers of 
animals of each sex with healthy skin 
should be used at each dose level. 

(B) The females should be nulliparous 
and nonpregnant. 

(iv) Numbers . (A) At least 20 animals 
(10 females and 10 males) should be 
used at each dose level. 

(B) If interim sacrifices are planned, 
the number should be increased by the 
number of animals scheduled to be 
sacrificed before completion of the 
study. 

(2) Control groups. A concurrent 
control group is recommended. This 
group should be an untreated or sham 
treated control group or. if a vehicle is 
used in administering the test substance, 
a vehicle control group. If the toxic 
properties of the vehicle are not luiown 
or cannot be made available, both 
untreated and vehicle control groups are 
recommended. 

(3) Satellite group. A satellite group of 
20 animals (10 animals per sex) may be 
treated with the high dose level for 90 
days and observed for reversibility, 
persistence, or delayed occurrence, of 
toxic effects for a posttreatment period 


of appropriate length, normally not less 
than 28 days. 

(4) Dose level ond dose selection, (i) 

In subchronic toxicity tests, it is 
desirable to have a dose-response 
relationship as well as a nonobserved- 
toxic-effect level. Therefore, at least 
ihree dose levels with a control and. 
where appropriate, a vehicle control 
(corresponding to the concentration of 
vehicle at the highest exposure level) 
should be used. Doses should be spaced 
appropriately to produce test groups 
with a range of toxic effects. The data 
should be sufficient to produce a dose- 
response curve. 

(ii) The highest dose level should 
result in toxic effects but not produce 
severe skin irritation or an incidence of 
fatalities which would prevent a 
meaningful evaluation. 

(iii) The lowest dose level should not 
produce any evidence of toxicity. Where 
there is a usable estimation of human 
exposure, the lowest dose level should 
exceed this. 

(Iv) Ideally, the intermediate dose 
level(s) should produce minimal 
observable toxic effects. If more than 
one intermediate dose is used, the dose 
levels should be spaced to produce a 
gradation of toxic effects. 

(v) In the low and intermediate groups 
and in the controls the incidence of 
fatalities should be low, to permit a 
meaningful evaluation of the results. 

(5) Exposure conditions. The animals 
are treated with test substance, ideally 
for at least 6 hours per day on a 7-day 
per week basis, for a period of 90 days. 
However, based primarily on practical 
considerations, application on a 5-day 
per week basis is considered to be 
acceptable. 

(6) Observation period, (i) Duration of 
observation should be at least 90 days. 

(ii) Animals in the satellite group 
scheduled for follow-up observations 
should be kept for o further 28 days 
without treatment to detect recovery 
from, or persistence of. toxic effects. 

(7) Preparation of animal skin, (i) 
Shortly before testing, fur should be 
clipped from the dorsal area of the trunk 
of the test animals. Shaving may be 
employed, but it should be carried out 
approximately 24 hours before the test. 
Repeat clipping or shaving is usually 
needed at approximately weekly 
intervals. When clipping or shaving the 
fur, care should be taken to avoid 
abrading the skin, which could alter its 
permeability. 

(ii) Not less than 10 percent of the 
body surface area should be clear for 
the application of the test substance. 

The weight of the animal should be 
taken into account when deciding on the 


area to be cleared and on the 
dimensions of any covering used. 

(iii) When testing solids, which may 
be pulverized if appropriate, the test 
substance should be moistened 
sufficiently with water or. where 
necessary, a suitable vehicle to ensure 
good contact with the skin. When a 
vehicle is used, the influence of the 
vehicle on toxicity of and penetration of 
the skin by the test substance should be 
taken into account. 

(8) Application of the test substance. 
(i) The test substance should be applied 
uniformly over an area which is 
approximately 10 percent of the total 
body surface area. With highly toxic 
substances, the surface area covered 
may be less, but as much of the area 
should be covered with as thin and 
uniform a film as possible. 

(ii) During the exposure period, the 
test substance should be held in contact 
with the skin with a porous gauze 
dressing and nonimtating tape. The test 
site should be further covered in a 
suitable manner to retain the gauze 
dressing and test substance and ensure 
that the animals cannot ingest the test 
substance. Restrainers may be used to 
prevent the ingestion of the test 
substance, but complete immobilization 
is not a recommended method. 

(9) Observation of animals, (i) Each 
animal should be handled and its 
physical condition appraised at least 
once each day. 

(ii) Additional observations should be 
made daily with appropriate actions 
taken to minimize loss of animals to the 
study (e.g., necropsy or refrigeration of 
those animals found dead and isolation 
or sacrifice of weak or moribund 
animals). 

(iii) Signs of toxicity should be 
recorded as they are observed, including 
the time of onset, the degree, and 
duration. 

(iv) Cage-side observations should 
include, but not be limited to, changes in 
skin and fur, eyes and mucous 
membranes, respiratory, circulatory, 
autonomic and central nervous systems, 
somatomotor activity and behavior 
pattern. 

(v) Animals should be weighed 
weekly. Food consumption should also 
be determined weekly if abnormal body 
weight changes are observed. 

(vi) At the end of the study period, all 
survivors in the non-satellite treatment 
groups are sacrificed. Moribund animals 
should be removed and sacrificed when 
noticed. 

(10) Clinical examinations, (i) The 
following examinations should be made 
on at least five animals of each sex in 
each group: 
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(A) Certain hematology 
determinations should be carried out at 
least three times during the test period: 
just prior to initiation of dosing (baseline 
data), after approximately 30 days on 
test and just prior to terminal sacrifice 
at the end of the test period. Hematology 
determinations which should be 
appropriate to all studies: hematocrit, 
hemoglobin concentration, erythrocyte 
count, total and differential leucocyte 
count, and a measure of clotting 
potential such as clotting time, 
prothrombin time, thromboplastin time, 
or platelet count 

(B) Certain clinical biochemistry 
determinations on blood should be 
carried out at least 3 times: just prior to 
initiation of dosing (baseline data), after 
approximately 30 days on test and just 
prior to terminal sacrifice at the end of 
the test period. Test sreas which are 
considered appropriate to all studies: 
electrolyte balance, carbohydrate 
metabolism, and liver and kidney 
function. The selection of specific tests 
will be influenced by observations on 
the mode of action of the substance. 
Suggested determinations: calcium, 
phosphorus, chloride, sodium, 
potassium, fasting glucose (with the 
period of fasting appropriate to the 
species), serum glutamic-pyruvic 
transaminase (now known as scrum 
alanine aminotransferase), serum 
glutamic oxaloacetic transaminase (now 
know r n as serum aspartate 
aminotransferase), ornithine 
decarboxylase, gamma glutamyl 
transpeptidase. urea nitrogen, albumen, 
blood creatinine, total bilirubin and total 
scrum protein measurements. Other 
determinations which may be necessary 
for an adequate toxicological evaluation 
include: analyses of lipids, hormones, 
add/base balance, methemoglobin and 
cholinesterase activity'. Additional 
clinical biochemistry may be employed, 
where necessary, to extend the 
investigation of observed effects. 

(ii) The following examinations should 
be made on at least five animals of each 
sex in each group: 

(A) Ophthalmological examination, 
using an ophthalmoscope or equivalent 
suitable equipment, should be mode 
pfior to exposure to the test substance 
and at the termination of the study. If 
changes in the eyes are detected all 
animals should be examined. 

(B) Urinalysis is not suggested on a 
routine basts, but only when there is an 
indication based on expected or 
observed toxicity. 

(11) Gross necropsy . (i) All animals 
should be subjected to a full gross 
necropsy which indudes examination of 
the external surface of the body, all 


orifices, and the cranial, thoracic and 
abdominal cavities and their contents. 

(11) The liver, kidneys, adrenals, brain, 
and gonads should be weighed wet. as 
soon as possible after dissection, to 
avoid drying. 

(iii) The following organs and tissues, 
or representative samples thereof, 
should be preserved in a suitable 
medium for possible future 
histopathological examination: normal 
and treated skin: all gross lesions; 
brain—including sections of medulla/ 
pons, cerebellar cortex and cerebral 
cortex; pituitary: thyroid/paralhyroid: 
thymus; trachea; lungs; heart; (sternum 
with bone marrow); salivary glands: 
liver, spleen: kidneys: adrenals; 
pancreas; gonads: uterus; accessory 
genital organs (epididymis, prostate and. 
if present, seminal vesicles); aorta; gall 
bladder (if present); esophagus; 
stomach; duodenum; jejunum; ileum; 
cecum; colon; rectum; urinary bladder; 
representative lymph node; (mammary 
gland); (thigh musculature): peripheral 
nerve: (eye): (femur—including articular 
surface); (spinal cord at three levels— 
cervical; mid thoracic and lumbar): and 
(exorbital lachrymal glands). 

(12) Histopathology . The following 
histopathology should be performed: 

(i) Full histopathology on normal and 
treated skin and on organs and tissues, 
listed above, of all animals in the 
control and high dose groups. 

(ii) AH gross lesions in all animals. 

(iii) Target organs in all animals. 

(iv) The tissues mentioned in brackets 
(listed above)—if indicated by signs of 
toxicity or expected target organ 
involvement 

(v) Lungs of animals (rodents) in the 
low and intermediate dose groups 
should be subjected to histopathological 
examination for evidence of infection, 
since this provides a convenient 
assessment of the state of health of the 
animals. 

(vi) When a satellite group is used, 
histopathology should be performed on 
tissues and organs identified as showing 
effects in other treated groups. 

(f) Data and reporting —(1) Treatment 
of results. (1) Data should be 
summarized in tabular form, showing for 
each test group the number of animals at 
the start of the test the number of 
animals showing lesions, the types of 
lesions, and the percentage of animals 
displaying each type of lesion. 

(ii) All observed results, quantitative 
and incidental, should be evaluated by 
an appropriate statistical method. Any 
generally accepted statistical method 
may be used; the statistical methods 
should be selected during the design of 
the study. 


(2) Evaluation of results. The findings 
of a subchronic dermal toxicity study 
should be evaluated in conjunction with 
the findings of preceding studies and 
considered in terms of the observed 
toxic effects and the necropsy and 
histopathological findings. The 
evaluation should include the 
relationship between the dose of the test 
substance and the presence or.absence, 
the incidence and severity, of 
abnormalities, including behavioral and 
clinical abnormalities, gross lesions, 
identified target organs, body weight 
changes, effect on mortality and any 
other general or specific toxic effects. A 
properly conducted subchronic test 
should provide a satisfactory estimation 
of a no-effect level. 

(3) Test report In addition to the 
reporting requirements as specified in 
the EPA Good Laboratory Practice 
Standards under 40 CFR Part 792, 
Subpart J. the following specific 
information should be reported. 

(i) Group animat data. Tabulation of 
toxic response data by species, strain, 
sex and exposure level for 

(A) Number of animals dying. 

(B) Number of animals showing signs 
of toxicity. 

(C) Number of animals exposed. 

(ii) Individual animal data . (A) Time 
of death during the study or whether 
animals survived to termination. 

(B) Time of observation of each 
abnormal sign and its subsequent 
course. 

(C) Body weight data. 

(D) Food consumption data when 
collected. 

(E) Hematological tests employed and 
all results. 

(F) Clinical biochemistry tests 
employed and all results. 

(G) Necropsy findings, 

(H) Detailed description of all 
histopathological findings. 

(I) Statistical treatment of results 
where appropriate. 

(g) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Draize. |JL M Dermal toxicity,' 
Appraisal of Chemicals in Food. Drugs 
and Cosmetics. The Association of Food 
and Drug Officials of the United States 
(196a 3rd printing 1975). pp. 45-59. 

(2) Fitihugh. O.G. '‘Subacute toxicity. 
Appraisal of the Safety of Chemicals in 
Foods , Drugs and Cosmetics. The 
Association of Food and Drug Official 
of the United States (195a 3rd printing 
1975). pp. 25-35. 

(3) National Academy of Sciences. 

' Principles and Procedures for 
Evaluating the Toxicity of Household 
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Substances." a report prepared by the 
Committee for the Revision of NAS 
Publication 1138, under the auspices of 
the Committee on Toxicology, National 
Research Council. National Academy of 
Sciences. Washington, DC (1977). 

(4) World Health Organization. "Part 
I. Environmental Health Criteria 
ft "Principles and Methods for 
Evaluating the Toxicity of Chemicals. 
(Geneva: World Health Organization. 
1978). 

•S 793.24SO Inhalation toxicity. 

(a) Purpose. In the assessment and 
evaluation of the toxic characteristics of 
a gas, volatile substance, or aerosol/ 
particulate, determination of subchronic 
inhalation toxicity may be earned out 
after initial information on toxicity has 
been obtained by acute testing. The 
subchronic inhalation study had been 
designed to permit the determination of 
the no-observed-effect level and toxic 
effects associated with continuous or 
repeated exposure to a test substance 
for a period of 90 days. The test is not 
capable of determining those effects that 
have a long latency period for 
development (e.g., carcinogenicity and 
life shortening). It provides information 
on health hazards likely to arise from 
repeated exposures by the inhalation 
route over a limited period of time. It 
will provide information on target 
organs, the possibilities of accumulation, 
and can be of use in selecting dose 
levels for chronic studies and for 
establishing safety criteria for human 
exposure. Hazards of inhaled 
substances are influenced by the 
inherent toxicity and by physical factors 
such as volatility and particle size. 

(b) Definitions . (1) Subchronic 
inhalation toxicity is the adverse effects 
occurring as a result of the repeated 
daily exposure of experimental animals 
to a chemical by inhalation for part 
(approximately 10 percent) of a life 
span. 

(2) Aerodynamic diameter applies to 
the size of particles of aerosols. It is the 
diameter of a sphere of unit density 
which behaves aerodynamically as the 
particle of the test substance. It is used 
to compare particles of different size 
and densities and to predict where in 
the respiratory tract such particles may 
be deposited. This term is used in 
contrast to measured or geometric 
diameter which is representative of 
actual diameters which in themselves 
cannot be related to deposition within 
the respiratory tract. 

(3) The geometric mean diameter or 
the median diameter is the calculated 
aerodynamic diameter which divides the 
particles of an aerosol in half based on 
the weight of the particles. Fifty percent 


of the particles by weight will be larger 
than the median diameter and 50 
percent of the particles will be smaller 
than the median diameter. The median 
diameter describes the particle size* 
distribution of any aerosol based on the 
weight and size of the particles. 

(4) Inhalable diameter refers to that 
aerodynamic diameter of a particle 
which is considered to be inhalable for 
the organism. It is used to refer to 
particles which are capable of being 
inhaled and may be deposited anywhere 
within the respiratory tract from the 
trachea to the alveoli. For man. 
inhalable diameter is considered as 15 
micrometers or less. 

(5) Dose refers to an exposure level. 
Exposure is expressed as weight or 
volume of test substance per volume of 
air (mg/1), or as parts per million (ppm). 

(6) No-effect level/No-toxic-effect 
level/No-adverse-cffect level/No- 
observed-effect level is the maximum 
dose used in a test which produces no 
observed adverse effects. A no- 
observed-effect level is expressed in 
terms of weight or volume of test 
substance given daily per unit volume of 
air (mg/I or ppm). 

(7) Cumulative toxicity is the adverse 
effects of repeated doses occurring as a 
result of prolonged action on. or 
increased concentration of the 
administered substance or its 
metabolites in susceptible tissues. 

(c) Principle of the test method. 
Several groups of experimental animals 
are exposed daily for a defined period to 
the test substance in graduated 
concentrations, one concentration being 
used per group, for a period of 90 days. 
During the period of administration, the 
animals are observed daily to detect 
signs of toxicity. Animals which die 
during the test are necropsied and at the 
conclusion of the test, surviving animals 
are sacrificed and necropsied and 
appropriate histopathological 
examinations carried out. 

(d) Test procedures —(1) Animal 
select ioih--{\) Species and strain . A 
variety of rodent species may be used 
although the rat is the preferred species. 
Commonly used laboratory strains 
should be employed. If another 
mammalian species is used, the tester 
should provide justification/reasoning 
for its selection. 

(ii) Age. Young adult animals should 
be used. At the commencement of the 
study the weight variation of animals 
should not exceed ±20 percent of the 
mean weight for each sex. 

(iii) Sex. (A) Equal numbers of 
animals of each sex should be used at 
each dose level. 

(B) Females should be nulliparous and 
nonpregnant. 


(iv) Numbers . (A) At least 20 animals 
(10 females and 10 males) should be 
used for each test group. 

(B) If interim sacrifices are planned, 
the number of animals should be 
increased by the number of animals 
scheduled to be sacrificed before the 
completion of the study. 

(2) Control groups. A concurrent 
control group is recommended. This 
group should be an untreated or sham- 
treated control group. Except for 
treatment with the test substance, 
animals in the control group should be 
handled in a manner identical to the test 
group animals. Where a vehicle is used 
to help generate on appropriate 
concentration of the substance in the 
atmosphere, a vehicle control group 
should be used. If the toxic properties of 
the vehicle are not known or cannot be 
made available, both untreated and 
vehicle control groups are 
recommended. 

(3) Satellite group. A satellite group of 
20 animals (10 animals per sex) may be 
treated with the high concentration level 
for 90 days and observed for 
reversibility, persistence, or delayed 
occurrence of toxic effects for a post- 
treatment period of appropriate length, 
normally not less than 28 days. 

(4) Dose levels and dose selection, (i) 
In subchronic toxicity tests, it is 
desirable to have a dose-response 
relationship as well as a no-observed- 
toxic-effcct level. Therefore, at least 
three dose levels with a control and, 
where appropriate, a vehicle control 
(corresponding to the concentration of 
vehicle at the highest exposure level) 
should be used. Doses should be spaced 
appropriately to produce test groups 
with a range of toxic effects. The data 
should be sufficient to produce a dose- 
response curve. 

(ii) Tne highest concentration should 
result in toxic effects but not produce an 
incidence of fatalities which would 
prevent a meaningful evaluation. 

(iii) The lowest concentration should 
not produce any evidence of toxicity. 
Where there is a usable estimation of 
human exposure the lowest 
concentration should exceed this. 

(iv) Ideally, the intermediate dose 
level(s) should produce minimal 
observable toxic effects. If more than 
one intermediate dose level is used, the 
concentrations should be spaced to 
produce a gradation of toxic effects. 

(v) In the low and intermediate groups 
and in the controls the incidence of 
fatalities should be low, to permit a 
meaningful evaluation of the results. 

(vi) In the cose of potentially 
explosive test substances, care should 








39408 Fedora I Register / Vol. 50. No. 188 / Friday. September 27. 1985 / Rules and Regulations 


bo taken to avoid generating explosive 
concentrations. 

(5) Exposure conditions* The animals 
are exposed to tbo test substance, 
ideally for 6 hours per day on a 7-day 
per week basis, for a period of 90 days. 
However, based primarily on practical 
considerations, exposure on a 5-day per 
week basis is considered to be 
acceptable. 

(6) Observation period . (i) Duration of 
observation should be for at least 90 
days. 

(ii) Animals in a satellite group 
scheduled for follow-up observations 
should be kept for an additional 25 days 
without treatment to detect recovery 
from, or persistence of, toxic effects. 

(7) Inhalation exposure . (i) The 
animals should be tested in inhalation 
equipment designed to sustain a 
dynamic air flow of 12 to 15 air changes 
per hour and ensure an adequate oxygen 
content of 19 percent and an evenly 
distributed exposure atmosphere. Where 
a chamber is used, its design should 
minimize crowding of the test animals 
and maximize their exposure to the test 
substance. This is best accomplished by 
individual caging. As a general rule, to 
ensure stability of a chamber 
atmosphere, the total "volume" of the 
test animals should not exceed 5 percent 
of the volume of the test chamber. Oro- 
nasal or head-only exposure may be 
used if it is desirable to avoid 
concurrent exposure by the dermal or 
oral routes. 

(ii) A dynamic inhalation system with 
a suitable analytical concentration 
control system should be used. The rate 
of air flow should be adjusted to ensure 
that conditions throughout the 
equipment exposure chamber are 
essentially the same. Maintenance of 
slight negative pressure inside the 
chamber will prevent leakage of the test 
substance into the surrounding areas. 

(iii) The temperature at which the test 
is performed should be maintained at 22 
*C (±2*). Ideally, the relative humidity 
should be maintained between 40 to 60 
percent, but in certain instances (e.g., 
tests of aerosols, use of water vehicle) 
this may not be practicable. 

(B) Physical measurements. 
Measurements or monitoring should be 
made of the following: 

(i) The rate of air flow should be 
monitored continuously but should be 
recorded at least every 30 minutes. 

(ii) The actual concentrations of the 
test substance should be measured in 
the breathing zone. During the exposure 
period the actual concentrations of the 
test substance should be held os 
constant as practicable, monitored 
continuously and recorded at least at 


the beginning, at an intermediate time 
and at the end of the exposure period. 

(iii) During the development of the 
generating system, particle size analysis 
should be performed to establish the 
stability of aerosol concentrations. 
During exposure, analysis should be 
conducted as often as necessary to 
determine the consistency of particle 
size distribution. 

(iv) Temperature and humidity should 
be monitored continuously but should 
be recorded at least every 30 minutes. 

(9) Food and water during exposure 
period. Food should be withheld during 
exposure. Water may also be withheld 
in certain cases. 

(10) Obsenation of animals, (i) Each 
animal should be handled and its 
physical condition appraised at least 
once each day. 

(11) Additional observations should be 
made daily with appropriate actions 
taken to minimize loss of animals to the 
study (e.g., necropsy or refrigeration of 
those animals found dead and isolation 
or sacrifice of weak or moribund 
animals). 

(iii) Signs of toxicity should be 
recorded as they are observed including 
the time of onset, the degree, and 
duration. 

(iv) Cage-side observations should 
include, but not be limited to, changes in 
the skin and fur, eyes and mucous 
membranes, respiratory, circulatory, 
autonomic and central nervous systems, 
somatomotor activity and behavior 
pattern. 

(v) Animals should be weighed 
weekly. Food consumption should also 
be determined weekly if abnormal body 
weight changes are observed. 

(vi) At the end of the study period all 
survivors in the nonsatellite treatment 
groups should be sacrificed. Moribund 
animals should be removed and 
sacrificed when noticed. 

(11) Clinical examinations, (i) The 
following examinations should be made 
on at least five animals of each sex in 
each group: 

(A] Certain hematology 
determinations should be carried out at 
least three times during the test period: 
just prior to initiation of dosing (base 
line data), after approximately 30 days 
on test, and just prior to terminal 
sacrifice at the end of the test period. 
Hematology determinations which 
should be appropriate to all studies: 
hematocrit hemoglobin concentration, 
erythrocyte count total and differential 
leucocyte count and a measure of 
clotting potential such as clotting time, 
prothrombin time, thromboplastin time, 
or platelet count 

(B) Certain clinical biochemistry 
determinations on blood should be 


carried out at least three times: just prior 
to initiation of dosing (base line data), 
after approximately 30 days on test and 
just prior to terminal sacrifice at the end 
of the test period. Clinical biochemistry 
test areas which are considered 
appropriate to all studies: electrolyte 
balance, carbohydrate metabolism, and 
liver and kidney function. The selection 
of specific tests will be influenced by 
observations on the mode of action of 
the substance. Suggested 
determinations: calcium, phosphorus, 
chloride, sodium, potassium, fasting 
glucose (with period of fasting 
appropriate to the species), serum 
glutamic-pyruvic transaminase, (now 
known as serum alanine 
aminotransferase), serum glutamic- 
oxaloacetic transaminase (now known 
as serum aspartate aminotransferase), 
ornithine decarboxylase, gamma 
glutamyl tronspeptidase, urea nitrogen, 
albumen, blood creatinine, total 
bilirubin, and total serum protein 
measurements. Other determinations 
which may be necessary for an 
adequate toxicological evaluation 
include: analyses of lipids, hormones, 
acid/base balance, methemoglobin, and 
cholinesterase activity. Additional 
clinical biochemistry may be employed, 
where necessary, to extend the 
investigation of observed effects. 

(11) The following examinations should 
be made on at least five animals of each 
sex in each group: 

(A) Ophlhalmological examination, 
using an ophthalmoscope or equivalent 
suitable equipment should be made 
prior to exposure to the test substance 
and at the termination of the study. If 
changes in the eyes are detected, all 
animals should be examined. 

(B) Urinalysis is not recommended on 
a routine basis, but only when there is 
an indication based on expected or 
observed toxicity. 

(12) Cross pathology . (i) All animals 
should be subjected to a full gross 
necropsy which includes examination of 
the external surface of the body, all 
orifices and the cranial thoracic ond 
abdominal cavities and their contents. 

(ii) At least the liver, kidneys, 
adrenals, brain, and gonads should be 
weighed wet as soon as possible after 
dissection to avoid drying. 

(iii) The following organs and tissues, 
or representative samples thereof, 
should be preserved in a suitable 
medium for possible future 
histopathological examination: all gross 
lesions; lungs—which should be 
removed intact weighed, and treated 
w r ith a suitable fixative to ensure that 
lung structure is maintained (perfusion 
with the fixative is considered to be an 
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effective procedure); nasopharyngeal 
tissues; brain—including sections of 
mcdulla/pons cerebellar cortex and 
cerebral cortex; pituitary; thyroid/ 
parathyroid; thymus; trachea; heart; 
sternum with bone marrow, salivary 
glands; liver, spleen; kidneys; adrenals; 
pancreas; gonads; uterus; accessory 
genital organs (epididymis, prostrate, 
and, if present, seminal vesicles); aorta; 
(skin); gall bladder (if present); 
esophagus; stomach: duodenum; 
jejunum; ileum; cecum; colon: rectum; 
urinary bladder, representative lymph 
node; [mammary gland): (thigh 
musculature); peripheral nerve; (eyes); 
(femur-cervical, midthoracic, and 
lumbar); and (exorbital lachrymal 
glands). 

(13) Histopathology. The following 
histopathology should be performed: 

(1) Pull histopathology on the 
respiratory tract and other organs and 
tissues, listed above, of all animals in 
the control and high dose groups. 

(it) All gross lesions in all animals. 

(iii) Target organs in all animals. 

(iv) The tissues mentioned in brackets 
(listed above) if indicated by signs of 
toxicity or target organ involvement. 

(v) Lungs of animals in the low and 
intermediate dose groups should also be 
subjected to histopathological 
examination, primarily for evidence of 
infection since this provides a covenient 
assessment of the state of health of the 
animals. 

(vi) When a satellite group is used, 
histopathology should be performed on 
tissues and organs identified as showing 
effects in other treated groups. 

(e) Data and reporting —(1) Treatment 
of results. (I) Data should be 
summarized in tabular form, showing for 
each test group the number of animals at 
the start of the test, the number of 
animals showing lesions, the types of 
lesions, and the percentage of animals 
displaying each type of lesion. 

(ii) All observed results, quantitative 
and incidental, should be evaluated by 
an appropriate statistical method. Any 
generally accepted statistical method 
may be used; the statistical methods 
should be selected during the design of 
the study. 

(2) Evaluation of results. The findings 
of the subchronic inhalation toxicity 
study should be evaluated in 
conjunction with the findings of 
preceding studies and considered in 
terms of the observed toxic effects and 
the necropsy and histopathological 
findings. The evaluation will include the 
relationship between the concentration 
of the test substance and duration of 
exposure, and the presence or absence, 
the incidence and severity, of 
abnormalities, including behavioral and 


clinical abnormalities, gross lesions, 
identified target organs, body weight 
changes, effects on mortality and any 
other general or specific toxic effects. A 
properly conducted subchronic test 
should provide a satisfactory estimation 
of a no-effect level. 

(3) Test report In addition to the 
reporting requirements as specified 
under 40 CFR Part 792. Subpart). the 
following specific information should be 
reported: 

(i) Test conditions. (A) Description of 
exposure apparatus, including design, 
type, dimensions, source of air. system 
for generating particulates and aerosols, 
method of conditioning air, treatment of 
exhaust air, and the method of housing 
animals in a test chamber. 

(B) The equipment for measuring 
temperature, humidity, and particulate 
aerosol concentrations and size should 
be described. 

(ii) Exposure data. These should be 
tabulated and presented with mean 
values and measure of variability (e.g.* 
standard deviation) and should include: 

(A) Airflow rates through the 
inhalation equipment. 

(B) Temperature and humidity of air. 

(C) Nominal concentration (total 
amount of test substance fed into the 
inhalation equipment divided by volume 
of air). 

(D) Actual concentration in test 
breathing zone. 

(E) Particle size distribution (e.g., 
median aerodynamic diameter of 
particles with standard deviation from 
the mean). 

(iii) Group animal data. Tabulation of 
toxic response data by species, strain, 
sex. and exposure level for 

(A) Number of animals dying. 

(B) Number of animals showing signs 
of toxicity. 

(C) Number of animals exposed. 

(iv) Individual animal data . (A) Time 
of death during the study or whether 
animals survived to termination. 

(B) Time of observation of each 
abnormal sign and its subsequent 
course. 

(C) Body weight data. 

(D) Food consumption data when 
collected. 

(E) Hematological tests employed and 
all results. 

(F) Clinical biochemistry tests 
employed and all results. 

(G) Necropsy findings. 

(H) Detailed description of all 
histopathological findings. 

(I) Statistical treatment of results 
where appropriate. 

(f) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 


(1) Cage. J.C. “Experimental 
Inhalation Toxicology.” Methods in 
Toxicology. Ed. C.E. Paget. 

(Philadelphia: F.A. Davis Co. 1970, pp. 
25&-2T7. 

(2) Casarett, L.J., Doull, J. “Chapter 9.” 
Toxicology: The Basic Science of 
Poisons (New York: Macmillan 
Publishing Co. Inc. 1975). 

(3) MacFarland. H.N. “Respiratory 
Toxicology" Essays in Toxicology. Ed. 
W.J. Hayes. Vol. 7 (New York: Academic 
Press. 1979) pp. 121-154. 

(4) National Academy of Sciences. 
“Principles and Procedures for 
Evaluating the Toxicity of Household 
Substances,” a report prepared by the 
Committee for the Revision of NAS 
Publication 1138, under the auspices of 
the Committee on Toxicology, National 
Research Council, National Academy of 
Sciences, Washington, DC (1977). 

(5) World Health Organization. “Part 
I. Environmental Health Criteria 6.” 
Principles and Methods for Evaluating 
the Toxicity of Chemicals. (Geneva: 
WorldHealth Organization. 1978). 

5 798.2650 Oral toxicity. 

(a) Purpose. In the assessment and 
evaluation of the toxic characteristics of 
a chemical the determination of 
subchronic oral toxicity may be carried 
out after initial information on toxicity 
has been obtained by acute testing. The 
subchronic oral study has been designed 
to permit the determination of the no- 
observed-effect level and toxic effects 
associated with continuous or repeated 
exposure to a test substance for a period 
of 90 days. The test is not capable of 
determining those effects that have a 
long latency period for development 
(e.g.. carcinogenicity and life 
shortening). It provides information on 
health hazards likely to arise from 
repeated exposure by the oral route over 
a limited period of time. It will provide 
information on target organs, the 
possibilities of accumulation, and can be 
of use in selecting dose levels for 
chronic studies and for establishing 
safety criteria for human exposure. 

(b) Definitions . (1) Subchronic oral 
toxicity is the adverse effects occurring 
as a result of the repeated daily 
exposure of experimental animals to a 
chemical by the oral route for a part 
(approximately 10 percent for rats) of a 
life span. 

(2) Dose is the amount of test 
substance administered. Dose is 
expressed as weight of test substance (g, 
mg) per unit weight of test animal (eg., 
mg/kg), or as weight of test substance 
per unit weight of food or drinking 
water. 
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(3) No-effect level/No-toxic-effect 
level/No-adverse-effect level/No- 
observed-effect level is the maximum 
dose used in a test which produces no 
observed adverse effects. A no¬ 
observed-effect level is expressed in 
terms of the weight of a substance given 
daily per unit weight of test animal (mg/ 
kg). When administered to animals in 
food or drinking water the no-observed- 
effect level is expressed as mg/kg of 
food or mg/ml of water. 

(4) Cumulative toxicity is the adverse 
effects of repeated doses occurring as a 
result of prolonged action on, or 
increased concentration of the 
administered substance or its 
metabolites in susceptible tissue. 

(c) Principle of the test method. The 
test substance is administered orally in 
graduated daily doses to several groups 
of experimental animals, one dose level 
per group, for a period of 90 days. 

During the period of administration the 
animals are observed daily to detect 
signs of toxicity. Animals which die 
during the period of administration are 
necropsied. At the conclusion of the test 
all animals are necropsied and histo- 
pathological examinations carried out. 

(d) Limit test. If a test at one dose 
level of at least 1,000 mg/kg body weight 
(expected human exposure may indicate 
the need for a higher dose level), using 
the procedures described for this study, 
produces no observable toxic effects 
and If toxicity would not be expected 
based upon data of structurally related 
compounds, then a full study using three 
dose levels might not be necessary. 

(e) Test procedures —(1) Animal 
selection—^ i) Species and strain. A 
variety of rodent species may be used, 
although the rat is the preferred species. 
Commonly used laboratory strains 
should be employed. The commonly 
used non-rodent species is the dog. 
preferably of a defined breed; the beagle 
is frequently used. If other mammalian 
species are used, the tester should 
provide justification/reasoning for their 
selection. 

(ii) Age —(A) General. Young adult 
animals should be employed. At the 
commencement of the study the weight 
variation of animals used should not 
exceed ± 20 percent of the mean weight 
for each sex. 

(B) Rodents. Dosing should begin a9 
soon as possible after weaning, ideally 
before the rats are 6. and in any case, 
not more than 8 weeks old. 

(C) Non-rodent . In the case of the dog, 
dosing should commence after 
acclimatization, preferably at 4 to 6 
months and not later than 9 months of 
age. 


(iii) Sex. (A) Equal numbers of 
animals of each sex should be used at 
each dose level. 

(B) The females should be nulliparous 
and nonpregnant. 

(iv) Numbers —(A) Rodents . At least 
20 animals (10 females and 10 males) 
should be used at each dose level. 

(B) Non-rodents. At least eight 
animals (four females and four males) 
should be used at each dose level. 

(C) If interim sacrifices are planned, 
the number should be increased by the 
number of animals scheduled to be 
sacrificed before the completion of the 
study. 

(2) Control groups. A concurrent 
control group is recommended. This 
group should be an untreated or sham 
treated control group or. if a vehicle is 
used in administering the test substance, 
a vehicle control group. If the toxic 
properties of the vehicle are not known 
or cannot be made available, both 
untreated and vehicle control groups are 
recommended. 

(3) Satellite group. (Rodent) A satellite 
group of 20 animals (10 animals per sex) 
may be treated with the high dose level 
for 90 days and observed for 
reversibility, persistence, or delayed 
occurrence of toxic effects for a post¬ 
treatment period of appropriate length, 
normally not less than 28 days. 

(4) Dose levels and dose selection, (i) 
In subchronic toxicity tests, it is 
desirable to have a dose response 
relationship as well as no-observed- 
toxic-effect level. Therefore, at least 
three dose levels with a control and. 
where appropriate, a vehicle control 
(corresponding to the concentration of 
vehicle at the highest exposure level) 
should be used. Doses should be spaced 
appropriately to produce test groups 
with a range to toxic effects. The data 
should be sufficient to produce a dose 
response curve. 

(ii) The highest dose level in rodents 
should result in toxic effects but not 
produce an incidence of fatalities which 
would prevent a meaningful evaluation; 
for non-rodents there should be no 
fatalities. 

(iii) The lowest dose level should not 
produce any evidence of toxicity. Where 
there is a usable estimation of human 
exposure the lowest dose level should 
exceed this. 

(iv) Ideally, the intermediate dose 
level[s] should produce minimal 
observable toxic effects. If more than 
one intermediate dose is used, the dose 
levels should be spaced to produce a 
gradation of toxic effects. 

(v) For rodents, the incidence of 
fatalities in low and intermediate doBe 
groups and in the controls should be 
low. to permit a meaningful evaluation 


of the results; for non-rodents, there 
should be no fatalities. 

(5) Exposure conditions. The animals 
are dosed with the test substance 
ideally on a 7-day per week basis over a 
period of 90 days. However, based 
primarily on practical considerations, 
dosing in gavage or capsule studies on a 
5-day per week basis is considered to be 
acceptable. 

(8) Observation period, (i) Duration of 
observation should be for at least 90 
days. 

(ii) Animals in the satellite group 
scheduled for follow-up observations 
should be kept for a further 28 days 
without treatment to detect recovery 
from, or persistence of, toxic effects. 

(7) Administration of the test 
substance, (i) The test substance may be 
administered in the diet or in capsules. 
In addition, for rodents it may also be 
administered by gavage or in the 
drinking water. 

(ii) All animals should be dosed by 
the same method during the entire 
experimental period. 

(iii) Where necessary, the test 
substance is dissolved or suspended in n 
suitable vehicle. If a vehicle or diluent is 
needed, ideally it should not elicit 
important toxic effects itself nor 
substantially alter the chemical or 
toxicological properties of the test 
substance. It is recommended that 
wherever possible the usage of an 
aqueous solution be considered first, 
followed by consideration of a solution 
of oil and then by possible solution in 
.other vehicles. 

(iv) For substances of low toxicity, it 
is important to ensure that when 
administered in the diet the quantities of 
the test substance involved do not 
interfere with normal nutrition. When 
the test substance is administered in the 
diet either a constant dietary 
concentration (ppm) or a constant dose 
level in terms of the animals' body 
weight may be used; the alternative 
used should be specified. 

(v) For a substance administered by 
gavage or capsule, the dose should be 
given at similar times each day, and 
adjusted at intervals (weekly or bi¬ 
weekly) to maintain a constant dose 
level in terms of animal body weight. 

(8) Observation of animals, (i) Each 
animal should be handled and its 
physical condition appraised at least 
once each day. 

(ii) Additional observations should be 
made daily with appropriate actions 
taken to minimize loss of animals to the 
study (e.g.. necropsy or refrigeration of 
those animals found dead and isolation 
or sacrifice of weak or moribund 
animals). 
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(Hi) Signs of toxicity should be 
recorded as they are observed including 
the time of onset, degree and duration. 

(iv) Cage-side observations should 
include, but not be limited to, changes in 
skin and fur, eyes and mucous 
membranes, respiratory, circulatory, 
autonomic and central nervous systems, 
somatomotor activity and behavior 
pattern. 

(v) Measurements should be made 
weekly of food consumption or water 
consumption when the test substance is 
administered in the food or drinking 
water, respectively. 

(vi) Animals should be weighed 
weekly. 

(vii) At the end of the 90-day period 
all survivors in the nonsatellite 
treatment groups are sacrificed. 
Moribund animats should be removed 
and sacrificed when noticed. 

(9) Clinical examinations, (f) The 
following examinations should be made 
on at least five animals of each sex in 
each group for rodents and alt animals 
when non-rodents are used as test 
animals. 

(A] Certain hematology 
determinations should be carried out at 
least three times during the test period: 
just prior to initiation of dosing (baseline 
data), ofter approximately 30 days on 
test and just prior to terminal sacrifice 
at the end Of the test period. Hematology 
determinations which should be 
appropriate to all studies: hematocrit, 
hemoglobin concentration, erythrocyte 
count, total and differential leucocyte 
count, and a measure of dotting 
potential such as clotting time, 
prothrombin time, thromboplastin time, 
or platelet count. 

(B) Certain clinical biochemistry 
determinations should be carried out at 
least three times during the test period: 
just prior to initiation of dosing (baseline 
data), after approximately 30 days on 
lest and just prior to terminal sacrifice 

a I the end of the test period. Clinical 
biochemical test areas which arc 
considered appropriate to all studies: 
electrolyte balance, carbohydrate 
metabolism, and liver and kidney 
function. The selection of spedfic tests 
will be influenced by observations on 
the mode of action of the substance. 
Suggested determinations: calcium, 
phosphorus, chloride, sodium, 
potassium, fasting glucose (with period 
of fasting appropriate to the species/ 
breed), serum glutamic-pyruvic 
transaminase (now known os serum 
alanine aminotransferase), serum 
glutamic oxaloacetic transaminase (now 
known as serum aspartate 
aminotransferase), ornithine 
decarboxylase, gamma glutamyl 
tr.mspeptidase, urea nitrogen, albumen. 


blood creatinine, total bilirubin and total 
serum protein measurements. Other 
determinations which may be necessary 
for an adequate toxicological evaluation 
include analyses of lipids, hormones, 
acid/base balance, methemoglobin and 
cholinesterase activity. Additional 
clinical biochemistry may be employed 
where necessary to extend the 
investigation of observed effects. Non¬ 
rodents should be fasted for a period 
(not more than 24 hours) before taking 
blood samples. 

(ii) The following examinations should 
be made on at least five animals of each 
sex in each group for rodents and all 
animals on test for non-rodents. 

(A) Ophthalmological examination, 
using an ophthalmoscope or equivalent 
suitable equipment, should be made 
prior to the administration of the test 
substance and at the termination of the 
study. If changes in the eyes are 
detected all animals should be 
examined. 

(B) Urinalysis is not recommended on 
a routine basis, but only when there is 
an indication based on expected or 
observed toxicity. 

(10) Gross necropsy, (i) All animals 
should be subjected to a full gross 
necropsy which includes examination of 
the external surface of the body, all 
orifices, and the cranial thoracic and 
abdominal cavities and their contents. 

(11) At least the liver, kidneys, 
adrenals, and gonads should be weighed 
wet. as soon as possible after dissection 
to avoid drying. In addition, for the 
rodent, the brain: for the non-rodent, the 
thyroid with parathyroids also should be 
weighed wet. 

(iii) The following organs and tissues, 
or representative samples thereof, 
should be preserved in a suitable 
medium for possible future 
histopathological examination: all gross 
lesions: brain-including sections of 
medulla/pons, cerebellar cortex and 
cerebral cortex: pituitary; thyroid/ 
parathyroid; thymus; lungs; trachea; 
heart; sternum with bone marrow; 
salivary glands; liver, spleen; kidneys/ 
adrenals; pancreas; gonads, uterus; 
accessory genital organs (epididymis, 
prostate, and, if present, seminal 
vesicles); aorta; (skin), (non-rat gall 
bladder); esophagus; stomach; 
duodenum; jejunum; ileum; cecum; 
colon; rectum; urinary bladder, 
representative lymph node; (mammary 
gland), (thigh musculature], peripheral 
nerve; (eyesh (femur-including articular 
surface); (spinal cord at three levels— 
cervical, midthorack and lumbar); and, 
(rodent—exorbital lachrymal glands). 

(11) Histopathology. The following 
histopathology should be performed: 


(1) Full histopathology on the organs 
and tissues, listed above, of atl rodents 
in the control and high dose groups, all 
non-rodents, and all rodents that died or 
were killed during the study. 

(ii) All gross lesions in all animals. 

(iii) Target organs in all animals. 

(iv) The tissues mentioned in brackets 
(listed above) if indicated by signs of 
toxicity of target organ involvement 

(v) Lungs, liver and kidneys of all 
animals. Special attention to 
examination of the lungs of rodents 
should be made for evidence of infection 
since this provides a convenient 
assessment of the state of health of the 
animals. 

(vi) When a satellite group is used 
(rodents), histopathology should be 
performed on tissues and organs 
identified as showing effects in the 
treated groups. 

(f) Data and reporting —(1) Treatment 
of results, (i) Data should be 
summarized in tabular form, showing for 
each test group the number of animals at 
the start of the test, the number of 
animals showing lesions, the types of 
lesions and the percentage of animals 
displaying each type of lesion. 

(ii) All observed results, quantitative 
and incidental, should be evaluated by 
an appropriate statistical method. Any 
generally accepted statistical methods 
may be used; the statistical methods 
should be selected during the design of 
the study. 

(2) Evaluation of the study results. (1) 
The findings of a subchronic oral 
toxicity study should be evaluated in 
conjunction with the findings of 
preceding studies and considered in 
terms of the toxic effects and the 
necropsy and histopathological findings. 
The evaluation will include the 
relationship between the dose of the test 
substance and the presence or absence, 
the incidence and severity, of 
abnormalities, including behavioral and 
clinical abnormalities, gross lesions, 
identified target organs, body weight 
changes, effects on mortality and any 
other general or specific toxic effects. A 
properly conducted subchronic test 
should provide a satisfactory estimation 
of a no-effect level. 

(ii) In any study which demonstrates 
an absence of toxic effects, further 
investigation to establish absorption 
and bioavailability of the test substance 
should be considered. 

(3) Test report. In addition to the 
reporting requirements as specified 
under 40 CFR Part 792, Subpart J the 
following specific information should be 
reported: 
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(I) Croup animal data. Tabulation of 
toxic response data by species, strain, 
sex and exposure level for 

(A) Number of animals dying. 

(B) Number of animals showing signs 
of toxicity. 

(C) Number of animal exposed. 

(ii) Individual animal data. (A) Time 
of death during the study or whether 
animals survived to termination. 

(B) Time of observation of each 
abnormal sign and its subsequent 
course. 

(C) Body weight data. 

(D) Food consumption data when 
collected. 

(E) Hematological tests employed and 
all results. 

(F) Clinical biochemistry' tests 
employed and ail results. 

(C) Necropsy findings. 

(H) Detailed description of all 
histopathological findings. 

(I) Statistical treatment of results 
where appropriate. 

(g) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Boyd. E.M. “Chapter 14—Pilot 
Studies, 15—Uniposal Clinical 
Parameters, 16—Uniposal Autopsy 
Parameters/* Predictive Toxicometrics . 
(Baltimore: Williams and Wilkins, 1972), 

(2) Fitzhugh. O.G. “Subacute 
Toxicity/* Appraisal of the Safety of 
Chemicals in Foods . Drugs and 
Cosmetics. The Association of Food and 
Drug Officials of the United States (1959. 
3rd Printing 1975) pp. 26-35. 

(3) Food Safety Council. “Subchronic 
Toxicity Studies/* Proposed System for 
Food Safety Assessment (Columbia: 
Food Safety Council. 1978) pp. 83-96. 

(4) National Academy of Sciences. 
“Principles and Procedures for 
Evaluating the Toxicity of Household 
Substances/* a report prepared by the 
Committee for the Revision of NAS 
Publication 1138. under the auspices of 
the Committee on Toxicology, National 
Research Council. National Academy of 
Sciences. Washington. DC (1977). 

(5) World Health Organization. “Part 
I. Environmental Health Criteria 6/* 
Principles and Methods for Evaluating 
the Toxicity of Chemicals . (Geneva: 
World Health Organization. 1978). 

{ 798.2675 Oral toxicity with satellite 
reproduction and fertility study. 

(a) Purpose. (1) In the assessment and 
evaluation of the toxic characteristics of 
a chemical, the determination of 
subchronic oral toxicity may be carried 
out after initial information on toxicity 
has been obtained by acute testing. The 
subchronic oral study has been designed 
to permit the determination of the no¬ 


observed-effect level and toxic effects 
associated with continuous or repeated 
exposure to a test substance for a period 
of 90 days. The test is not capable of 
determining those effects that hove a 
long latency period for development 
(e.g., carcinogenicity and life 
shortening). It provides information on 
health hazards likely to arise from 
repeated exposure by the oral route over 
a limited period of time. It will provide 
information on target organs, and on the 
possibilities of accumulation, and can be 
of use in selecting dose levels for 
chronic studies and for establishing 
safety criteria for human exposure. 

(2) The satellite reproduction and 
fertility study is designed to provide 
general information concerning the 
effects of a test substance on gonadal 
function, conception, parturition, and the 
growth and development of the 
offspring. The study may also provide 
information about the effects of the test 
substance on neonatal morbidity, 
mortality, and preliminary data on 
teratogenesis and serve as a guide for 
subsequent tests. 

(b) Definitions . (1) Subchronic oral 
toxicity is the adverse effects occurring 
as a result of the repeated daily 
exposure of experimental animals to a 
chemical by the oral route for a part 
(approximately 10 percent for rats) of a 
life span. 

(2) Dose is the amount of test 
substance administered. Dose is 
expressed as weight of test substance (g, 
mg) per unit weight of test animal (e.g., 
mg/kg), or as weight of test substance 
per unit weight of food or drinking 
water. 

(3) No-effect level/No-toxic-effect 
level/No-adverse-effect level/No- 
observed effect level is the maximum 
dose used In a test which produces no 
observed adverse effects. A no-observed 
effect level is expressed in terms of the 
weight of a substance given daily per 
unit weight of test animal (mo/kg). 

When administered to animals in food 
or drinking water the no-observed-effcct 
level is expressed as mg/kg of food or 
mg/ml of water. 

(4) Cumulative toxicity is the adverse 
effects of repeated doses occurring as a 
result of prolonged action on, or 
increased concentration of the 
administered substance or its 
metabolites in susceptible tissue. 

(c) Principle of the test method. (1) 

The test substance is administered 
orally in graduated daily doses to 
several groups of experimental animals, 
one dose level per group, for a period of 
90 days for the subchronic study. During 
the period of administration the animals 
are observed daily to detect signs of 
toxicity. Animals which die during the 


period of administration are necropsicd. 
At the conclusion of the test all 
surviving animals are necropsied and 
histopathological examinations carried 
out. 

(2) Starting with the 10th week of 
dosing, males will be mated with 
females selected for the reproduction 
and fertility study. The test substance 
will continue to be administered 
throughout the period of mating until 
day 90 for all males and those females 
not selected for reproduction: for the 
mated females, dosing will continue 
throughout the resulting period of 
gestation and lactation until weaning of 
their offspring. 

(d) Limit test If a test at one dose 
level of at least 1,000 mg/kg body weight 
(expected human exposure may indicate 
the need for a higher dose level), using 
the procedures described for this study, 
produces no observable toxic effects 
and if toxicity would not be expected 
based upon data of structurally related 
compounds, then a full study using three 
dose levels might not be necessary. 

(e) Test procedures —(1) Animal 
selection—^ i) Species and strain. The 
rat is the preferred species. If another 
mammalian species is used, the tester 
should provide justification/rcasoning 
for its selection. Strains with low 
fecundity should not be used. 

(ii) Age. Animals should be about 5 to 
8 weeks old at the start of dosing. 

(iii) Sex. (A) Both males and females 
should be studied. 

(B) The females should be nulliparous 
and non-pregnant. 

(iv) Number of animals. Each test and 
control group should contain at least 10 
males and at least 30 females (at least 
10 for subchronic study and a sufficient 
amount of additional females to yield at 
least 20 pregnancies for the reproduction 
and fertility study). 

(2) Control groups, (i) A concurrent 
control group should be used. This group 
should be an untreated or sham treated 
control group or if a vehicle is used in 
administering the test substance, a 
vehicle control group. 

(ii) If a vehicle is used in 
administering the test substance, the 
control group should receive the vehicle 
in the highest volume used. 

(iii) If a vehicle or other additive is 
used to facilitate dosing, it should not 
interfere with absorption of the test 
substance or produce toxic effects. 

(3) Dose levels and dose selection, (i) 
In subchronic toxicity tests, it is 
desirable to have a dose response 
relationship as well as no-observed- 
toxic-effect level. Therefore, at least 
three dose levels with a control and. 
where appropriate, a vehicle control 
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(corresponding to the concentration of 
vehicle at the highest exposure level) 
should be used. Doses should be spaced 
appropriately to produce test groups 
with a range of toxic effects. The data 
should be sufficient to produce a dose 
response curve. 

(ii) The highest dose level in rodents 
should result in toxic effects but not 
produce an incidence of fatalities which 
would prevent a meaningful evaluation. 

(iii) The lowest dose level should not 
produce any evidence of toxicity. Where 
there is a usable estimation of human 
exposure the lowest dose level should 
exceed this. 

(iv) Ideally, the intermediate dose 
level(s) should produce minimal 
observable toxic effects. If more than 
one intermediate dose is used, the dose 
levels should be spaced to produce a 
gradation of toxic effects. 

(4) Exposure conditions . The animals 
are dosed with the test substance 
ideally on a 7-day per week basis over a 
period of 90 days. However, based 
primarily on practical considerations, 
dosing in gavage or capsule studies on a 
5-day per week basis is considered to be 
acceptable, except during the periods of 
mating, gestation, and lactation during 
which time females selected for the 
reproduction and fertility study should 
be dosed daily. 

(f) Dosing, mating, delivery, and 
sacrifice schedule. 

(A) Dosing of the males and females 
should begin when they are 5 to 8 weeks 
old. For both sexes, dosing should be 
continued for at least 10 weeks before 
the mating period. 

(B) Dosing of males should continue 
through the mating period and until day 
90 of the subchronic study. 

(C) Dosing of females not selected for 
the reproduction and fertility study 
should continue until day 90 of the 
subchronic study. 

|D) Daily dosing (that is. on a 7-day 
per week basis) of the females selected 
for the reproduction and fertility study 
should begin with and continue through 
the mating period, pregnancy, and to the 
weaning of the offspring. 

(ii) AU animals are sacrificed as 
scheduled. 

(A) All males and those females not 
selected for reproduction and fertility 
study should be sacrificed at the end of 
the 90-day subchronic study. 

(B) The females selected for the 
reproduction and fertility study should 
be sacrificed upon weaning of their 
offspring. 

(C) Offspring should be sacrificed 
when weaned. 

(5) Observation period, (i) Duration of 
observation should be for at least 90 
days for the subchronic study. 


(ii) For the satellite reproduction and 
fertility study, observation of dams and 
their pups should continue until the 
weaning of the offspring. 

(6) Administration of the test 
substance, (i) Test substance may be 
administered in the diet or in capsules. 
In addition, for rodents it may also be 
administered by gavage or in the 
drinking water. 

(ii) All animals should be dosed by 
the same method during the entire 
experimental period. 

(iii) Where necessary, the test 
substance is dissolved or suspended in a 
suitable vehicle. If a vehicle or diluent is 
needed, ideally it should not elicit 
important toxic effects itself nor 
substantially alter the chemical or 
toxicological properties of the test 
substance. It is recommended that 
wherever possible the usage of an 
aqueous solution be considered first, 
followed by consideration of a solution 
of oil and then by possible solution in 
other vehicles. 

(iv) For substances of low toxicity, it 
is important to ensure that when 
administered in the diet the quantities of 
the test substance involved do not 
interfere with normal nutrition. When 
the test substance is administered in the 
diet either a constant dietary 
concentration (ppm) or a constant dose 
level in terms of the animals* body 
weight may be used; the alternative 
used should be specified. 

(v) For a substance administered by 
gavage or capsule, the dose should be 
given at similar times each day and 
adjusted to maintain a constant dose 
level in terms of animal body weight. 
During pregnancy the dosage should be 
based on the body weight at day 0 and 6 
of pregnancy. 

(7) Mating procedure—(i) Parental 

(A) For each mating, either a 1:1 (one 
male to one female) or a 1:2 (one male to 
two females) method may be used. 
Females should be placed with males 
from the same dose level until 
pregnancy occurs or one week has 
elapsed. If mating has not occurred after 
one week, the female should be placed 
with a different male. Paired matings 
should be clearly identified. 

(B) Those pairs that fail to mate 
should be evaluated to determine the 
cause of the apparent infertility. This 
may involve such procedures as 
additional opportunities to mate with 
proven fertile males or females, 
histological examination of the 
reproductive organs, and examination of 
the estrus or spemiatogenic cycles. 

(C) Each day, the females should be 
examined for presence of sperm or 
vaginal plugs. Day 0 of pregnancy is 


defined as the day vaginal plugs or 
sperm are found. 

(ii) Special housing. After evidence of 
copulation, pregnant animals should be 
caged separately in delivery or 
maternity cages and provided with 
nesting materials. 

(iii) Standardization of litter sizes. (A) 
On day 4 after birth, the size of each 
litter should be adjusted by eliminating 
extra pups by random selection to yield, 
as nearly as possible, four males and 
four females per litter. 

(B) Whenever the number of male or 
female pups prevents having four of 
each sex per litter, partial adjustment 
(for example, five males and three 
females) is permitted. Adjustments are 
not appropriate for litters of less than 
eight pups. 

(C) Elimination of runts only is not 
appropriate. 

(8) Observation of animals, (i) Each 
animal should be handled and its 
physical condition appraised at least 
once each day. 

(ii) Additional observations should be 
made daily with appropriate actions 
taken to minimize loss of animals to the 
study (e g., necropsy or refrigeration of 
those animals found dead and isolation 
or sacrifice of weak or moribund 
animals). 

(iii) Signs of toxicity should be 
recorded as they are observ ed including 
the time of onset, degree and duration. 

(iv) Cage-side observations should 
include, but not be limited to, changes in 
skin and fur. eyes and mucous 
membranes, respiratory, circulatory, 
autonomic and central nervous systems, 
somatomotor activity and behavior 
pattern. 

(v) Measurements should be made 
weekly of food consumption or water 
consumption when the test substance is 
administered in the food or drinking 
water, respectively. 

(vi) Animals should be weighed 
weekly. 

(vli) At the end of the 90-day period 
all survivors in the non-satellite 
treatment groups are sacrificed. 
Moribund animals should be removed 
and sacrificed when noticed. 

(viii) The duration of gestation should 
be calculated from day 0 of pregnancy. 
Signs of difficult or prolonged 
parturition should be recorded. 

(ix) Each litter should be examined as 
soon as possible after delivery for the 
number of pups, stillbirths, five births, 
sex. and the presence of gross 
anomalies. Dead pups and pups 
sacrificed at day 4 should be preserved 
and studied for possible defects. Live 
pups should be counted and litters 
weighed, by weighing each individual 
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pup at birth, or soon thereafter, and on 
days 4. 7.14. and 21 after parturition. 

(x) Physical or behavioral 
abnormalities observed in the dams or 
offspring should be recorded. 

(xi) Males and females in subchronic 
and satellite studies should be weighed 
on the first day of dosing and weekly 
thereafter. Utters should be weighed at 
birth, or soon thereafter, and on days 4, 

7.14. and 21. In all cases, litter weights 
should be calculated from the weights of 
the individual pups. 

(9) Clinical examinations, (i) The 
following examinations should be made 
on at least five animals of each sex in 
each group from the subchronic study. 

(A) Certain hematology 
determinations should be carried out at 
least three times during the test period: 
just prior to initiation of dosing [baseline 
data), after approximately 30 days on 
test and just prior to terminal sacrifice 
at the end of the test period. Hematology 
determinations which should be 
appropriate to all studies: hematocrit, 
hemoglobin concentration, erythrocyte 
count, total and differential leucocyte 
count, and a measure of clotting 
potential such as clotting time, 
prothrombin time, thromboplastin time, 
or platelet count. 

(B) Certain clinical biochemistry 
determinations should be carried out at 
least three times during the test period: 
just prior to initiation of dosing (baseline 
data), after approximately 30 days on 
test and fust prior to terminal sacrifice 
at the end of the test period. Clinical 
biochemical test areas which are 
considered appropriate to all studies: 
electrolyte balance, carbohydrate 
metabolism, and liver and kidney 
function. The selection of specific tests 
will be influenced by observations on 
the mode of action of the substance. 
Suggested determinations: calcium, 
phosphorus, chloride, sodium, 
potassium, fasting glucose (with period 
of fasting appropriate to the species/ 
breed), serum glutamic-pyruvic 
transaminase (now known as serum 
alanine aminotransferase), serum 
glutamic oxaloacetic transaminase (now 
known as serum aspartate 
aminotransferase), ornithine 
decarboxylase, gamma glutamyl 
transpeptidase, urea nitrogen, albumen, 
blood creatinine, total bilirubin and total 
serum protein measurements. Other 
determinations which may be necessary 
for an adequate toxicological evaluation 
include analyses of lipids, hormones, 
acid/base balance, methemoglobin and 
cholinesterase activity. Additional 
clinical biochemistry may be employed 
where necessary to extend the 
investigation of observed effects. 


(ii) The following examinations should 
be made on at least five animals of each 
sex in each group. 

(A) Ophthalmoiogical examination, 
using an ophthalmoscope or equivalent 
suitable equipment, should be made 
prior to the administration of the test 
substance and at the termination of the 
study, if changes in the eyes are 
detected all animals should be 
examined. 

(B) Urinalysis is not recommended on 
a routine basis, but only when there is 
an indication based on expected or 
observed toxicity. 

(10) Cross necropsy, (i) All animals 
(except offspring) should be subjected to 
a full gross necropsy which includes 
examination of the external surface of 
the body, all orifices, and the cranial, 
thoracic and abdominal cavities and 
their contents. 

(11) Special attention should be 
directed to the organs of the 
reproductive system. 

(iii) At least the liver, kidneys, 
adrenals, brain and gonads should be 
weighed wet. as soon as possible after 
dissection to avoid drying. 

(iv) The following oroans and tissues, 
or representative samples thereof, 
should be preserved In a suitable 
medium for possible future 
histopathological examination: all gross 
lesions; brain-including sections of 
medulla/pons, cerebellar cortex and 
cerebral cortex; pituitary; thyroid/ 
parathyroid: thymus; lungs; trachea; 
heart; sternum with bone marrowy 
salivary glands; liver; spleen; kidneys/ 
adrenals; pancreas; vagina; uterus; 
cervix; ovaries; testes; epididymides; 
prostate; seminal vesicles; aorta; (skin); 
esophagus; stomach; duodenum; 
jejunum: ileum: cecum; colon; rectum; 
urinary bladder; representative lymph 
node; (mammary gland); (thigh 
musculature); peripheral nerve; (eyes); 
(femur including articular surface); 
(spinal cord at three levels—cervical, 
midthoracic and lumbar): and, (exorbital 
lachrymal glands). 

(v) Dead or moribund pups should be 
examined for defects. 

(11) Histopathology. The following 
histopathology should be performed: 

(i) Full histopathology on the organs 
and tissues, listed above, of all animals 
(except offspring) in the control and high 
dose groups, and all animals (except 
offspring) that died or were killed during 
the study. 

(ii) All gross lesions in all animals. 

(iii) Target organs in all animals. 

(iv) The tissues mentioned in brackets 
(listed above) if indicated by signs of 
toxicity or target organ involvement. 

(v) Lungs, liver and kidneys of all 
animals. Special attention to 


examination of the lungs of rodents 
should be made for evidence of infection 
since this provides a convenient 
assessment of the state of health of the 
animals. 

(vi) As suggested under mating 
procedures, reproductive organs of 
animals suspected of infertility may be 
subjected to microscopic examination. 

(!) Data and reporting —(1) Treatment 
of results, (i) For the subchronic study, 
data should be summarized in tabular 
form, showing for each test group the 
number of onimals at the start of the 
test, the number of animals showing 
lesions, the types of lesions and the 
percentage of animals displaying each 
type of lesion. 

(ii) For the reproduction and fertility 
study, data should be summarized In 
tabular form, showing for each test 
group the number of animals at the start 
of the test, the number of animals 
pregnant, the types of change and the 
percentage of animals displaying each 
type of change. 

(iii) All observed results, quantitative 
and incidental, should be evaluated by 
an appropriate statistical method. Any 
generally accepted statistical methods 
may be used; the statistical methods 
should be selected during the design of 
the study. 

(2) Evaluation of the study results, (i) 
The findings of a subchronic oral 
toxicity study should be evaluated in 
conjunction with the findings of 
preceding studies and considered in 
terms of the toxic effects and the 
necropsy and histopathological findings. 
The evaluation will include the 
relationship between the dose of the test 
substance and the presence or absence, 
the incidence and severity, of 
abnormalities, including behavioral and 
clinical abnormalities, gross lesions, 
identified target organs, body weight 
changes, effects on mortality and any 
other general or specific toxic effects. A 
properly conducted test should provide 
a satisfactory estimation of a no-effect 
level. 

(ii) In any study which demonstrates 
an absence of toxic effects, further 
investigation to establish absorption 
and bioavailability of the test substance 
should be considered. 

(3) Test report. In addition to the 
reporting requirements as specified 
under 40 CFR Part 792, Subpart J the 
following specific information should be 
reported: 

(i) Tabulation of toxic response duta 
by species, strain, sex, and exposure 
level for: 

(A) Number of animats dying. 

(B) Number of animals showing signs 
of toxicity. 
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(C) Number of animals exposed. 

(ii) individual animal data. (A) Time 
of death during the study or whether 
animats survived to termination. 

(B) Time of observation of each 
abnormal sign and its subsequent 
course. 

(C) Body weight data. 

(D) Food consumption data when 
collected. 

(E) Hematological tests employed and 
all results. 

(F) Clinical biochemistry tests 
employed and all results. 

(G) Necropsy Findings. 

(H) Detailed description of all 
histopathological findings. 

(I) Statistical treatment of results 
where appropriate. 

(iii) Additional information from 
reproduction and fertility satellite 
study . (A) Toxic response data by sex 
and dose, including fertility, gestation, 
viability and lactation indices, and 
length of gestation. 

(B) Species and strain. 

(C) Toxic or other effects on 
reproduction, offspring, or postnatal 
growth. 

(D) Time of observation of each 
abnormal sign and its subsequent 

course. 

(E) Body weight data for parental 
animals and offspring. 

(g) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Boyd, E.M. "Chapter 14—Pilot 
Studies. 15—Uniposal Clinical 
Parameters. 16—Uniposal Autopsy 
Parameters." Predictive Toxicometrics. 
(Baltimore: Williams and Wilkins, 1972). 

(2) Clermont, Y., Perry. B. 

"Quantitative Study of the Cell 
Population of the Seminiferous Tubules 
in Immature Rats." American Journal of 
Anatomy . 100:241-287 (1957). 

(3) Fitzhugh. O.C. Third Printing: 1975. 
"Subacute Toxicity." Appraisal of the 
Safety of Chemicals in Foods, Drugs and 
Cosmetics* The Association of Food and 
Drug Officials of the United States 
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Subpart D—Chronic Exposure 

4 798.3260 Chronic toxicity. 

(a) Purpose. The objective of a chronic 
toxicity study is to determine the effects 
of a substance in a mammalian species 
following prolonged and repeated 
exposure. Under the conditions of the 
chronic toxicity test, effects which 
require a long latency period or which 
are cumulative should become manifest. 
The application of this guideline should 
generate data on which to identify the 
majority of chronic effects and shall 
serve to define long term dose-response 
relationships. The design and conduct of 
chronic toxicity tests should allow for 
the detection of general toxic effects, 
including neurological, physiological, 
biochemical, and hematological effects 
and exposure-related morphological 
(pathology) effects. 

(b) Test procedures — (1) Animal 
selection-^)) Species and strain. 

Testing should be performed with two 
mammalian species, one a rodent and 
another a non-rodent. The rat is the 
preferred rodent species and the dog is 
the preferred non-rodent species. 
Commonly used laboratory strains 
should be employed. If other 
mammalian species are used, the tester 
should provide justifiedtion/reasoning 
for their selection. 

(11) Age. (A) Dosing of rats should 
begin as soon as possible after weaning, 
ideally before the rats are 6, but in no 
case more than 8 weeks old. 

(B) Dosing of dogs should begin 
between 4 and 6 months of age and in 
no case later than 9 months of age. 

(C) At commencement of the study the 
weight variation of animals used should 
not exceed ±20 percent of the mean 
weight for each sex. 


(iii) Sex. (A) Equal numbers of 
animals of each sex should be used at 
each dose level. 

(B) The females should be nulliparous 
and non-pregnant. 

(iv) Numbers. (A) For rodents, at least 
40 animals (20 females and 20 males) 
and for non-rodents (dogs) at least 8 
animals (4 females and 4 males) should 
be used at each dose level. 

(B) If interim sacrifices are planned 
the number should be increased by the 
number of animals scheduled to be 
sacrificed during the course of the study. 

(C) The number of animals at the 
termination of the study must be 
adequate for a meaningful and valid 
statistical evaluation of chronic effects. 

(2) Control groups, (i) A concurrent 
control group is suggested. This group 
should be an untreated or sham treated 
control group or. if a vehicle is used in 
administering the test substance, a 
vehicle control group. If the toxic 
properties of the vehicle are not known 
or cannot be made available, both 
untreated and vehicle control groups are 
strongly suggested. 

(ii) In special circumstances such as in 
inhalation studies involving aerosols or 
the use of an emulsifier of 
uncharacterized biological activity in 
oral studies, a concurrent negative 
control group should be utilized. The 
negative control group should be treated 
in the same manner as all other test 
animals except that this control group 
should not be exposed to either the test 
substance or any vehicle. 

(3) Dose levels and dose selections, (i) 
In chronic toxicity tests, it is necessary 
to have a dose-response relationship as 
well as a no-observed-toxic*effect level. 
Therefore, at least three dose levels 
should be used in addition to the 
concurrent control group. Dose levels 
should be spaced to produce a gradation 
of effects. 

(ii) The high dose level in rodents 
should elicit some signs of toxicity 
without causing excessive lethality; for 
non-rodents, there should be signs of 
toxicity but there should be no fatalities. 

(iii) The lowest dose level should not 
produce any evidence of toxicity. Where 
there is a usable estimation of human 
exposure the lowest dose level should 
exceed this even though this dose level 
may result in some signs of toxicity* 

(iv) Ideally, the intermediate dose 
lcvel(s) should produce minimal 
observable toxic effects. If more than 
one intermediate dose is used, the dose 
level should be spaced to produce a 
gradation of toxic effects. 

(v) For rodents, the incidence of 
fatalities in low and intermediate dose 
groups and in the controls should be low 
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to permit a meaningful evaluation of the 
results. For non-rodents, there should be 
no fatalities. 

(4) Exposure conditions . The animals 
are dosed with the test substance 
ideally on a 7-day per week basis over a 
period of at least 12 months. However, 
based primarily on practical 
considerations, dosing on a 5-day per 
week basis is considered to be 
acceptable. 

(5) Observation period. Duration of 
observation should be for at least 12 
months, and may be concurrent with or 
subsequent to dosing. If there is a post¬ 
exposure observation period, an interim 
sacrifice should be performed on no 
fewer than half of the animals of each 
sex at each dose level immediately upon 
termination of exposure. 

(6) Administration of the test 
substance. The three main routes of 
administration are oral, dermal, and 
inhalation. The choice of the route of 
administration depends upon the 
physical and chemical characteristics of 
the test substance and the form 
typifying exposure in humans. 

(i) Oral studies. (A) The animals 
should receive the test substance in 
their diet, dissolved in drinking water, or 
given by gavage or capsule for a period 
of at least 12 months. 

fD) If the test substance is 
administered in the drinking water, or 
mixed in the diet, exposure is 
continuous. 

(C) For a diet mixture, the highest 
concentration should not exceed 5 
percent. • 

(ii) Dermal studios. (A) The animals 
are treated by topical application with 
the test substance, ideally for at least 6 
hours per day. 

(B) Fur should be clipped from the 
dorsal area of the trunk of the test 
animals. Care must be taken to avoid 
abrading the skin which could alter its 
permeability. 

(C) The test substance should be 
applied uniformly over a shaved area 
which is approximately 10 percent of the 
total body surface area. With highly 
toxic substances, the surface area 
covered may be less, but as much of the 
area should be covered with as thin and 
uniform a film as possible. 

fDj During the exposure period, the 
test substance may be held if necessary, 
in contact with the skin with a porous 
gauze dressing and non-irritating tape. 
The test site should be further covered 
in a suitable manner to retain the gauze 
dressing and test substance and ensure 
that the animals cannot ingest the test 
substance. 

(iii) Inhalation studies. (A) The 
animals should be tested with inhalation 
equipment designed to sustain a 


dynamic air flow of 12 to 15 air changes 
per hour, ensure an adequate oxygen 
content of 19 percent and an evenly 
distributed exposure atmosphere. Where 
a chomber is used, its design should 
minimize crowding of the test animals 
and maximize their exposure to the test 
substance. This is best accomplished by 
individual caging. As a general rule to 
ensure stability of a chamber 
atmosphere, the total “volume’’ of the 
test animals should not exceed 5 percent 
of the volume of the test chamber. 
Alternatively, oro-nasal, head-only or 
whole body individual chamber 
exposure may be used. 

(B) The temperature at which the test 
is performed should be maintained at 
22*C (±2*). Ideally, the relative humidity 
should be maintained between 40 to 60 
percent, but in certain instances (e.g., 
tests of aerosols, use of water vehicle) 
this may not be practicable. 

(C) Food and water should be 
withheld during each daily 6 hour 
exposure period. 

(D) A dynamic inhalation system with 
a suitable analytical concentration 
control system should be used. The rate 
of air flow should be adjusted to ensure 
that conditions throughout the 
equipment are essentially the same. 
Maintenance of slight negative pressure 
inside the chamber will prevent leakage 
of the test substance into the 
surrounding areas. 

(7) Observation of animals, (i) Each 
animal should be handled and its 
physical condition appraised at least 
once each day. 

(ii) Additional observations should be 
made daily with appropriate actions 
taken to minimize loss of animals to the 
study (e.g., necropsy or refrigeration of 
those animals found dead and isolation 
or sacrific of weak or moribund 
animals). 

(iii) Clinical signs of toxicity including 
suspected tumors and mortality should 
be recorded as they are observed, 
including the time of onset, the degree 
and duration. 

(iv) Cage-side observations should 
include, but not be limited to. changes in 
skin and fur, eyes and mucous 
membranes, respiratory, circulatory, 
autonomic and central nervous systems, 
somatomotor activity and behavior 
pattern. 

(v) Body weights should be recorded 
individually for all animals once a week 
during the first 13 weeks of the test 
period and at least once every 4 weeks 
thereafter unless signs of clinical 
toxicity suggest more frequent weighings 
to facilitate monitoring of health status. 

(vi) When the test substance is 
administered In the food or drinking 
water, measurements of food or water 


consumption, respectively, should be 
determined weekly during the first 13 
weeks of tha study and then at 
approximately monthly interv als unless 
health status or body weight changes 
dictate otherwise. 

(vii) At the end of the study period all 
survivors should be sacrificed. 

Moribund animals should be removed 
and sacrificed when noticed. 

(8) Physical measurements. For 
inhalation studies, measurements or 
monitoring should be made of the 
following: 

(i) The rate of air flow should be 
monitored continuously, but should be 
recorded at intervals of at least once 
every 30 minutes. 

(ii) During each exposure period the 
actual concentrations of the test 
substance should be held as constant ns 
practicable, monitored continuously and 
measured at least three times during the 
test period: at the beginning, at an 
intermediate time and at the end of the 
period. 

(iii) During the development of the 
generating system, particle size analysis 
should be performed to establish the 
stability of aerosol concentrations. 
During exposure, analysis should be 
conducted as often as necessary to 
determine the consistency of particle 
size distribution and homogeneity of the 
exposure stream. 

(iv) Temperature and humidity should 
be monitored continuously, but should 
be recorded at intervals of at least once 
every 30 minutes. 

(9) Clinical examinations. The 
following examinations should be made 
on at least 10 rats of each sex per dose 
and on all non-rodents. 

(i) Certain hematology determinations 
(e.g., hemoglobin content, packed cell 
volume, total red blood ceils, total white 
blood cells, platelets, or other measures 
of clotting potential) should be 
performed at termination ond should be 
performed at 3 months. 6 months and at 
approximately 6 month intervals 
thereafter (for studies extending beyond 
12 months) on blood samples collected 
from all non-rodents and from 10 rots 
per sex of all groups. These collections 
should be from the same animals at 
each interval. If clinical observations 
suggest a deterioration in health of the 
animals during the study, a differential 
blood count of the affected animals 
should be performed. A differential 
blood count should be performed on 
samples from those animals in the 
highest dosage group and the controls 
Differential blood counts should be 
performed for the next lower group(s) 
there is a major discrepancy between 
the highest group and the controls I* 
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hrmatological effects were noted in the 
subchronic test, hematological testing 
should be performed at 3.6.12.18, and 
24 months for a two year study and at 3, 
6. and 12 months for a 1-year study. 

(ii) Certain clinical biochemistry 
determinations on blood should be 
carried out at least three times during 
the test period; just prior to initiation of 
dosing (base line data), near the middle 
and at the end of the test period. Blood 
samples should be drawn for clinical 
chemistry measurements from all non* 
rodents and at least ten rodents per sex 
of all groups; if possible, from the same 
rodents at each time interval. Test area9 
which are considered appropriate to all 
studies: electrolyte balance, 
carbohydrate metabolism and liver and 
kidney function. The selection of 
specific tests will be influenced by 
observations on the mode of action of 
the substance and siens of clinical 
toxicity. Suggested chemical 
determinations: calcium, phosphorus, 
chloride, sodium, potassium, fasting 
glucose (with period of fasting 
appropriate to the species), serum 
glutamic-pyruvic transaminase (now 
known as serum alanine 
aminotransferase), serum glutamic 
oxaloacetic transaminase (now known 
as serum aspartate aminotransferase), 
ornithine decarboxylase, gamma 
glutamyl transpeptidase, blood urea 
nitrogen, albumen, blood creatinine, 
creatinine phosphokinase, total 
cholesterol, total bilirubin and total 
serum protein measurements. Other 
determinations which may be necessary’ 
for an adequate toxicological evaluation 
include analyses of lipids, hormones, 
acid/base balance, methemoglobin and 
cholinesterase activity. Additional 
clinical biochemistry may be employed 
where necessary to extend the 
investigation of observed effects. 

(iii) Urine samples from rodents at the 
same intervals as the hematological 
examinations under paragraph (b)(9)(f) 
of this section should be collected for 
analysis. The following determinations 
should be made from cither individual 
animals or on a pooled sample/sex/ 
group for rodents, appearance (volume 
und specific gravity), protein, glucose, 
ketones, bilirubin, occult blood (semi- 
quantitatively); and microscopy of 
sediment (semi-quantitatively). 

(iv) Ophthalmological examination, 
using an ophthalmoscope or equivalent 
suitable equipment, should be made 
prior to the administration of the test 
substance and at the termination of the 
study. If changes in eyes are detected all 
animals should be examined. 

(10) Gross necropsy, (i) A complete 
gross examination should be performed 
nn all animals, including those which 


died during the experiment or were 
killed in moribund conditions. 

(ii) The liver, kidneys, adrenals, brain 
and gonads should be weighed wet. as 
soon as possible after dissection to 
avoid drying. For these organs, at least 
10 rodents per sex per group and all 
non-rodents should be weighed. 

(iii) The following organs and tissues, 
or representative samples thereof, 
should be preserved in a suitable 
medium for possible future 
hfstopathologtcal examination: all gross 
lesions und tumors; brain—including 
sections of medulla/pons, cerebellar 
cortex, and cerebral cortex; pituitary: 
thyroid/parathyroid; thymus; lungs: 
trachea; heart; sternum and/or femur 
with bone marrow: salivary glands: 
liver, spleen; kidneys: adrenals: 
esophagus; stomach; duodenum: 
jejunum: ileum: cecum; colon; rectum: 
urinary bladder, representative lymph 
nodes; pancreas; gonads; uterus: 
accessory genital organs (epididymis, 
prostate, and. if present, seminal 
vesicles; female mammary gland; aorta; 
gall bladder (if present); skin; 
musculature; peripheral nerve; spinal 
cord at three levels—cervical, 
midthoracic, and lumbar and eyes. In 
inhalation studies, the entire respiratory 
tract, including nose, pharynx, larynx, 
and paranasal sinuses should be 
examined and preserved. In dermal 
studies, skin from sites of skin painting 
should be examined and preserved. 

(iv) Inflation of lungs and urinary 
bladder with a fixative is the optimal 
method for preservation of these tissues. 
The proper inflation and fixation of the 
lungs in inhalation studies is considered 
essential for appropriate and valid 
histopathological examination. 

(v) If other clinical examinations are 
carried out. the information obtained 
from these procedures should be 
available before microscopic 
examination, since they may provide 
significant guidance to the pathologist. 

(11) Histopathology. (i) The following 
histopathology should be performed: 

(A) Full histopathology on the oigans 
and tissues, listed above, of all non¬ 
rodents, of all rodents in the control and 
high dose groups and of all rodents that 
died or were killed during the study. 

(B) All gross lesions in all animals. 

(C) Target organs in ail animals. 

(D) Lungs, liver and kidneys of all 
animals. Special attention to 
examination of the lungs of rodents 
should be made for evidence of infection 
since this provides an assessment of the 
state of health of the animals. 

(ii) If excessive early deaths or other 
problems occur in the high dose group 
compromising the significance of the 


data, the next dose level should be 
examined for complete histopathology. 

(iii) In case the results of an 
experiment give evidence of substantial 
alteration of the animals' normal 
longevity or the induction of effects that 
might affect a toxic response, the next 
lower dose level should be examined 
fully, is described under paragraph 
(b](11)(i) of this section. 

(iv) An attempt should be made to 
correlate gross observations with 
microscopic findings. 

(c) Data and reporting —(1) Treatment 
of results, (i) Data should be 
summarized in tabular form, showing for 
each test group the number of animals at 
the start of the test, the number of 
animals showing lesions, the types of 
lesions and the percentage of animals 
displaying each type of lesion. 

(ii) All observed results, quantitative 
and incidental, should be evaluated by 
an appropriate statistical method. Any 
generally accepted statistical methods 
may be used; the statistical methods 
should be selected during the design of 
the study. 

(2) Evaluation of study results . (i) The 
Findings of a chronic toxicity study 
should be evaluated in conjunction with 
the rinding* of preceding studies and 
considered in terms of the toxic effects, 
the necropsy and histopathological 
Findings. The evaluation will include the 
relationship between the dose of the test 
substance and the presence, incidence 
and severity of abnormalities (including 
behavioral and clinical abnormalities), 
gross lesions, identified target organs, 
body weight changes, effects on 
mortality and any other general or 
specific toxic effects. 

(ii) In any study which demonstrates 
an absence of toxic effects, further 
investigation to establish absorption 
and bioavailability of the test substance 
should be considered. 

(3) Test report . (i) In addition to the 
reporting requirements as specified 
under 40 CFR Part 792 Subpart J, the 
following specific information should be 
reported: 

(A) Group animal data. Tabulation of 
toxic response data by species, strain, 
sex and exposure level for 

(/) Number of animals dying. 

[2] Number of animals showing signs 
of toxidty. 

(3) Number of animals exposed. 

(B) Individual animal data. (1) Time of 
death during the study or whether 
animals survived to termination. 

(2) Time of observ ation of each 
abnormal sign and its subsequent 
course. 

(<?) Body weight data. 
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(4) Food and water consumption data, 
when collected 

(5) Results of ophthalmologica) 
examination, when performed. 

(0) Hematological tests employed and 
all results. 

(7) Clinical biochemistry tests 
employed and all results. 

(8) Necropsy findings. 

(9) Detailed description of all 
histopathological findings. 

(70) Statistical treatment of results, 
where appropriate. 

(ii) In addition, for inhalation studies 
the following should be reported: 

(A) Test conditions. (7) Description of 
exposure apparatus including design, 
type, dimensions, source of air, system 
for generating particulates and aerosols, 
method of conditioning air. treatment of 
exhaust air and the method of housing 
the animals in a test chamber. 

(2) The equipment for measuring 
temperature, humidity, and particulate 
aerosol concentrations and size should 
be described. 

(B) Exposure data. These should be 
tabulated and presented with mean 
values and a measure of variability (e.g., 
standard deviation) and should include: 

(7) Airflow rates through the 
inhalation equipment. 

(2) Temperature and humidity of air. 

(3) Nominal concentration (total 
amount of test substance fed into the 
inhalation equipment divided by volume 
of air). 

(4) Actual concentration in test 
breathing zone. 

(J) Particle size distribution (e.g., 
median aerodynamic diameter of 
particles with standard deviation from 
the mean). 

(d) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Benitz. K.F. ' Measurement of 
Chronic Toxicity,” Methods of 
Toxicology. Ed. G.E. Paget. (Oxford: 
Blackwell Scientific Publications. 1970) 
pp. 82-131. 

(2) D’Aguanno. W. "Drug Safety 
Evaluation— Pre-Clinical 
Considerations.” Industrial 
Pharmacology: Neuroleptics. Vol. 1. Ed. 
S. Fielding and H. La!. (ML Kisco: Futura 
Publishing Co. 1974) pp. 317-332. 

(3) Fitzhugh. O.G. Third Printing: 1975. 
"Chronic Oral Toxicity.” Appraisal of 
the Safety of Chemicals in Foods . Drugs 
and Cosmetics. The Association of Food 
and Drug Officials of the United States 
(1959. 3rd Printing 1975) pp. 36-15. 

(4) Goldenthal. E.I., D’Aguanno. VV. 
"Evaluation of Drugs.” Appraisal of the 
Safety of Chemicals in Foods . Drugs. 
ond Cosmetics. The Association of Food 


and Drug Officials of the United States 
(1959. 3rd Printing 1975) pp. 00-67. 

(5) National Academy of Sciences. 
"Principles and Procedures for 
Evaluating the Toxicity of Household 
Substances." a report prepared by the 
Committee for the Revision of NAS 
Publication 1138, under the auspices of 
the Committee on Toxicology, National 
Research Council, National Academy of 
Sciences. Washington. DC (1977). 

(6) National Center for Toxicological 
Research. "Appendix B," Report of 
Chronic Studies Task Force Committee, 
April 13-21.1972. (Rockville: National 
Center for Toxicological Research. 

1972). 

(7) Page, N.P. "Chronic Toxicity ond 
Carcinogenicity Guidelines," Journal of 
Environmental Pathology and 
Toxicology. 1:161-182 (1977). 

(8) Schwartz. E. 'Toxicology of 
Neuroleptic Agents,” Industrial 
Pharmacology: Neuroleptics Ed. S. 
Fielding and H. Lai. (ML Kisco, Futura 
Publishing Co.. 1974) pp. 203-221. 

(9) United States Pharmaceutical 
Manufacturers Association. Guidelines 
for the Assessment of Drug and MedicoI 
Device Safety in Animals. (1977). 

(10) W r orld Health Organization. 
"Guidelines for Evaluation of Drugs for 
Use in Man." WHO Technical Report 
Series No. 563. (Geneva: World Health 
Organization. 1975). 

(11) World Health Organization. "Part 
L Environmental Health Criteria 6." 
Principles and Methods for Evaluating 
the Toxicity of Chemicals. (Geneva: 
World Health Organization. 1978). 

(12) World Health Organization. 
"Principles for Pre-Clinical Testing of 
Drug Safety," WHO Technical Report 
Series No. 341. (Geneva: World Health 
Organization, 1968). 

{ 798.3300 Oncogenicity. 

(a) Purpose. The objective of a long¬ 
term oncogenicity study is to observe 
test animals for a major portion of their 
life span for the development of 
neoplastic lesions during or after 
exposure to various doses of a test 
substance by an appropriate route of 
administration. 

(b) Test procedures —(1) Animal 
selection —(i) Species and strain. It is 
recommended that a compound of 
unknown activity should be tested on 
two mammalian species. Rats and mice 
are the species of choice because of 
their relatively short life spans, the 
limited cost of their maintenance, their 
widespread use in pharmacological and 
toxicological studies, their susceptibility 
to tumor induction, and the availability 
of inbred or sufficiently characterized 
strains. Commonly used laboratory 
strains should be employed. If other 


species are used, the tester should 
provide justification/reasoning for their 
selection. 

(ii) Age. (A) Dosing of rodents should 
begin as soon as possible after weaning, 
ideally before the animals are 6 weeks 
old, but in no case more than 8 weeks 
old. 

(B) At commencement of the study, 
the weight variation of animals used 
should not exceed ±20 percent of the 
mean weight for each sex. 

(C) Studies using prenatal or neonatal 
animals may be recommended under 
special conditions. 

(iii) Sex. (A) Equal numbers of 
animals of each sex should be used at 
each dose level. 

(B) The females should be nulliparous 
and non-pregnant. 

(iv) Numbers. (A) For rodents, at least 
100 animals (50 females and 50 males) 
should be used at each dose level and 
concurrent control 

(B) If interim sacrifices arc planned 
the number should be increased by the 
number of animals scheduled to be 
sacrificed during the course of the study. 

(C) The number of animals ut the 
termination of the study should be 
adequate fora meaningful and valid 
statistical evaluation of long term 
exposure. For a valid interpretation of 
negative results, it is essential that 
survival in all groups does not fall below 
50 percent at the time of termination. 

(2) Control groups, (i) A concurrent 
control group is recommended. This 
group should be an untreated or sham 
treated control group or. if a vehicle is 
used in administering the test substance, 
a vehicle control group. If the toxic 
properties of the vehicle are not known 
or cannot be made available, both 
untreated and vehicle control groups are 
recommended. 

(ii) In special circumstances such as in 
inhalation studies involving aerosols or 
the use of an emulsifier of 
uncharacterized biological activity in 
oral studies, a concurrent negative 
control group should be utilized. The 
negative control group should be treated 
in the same manner as all other test 
animals except that this control group 
should not be exposed to either the test 
substance or any vehicle. 

(iii) The use of historical control data 
(i.e., the incidence of tumors and other 
suspect lesions normally occurring 
under the same laboratory conditions 
and in the same strain of animals 
employed in the test) is desirable for 
assessing the significance of changes 
observed in exposed animals. 

(3) Dose levels and dose selection, (i) 
For risk assessment purposes, at least 
three dose levels should be used, in 
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addition to the concurrent control group. 
Dose levels should be spaced to produce 
a gradation of chronic effects. 

(ii) The high dose level should elicit 
signs of minimal toxicity without 
substantially altering the normal life 
span. 

(ill) The lowest dose should not 
interfere with normal growth, 
development and longevity of the 
animal: and it should not otherwise 
cause any indication of toxicity. In 
general, this should not be lower than 
ten percent of the high dose. 

(iv) The intermediate dose(s) should 
be established in a mid-range between 
the high and low doses, depending upon 
the toxicokinetic properties of the 
chemical, if known. 

(v) The selection of these dose levels 
should be based on existing data, 
preferably on the results of subchronic 
studies. 

(4) Exposure conditions. The animals 
are dosed with the test substance 
ideally on a 7 day per week basis over a 
period of at least 24 months for rats, and 
18 months for mice. However, based 
primarily on practical considerations, 
dosing on a 5 day per week basis is 
considered to be acceptable. 

(5) Obsen'ations period. It is 
necessary that the duration of an 
oncogenicity test comprise the majority 
of the normal life span of the strain of 
animals to be used. This time period 
should not be less than 24 months for 
rats and 18 months for mice, and 
ordinarily not longer than 30 months for 
rats and 24 months for mice. For longer 
time periods, and where any other 
species are used, consultation with the 
Agency in regard to the duration of the 
test is advised. 

(6) Administration of the test 
substance. The three main routes of 
administration are oral, dermal, and 
inhalation. The choice of the route of 
administration depends upon the 
physical and chemical characteristics of 
the test substance and the form 
typifying exposure in humans. 

(i) Oral studies. (A) The animals 
should receive the test substance in 
their diet, dissolved in drinking water, or 
given by gavage or capsule for a period 
of at least 24 months for rats and 18 
months for mice. 

(6) If the te9t substance is 
administered in the drinking water, or 
mixed in the diet, exposure should be 
continuous. 

(C) For a diet mixture, the highest 
concentration should not exceed 5 

percent. 

(ii) DermaI studies. (A) The animals 
are treated by topical application with 
the test substance, ideally for at least 6 

hours per day. 


(B) Fur should be clipped from the 
dorsal area of the trunk of the test 
animals. Care should be taken to avoid 
abrading the skin which couid alter its 
permeability. 

(C) The test substance should be 
applied uniformly over a shaved area 
which is approximately 10 percent of the 
total body surface area. With highly 
toxic substances, the surface area 
covered may be less, but as much of the 
area should be covered with as thin and 
uniform a film as possible. 

(D) During the exposure period, the 
test substance may be held, if necessary, 
in contact with the skin with a porous 
gauze dressing and non-irritating tape. 
The test site should be further covered 
in a suitable manner to retain the gauze 
dressing and test substance and ensure 
that the animals cannot ingest the test 
substance. 

(iii) Inhalation studies . (A) The 
animals should be tested with inhulation 
equipment designed to sustain a 
dynamic air flow of 12 to 15 air changes 
per hour, ensure an adequate oxygen 
content of 19 percent and an evenly 
distributed exposure atmosphere. Where 
a chamber is used, its design should 
minimize crowding of the test animals 
and maximize their exposure to the test 
substance. This is best accomplished by 
individual caging. As a general rule to 
ensure stability of a chamber 
atmosphere, the total "volume” of the 
test animals should not exceed 5 percent 
of the volume of the test chamber. 
Alternatively, oro-nasal, head-only, or 
whole body individual chamber 
exposure may be used. 

(B) The temperature at which the test 
is performed should be maintained at 22 
*C (±2‘). Ideally, the relative humidity 
should be maintained between 40 to GO 
percent, but in certain instances (e.g. 
tests of aerosols, use of water vehicle) 
this may not be practicable. 

(C) Food and water should be 
withheld during each daily 6-hour 
exposure period. 

(D) A dynamic inhalation system with 
a suitable analytical concentration 
control system should be used. The rate 
of air flow should be adjusted to ensure 
that conditions throughout the 
equipment are essentially the same. 
Maintenance of slight negative pressure 
inside the chamber will prevent leakage 
of the test substance into the 
surrounding areas. 

(7) Observation of animals, (i) Each 
animal should be handled and its 
physical condition appraised at least 
once each day. 

(ii) Additional observations should be 
made daily with appropriate actions 
taken to minimize loss of animals to the 
study (e.g., necropsy or refrigeration of 


those animals found dead and isolation 
or sacrifice of weak or moribund 
animals). 

(iii) Clinical signs and mortality 
should be recorded for all animals. 
Special attention should be paid to 
tumor development. The time of onset, 
location, dimensions, appearance and 
progression of each grossly visible or 
palpable tumor should be recorded. 

(iv) Body weights should be recorded 
individually for all animals once a week 
during the first 13 weeks of the test 
period and at least once every 4 weeks 
thereafter unless signs of clinical 
toxicity suggest more frequent weighings 
to facilitate monitoring of health status. 

(v) When the test substance is 
administered in the food or drinking 
water, measurements of food or water 
consumption, respectively, should be 
determined weekly during the first 13 
weeks of the study and then at 
approximately monthly intervals unless 
health status or body weight changes 
dictate otherwise. 

(vi) At the end of the study period all 
survivors are sacrificed. Moribund 
animals should be removed and 
sacrificed when noticed 

(8) Physical measurements. For 
inhalation studies, measurements or 
monitoring should be made of the 
following: 

(i) The rate of air flow should be 
monitored continuously, but should be 
recorded at intervals of at least once 
every 30 minutes. 

(ii) During each exposure period the 
actual concentrations of the test 
substance should be held as constant as 
practicable, monitored continuously and 
recorded at least three times during the 
test period: at the beginning, at an 
intermediate time and at the end of the 
period 

(iii) During the development of the 
generating system, particle size analysis 
should be performed to establish the 
stability of aerosol concentrations. 
During exposure, analyses should be 
conducted as often as necessary to 
determine the consistency of particle 
size distribution and homogeneity of the 
exposure stream. 

(iv) Temperature and humidity should 
be monitored continuously, but shoud be 
recorded at intervals of at least once 
every 30 minutes. 

(9) Clinical examinations. At 12 
months, 18 months, and at sacrifice, a 
blood smear should be obtained from all 
animals. A differential blood count 
should be performed on blood smears 
from those animals in the highest dosage 
group and the controls. If these data, or 
data from the pathological examination 
indicate a need, then the 12- and 18- 
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month blood smears from other dose 
levels should also be examined. 
Differential blood counts should be 
performed for the next lower group(s) 
only if there is a major discrepancy 
between the highest group and the 
controls. If clinical observations suggest 
a deterioration in health of the animals 
during the study, a differential blood 
count of the affected animals should be 
performed. 

(10) Cross necropsy . (i) A complete 
gross examination should be performed 
on all animals, including those which 
died during the experiment or were 
killed in moribund conditions. 

(H) The following organs and tissues 
or representative samples thereof, 
should be preserved in a suitable 
medium for possible future 
histopathological examination: all gross 
lesions and tumors of all animals should 
be preserved; brain—including sections 
of medulla/pons, cerebellar cortex and 
cerebral cortex; pituitary, thyroid/ 
parathyroid; thymus; lungs; trachea; 
heart; spinal cord at three levels— 
cervical, midthoracic and lumbar, 
sternum and/or femur with bone 
marrow: salivary glands; liven spleen; 
kidneys; adrenals; esophagus; stomach; 
duodenum: jejunum: ileum; cecum; 
colon: rectum; urinary bladder 
representative lymph nodes; pancreas; 
gonads; uterus; accessory genital organs 
(epididymis, prostate, and. if present, 
seminal vesicles); female mammary 
gland; skin; musculature; peripheral 
nerve; and eyes. In special studies such 
as inhalation studies, the entire 
respiratory tract should be preserved, 
including nasal cavity, pharynx, larynx 
and paranasal sinuses. In dermal 
studies, skin from sites of skin painting 
should be examined and preserved. 

(iii) Inflation of lungs and urinary 
bladder with a fixative is the optimal 
method for preservation of these tissues. 
The proper inflation and Fixation of the 
lungs in inhalation studies is a 
necessary requirement for appropriate 
and valid histopathological 
examination. 

(iv) If other clinical examinations are 
carried out the information obtained 
from these procedures should be 
available before microscopic 
examination, since they may provide 
significant guidance to the pathologist. 

(11) Histopathology. (i) The following 
histopathology should be performed: 

(A) Full histopathology on organs and 
tissues listed above of all animals in the 
control and high dose groups and all 
animals that died or were killed during 
the study. 

(B) All gross lesions in all animals. 

(C) Target organs in all animals. 


(ii) If a significant difference is 
observed in hyperplastic, pre-neoplastic 
or neoplastic lesions between the 
highest dose and control groups, 
microscopic examination should be 
made on that particular organ or tissue 
of all animals in the study. 

(iii) If excessive early deaths or other 
problems occur in the high dose group, 
compromising the significance of the 
data, the next lower dose level should 
be examined for complete 
histopathology. 

(iv) In case the results of an 
experiment give evidence of substantial 
alteration of the animals' normal 
longevity or the induction of effects that 
might affect a neoplastic response, the 
next lower dose level should be 
examined fully as described in this 
section. 

(v) An attempt should be made to 
correlate gross observations with 
microscopic findings. 

(c) Data and reporting —(1) Treatment 
of results . (i) Data should be 
summarized in tabular form, showing for 
each test group the number of animals at 
the start of the test, the number of 
animals showing lesions, the types of 
lesions and the percentage of animals 
displaying each type of lesion. 

(ii) All observed results, quantitative 
and incidental, should be evaluated by 
an appropriate statistical method. Any 
generally accepted statistical method 
may be used; the statistical methods 
should be selected during the design of 
the study. 

(2) Evaluation of study results, (i) The 
findings of an oncogenic toxicity study 
should be evaluated in conjunction with 
the findings of preceding studies and 
considered in terms of the toxic effects, 
the necropsy and histopathological 
findings. The evaluation should include 
the relationship between the dose of the 
test substance and the presence, 
incidence and severity of abnormalities 
(including behavioral and clinical 
abnormalities), gross lesions, identified 
target organs, body weight changes, 
effects on mortality and any other 
general or specific toxic effects. 

(ii) In any study which demonstrates 
an absence of toxic effects, further 
investigation to establish absorption 
and bioavailability of the test substance 
should be considered. 

(iii) In order for a negative test to be 
acceptable, it should meet the following 
criteria: no more than 10 percent of any 
group is lost due to autolysis, 
cannibalism, or management problems; 
and survival in each group is no less 
than 50 percent at 18 months for mice 
and hamsters and at 24 months for rats. 

(3) Test report . (i) In addition to the 
reporting requirements as specified 


under 40 CFR Part 792. Subpart J the 
following specific Information should be 
reported: 

(A) Croup animal data. Tabulation of 
toxic response data by species, strain, 
sex and exposure level for 

(/) Number of animals dying. 

(2) Number of animals showing signs 
of toxicity. 

(3) Number of animals exposed. 

(B) Individual animal data* 

(7) Time of death during the study or 
whether animals survived to 
termination. 

(2) Time of observation of each 
abnormal sign and its subsequent 
course. 

(2) Body weight data. 

(4) Food and water consumption data, 
when collected. 

(.5) Results of ophthalmological 
examination, when performed. 

(8) Hematological tests employed and 
all results. 

(7) Clinical biochemistry tests 
employed and all results. 

(8) Necropsy findings. 

(0) Detailed description of all 
histopathological findings. 

(70) Statistical treatment of results, 
where appropriate. 

(77) Historical control data, if taken 
into account. 

(ii) In addition, for inhalation studies 
the following should be reported: 

(A) Test conditions. (1) Description of 
exposure apparatus including design, 
type, dimensions, source of air. system 
for generating particulates and aerosols, 
method of conditioning air, treatment of 
exhaust air and the method of housing 
the animals in a test chamber. 

(2) The equipment for measuring 
temperature, humidity, and particulate 
aerosol concentrations and size should 
be described. 

(B) Exposure data . These should be 
tabulated and presented with mean 
values and a measure of variability (e g, 
standard deviation) and should include: 

(7) Airflow rates through the 
inhalation equipment. 

(2) Temperature and humidity of air. 

(2) Nominal concentration (total 
amount of test substance fed into the 
inhalation equipment divided by volume 
of air). 

(4) Actual concentration in test 
breathing zone. 

(5) Particle size distribution (e.g.< 
median aerodynamic diameter of 
particles with standard deviation from 
the mean). 

(d) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 
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(3) International Union Against 
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5 798.3320 Combined Chronic Toxicity/ 
Oncogenicity. 

(a) Purpose . The objective of a 
combined chronic toxicity/oncogenicity 
study is to determine the effects of a 
substance in a mammalian species 
following prolonged and repeated 
exposure. The application of this 
guideline should generate data which 
identify the majority of chronic and 
oncogenic effects and determine dose- 
response relationships. The design and 
conduct should allow for the detection 
of neoplastic effects and a 
determination of oncogenic potential as 
well as general toxicity, including 
neurological, physiological, biochemical, 
and hematological effects and exposure- 
related morphological (pathology) 
effects. 

(b) Test procedures —(1) Animat 
selection--{\) Species and strain. 
Preliminary studies providing data on 
acute, subchronic, and metabolic 
responses should have been carried out 
to permit an appropriate choice of 
animals (species and strain). As 
discussed in other guidelines, the mouse 
and rat have been most widely used for 
assessment of oncogenic potential, 
while the rat and dog have been most 
often studied for chronic toxicity. The 
rat is the species of choice for combined 
chronic toxicity and oncogenicity 
studies. The provisions of this guideline 
are designed primarily for use with the 
rat as the test species. If other species 
are used, the tester should provide 
justification/reasoning for their 
selection. The strain selected should be 
susceptible to the oncogenic or toxic 
effect of the class of substances being 
tested, if known, and provided it does 
not have a spontaneous background too 
high for meaningful assessment. 
Commonly used laboratory strains 
should be employed. 

(ii) Age. (A) Dosing of rats should 
begin as soon as possible after weaning, 
ideally before the rats are 6 weeks old. 
but in no case more than 8 weeks old. 

(B) At commencement of the study, 
the weight variation of animals used 
should not exceed ±20 percent of the 
mean weight for each sex. 

(C) Studies using prenatal or neonatal 
animals may be recommended under 
special conditions. 


(iii) Sex. (A) Equal numbers of 
animals of each sex shoul i be used at 
each dose level. 

(B) The females should be nulliparous 
and nonpregnant. 

(iv) Numbers. (A) At least 100 rodents 
(50 females and 50 males) should be 
used at each dose level and concurrent 
control for those groups not intended for 
early sacrifice. At least 40 rodents (20 
females and 20 males) should be used 
for satellite dose group(s) and the 
satellite control group. The purpose of 
the satellite group is to allow for the 
evaluation of pathology other than 
neoplasia. 

(B) If interim sacrifices are planned, 
the number of animals should be 
increased by the number of animals 
scheduled to be sacrificed during the 
course of the study. 

(C) The number of animals at the 
termination of each phase of the study 
should be adequate for a meaningful 
and valid statistical evaluation of long 
term exposure. For a valid interpretation 
of negative results, it is essential that 
survival in ali groups not fall below 50 
percent at the time of termination. 

(2) Control groups, (i) A concurrent 
control group (50 females and 50 males) 
and a satellite control group (20 females 
and 20 males) are recommended. These 
groups should be untreated or sham 
treated control groups or. if a vehicle is 
used in administering the test substance, 
vehicle control groups. If the toxic 
properties of the vehicle are not known 
or cannot be made available, both 
untreated and vehicle control groups are 
recommended. Animals in the satellite 
control group should be sacrificed at the 
same time the satellite test group is 
terminated. 

(ii) In special circumstances such as 
inhalation studies involving aerosols or 
the use of an emulsifier of 
uncharacterized biological activity in 
oral studies, a concurrent negative 
control group should be utilized. The 
negative control group should be treated 
in the same manner as all other test 
animals, except that this control group 
should not be exposed to the test 
substance or any vehicle. 

(iii) The use of historical control data 
(i.e.. the incidence of tumors and other 
suspect lesions normally occuring under 
the same laboratory conditions and in 
the same strain of animals employed in 
the test) is desirable for assessing the 
significance of changes observed in 
exposed animals. 

(3) Dose levels and dose selection . (i) 
For risk assessment purposes, at least 
three dose levels should be used, in 
addition to the concurrent control group. 
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Dose levels should be spaced to produce 
a gradation of effects. 

(ii) The highest dose level in rodents 
should elicit signs of toxicity without 
substantially altering the normal life 
span due to effects other than tumors. 

(iii) The lowest dose level should 
produce no evidence of toxicity. Where 
there is a usable estimation of human 
exposure, the lowest dose level should 
exceed this even though this dose level 
may result in some signs of toxicity. 

(iv) Ideally, the intermediate dose 
level(s) should produce minimal 
observable toxic effects. If more than 
one intermediate dose is used the dose 
levels should be spaced to produce a 
gradation of toxic effects. 

(v) For rodents, the incidence of 
fatalities in low and intermediate dose 
groups and in the controls should be low 
to permit a meaningful evaluation of the 
results. 

(vi) For chronic toxicological 
assessment, a high dose treated satellite 
and a concurrent control satellite group 
should be included in the study design. 
The highest dose for satellite animals 
should be chosen so as to produce frank 
toxicity, but not excessive lethality, in 
order to elucidate a chronic 
toxicological profile of the test 
substance. If more than one dose level is 
selected for satellite dose groups, the 
doses should be spaced to produce a 
gradation of toxic effects. 

(4) Exposure conditions. The animals 
are dosed with the test substance 
ideally on a 7-day per week basis over a 
period of at least 24 months for rats, and 
18 months for mice and hamsters, except 
for the animals in the satellite groups 
which should be dosed for 12 months. 

(5) Observation period. It is necessary 
that the duration of the oncogenicity test 
comprise the majority of the normal life 
span of the animals to be used. It has 
been suggested that the duration of the 
study should be for the entire lifetime of 
all animals. However, a few animals 
may greatly exceed the average lifetime 
and the duration of the study may be 
unnecessarily extended and complicate 
the conduct and evaluation of the study. 
Rather, a finite period covering the 
majority of the expected life span of the 
strain is preferred since the probability 
is high that, for the great majority of 
chemicals, induced tumors will occur 
within such an observation period. The 
following guidelines are recommended: 

(i) Generally, the termination of the 
study should be at 18 months for mice 
and hamsters and 24 months for rats; 
however, for certain strains of animals 
with greater longevity and/or low 
spontaneous tumor rate, termination 
should be at 24 months for mice and 
hamsters and at 30 months for rats. For 


longer time periods, and where any 
other species are used, consultation with 
the Agency in regard to duration of the 
test is advised. 

(ii) However, termination of the study 
is acceptable when the number of 
survivors of the lower doses or of the 
control group readies 25 percent In the 
case where only the high dose group 
dies prematurely for obvious reasons of 
toxicity, this should not trigger 
termination of the study. 

(iii) The satellite groups and the 
concurrent satellite control group should 
be retained in the study for at least 12 
months. These groups should be 
scheduled for sacrifice for an estimation 
of test-substance-related pathology 
uncomplicated by geriatric changes. 

(6) Administration of the test 
substance. The three main routes of 
administration are oral dermal and 
inhalation. The choice of the route of 
administration depends upon the 
physical and chemical characteristics of 
the test substance and the form 
typifying exposure in humans. 

(I) Oral studies. (A) The animals 
should receive the test substance in 
their diet, dissolved in drinking water, or 
given by gavage or capsule for a period 
of at least 24 months for rats and 78 
months for mice and hamsters. 

(B) If the test substance is 
administered in the drinking water, or 
mixed in the diet, exposure is 
continuous. 

(C) For a diet mixture, the highest 
concentration should not exceed 5 
percent 

(ii) Dermal studies. (A) The animala 
are treated by topical application with 
the test substance, ideally for at least 6 
hours per day. 

(B) Fur should be clipped from the 
dorsal area of the trunk of the test 
animals. Care should be taken to avoid 
abrading the skin which could alter its 
permeability. 

(C) The test substance should be 
applied uniformly over a shaved area 
which is approximately 10 percent of the 
total body surface area. With highly 
toxic substances, the surface area 
covered may be less, but as much of the 
area as possible should be covered with 
as thin and uniform a Him as possible. 

(D) During the exposure period, the 
test substance may be held, if necessary, 
in contact with the skin with a porous 
gauze dressing and nonirritating tape. 
The test site should be further covered 
in a suitable manner to retain the gauze 
dressing and test substance and ensure 
that the animals cannot ingest the test 
substance. 

(iii) Inhalation studies. (A) The 
animals should be tested with inhalation 
equipment designed to sustain a 


dynamic air flow of 12 to 15 air changes 
per hour, ensure an adequate oxygen 
content of 19 percent and an evenly 
distributed exposure atmosphere. Where 
a chamber is used, its design should 
minimize crowding of the test animals 
and maximize their exposure to the lest 
substance. This is best accomplished by 
individual caging. As a general rule, to 
ensure stability of a chamber 
atmosphere, the total ‘Volume** of the 
test animals should not exceed 5 percent 
of the volume of the test chamber. 
Alternatively, oro-nasal, head only, or 
whole body individual chamber 
exposure may be used. 

(B) The temperature at which the test 
is performed should be maintained at 22 
*C (±2*). Ideally, the relative humidity 
should be maintained between 40 to GO 
percent, but in certain instances (e.g., 
tests of aerosols, use of wafer vehicle) 
this may not be practicable. 

(C) Food and water should be 
withheld during each daily 6-hour 
exposure period. 

ID) A dynamic inhalation system with 
a suitable analytical concentration 
control system should be used. The rate 
of air flow should be adjusted to ensure 
that conditions throughout the 
equipment are essentially the same. 
Maintenance of slight negative pressure 
Inside the chamber will prevent leakage 
of the test substance into the 
surrounding areas. 

(7) Observation of animals, (i) Each 
animal should be handled and its 
physical condition appraised at least 
once each day. 

(ii) Additional observations should be 
made daily with appropriate actions 
taken to minimize loss of animals to the 
study (e.g.. necropsy or refrigeration of 
those animals found dead and isolation 
or sacrifice of weak or moribund 
animals). 

(iii) Clinical signs and mortality 
should be recorded for all animals. 
Special attention should be paid to 
tumor development The time of onset, 
location, dimensions, appearance and 
progression of each grossly visible or 
palpable tumor should be recorded. 

(iv) Body weights should be recorded 
individually for all animals once a week 
during the first 13 weeks of the test 
period and at least once every 4 weeks 
thereafter, unless signs of clinical 
toxicity suggest more frequent weighings 
to facilitate monitoring of health stotus. 

(v) When the test substance is 
administered in the food or drinking 
water, measurements of food or water 
consumption, respectively, should be 
determined weekly during the first 13 
weeks of the study and then at 
approximately monthly intervals unless 
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health status or body weight changes 
dictate otherwise. 

(vi) At the end of the study period, all 
survivors are sacrificed. Moribund 
animals should be removed and 
sacrificed when noticed. 

(8) Physical measurements. For 
inhalation studies, measurements or 
monitoring should be made of the 
following: 

(i) The rate of airflow should be 
monitored continuously, but should be 
recorded at intervals of at least once 
every 30 minutes. 

(it) During each exposure period the 
actual concentrations of the test 
substance should be held as constant as 
practicable, monitored continuously and 
recorded at least three times during the 
test period: at the beginning, at an 
intermediate time and at the end of the 
period. 

(iii) During the development of the 
generating system, particle size analysis 
should be performed to establish the 
stability of aerosol concentrations. 
During exposure, analyses should be 
conducted as often as necessary to 
determine the consistency of particle 
size distribution and homogeneity of the 
exposure stream. 

(iv) Temperature and humidity should 
be monitored continuously, but should 
be recorded at intervals of at least once 
every 30 minutes, 

(9) Clinical examinations, (i) The 
following examinations should be made 
on at least 20 rodents of each sex per 
dose level: 

(A) Certain hematology 
determinations (e.g., hemoglobin 
content, packed cell volume, total red 
blood cells, total white blood cells, 
platelets, or other measures of clotting 
potential) should be performed at 
termination and should be performed at 
3 months. 8 months and at 
approximately 6-month intervals 
thereafter (for those groups on tost for 
longer than 12 months) on blood 
samples collected from 20 rodents per 
sex of all groups. These collections 
should be from the same animals at 
each interval, If clinical observations 
suggest a deterioration in health of the 
animals during the study, a differential 
blood count of the affected animals 
should be performed. A differential 
blood count should be performed on 
samples from animals in the highest 
dosage group and the controls. 
Differential blood counts should be 
performed for the next lower group(s) if 
there is a major discrepancy between 
the highest group and the controls. If 
hematological effects were noted in the 
subchronic test, hematological testing 
should be performed at 3, 8.12,18 and 
24 months for a year study. 


(B) Certain clinical biochemistry 
determinations on blood should be 
carried out at least three times during 
the test period: just prior to initiation of 
dosing (baseline data), near the middle 
and at the end of the test period. Blood 
samples should be drawn for clinical 
measurements from at least ten rodents 
per sex of all groups: if possible, from 
the same rodents at each time interval. 
Test areas which are considered 
appropriate to all studies: electrolyte 
balance, carbohydrate metabolism and 
liver and kidney function. The selection 
of specific tests will be influenced by 
observations on the mode of action of 
the substance and signs of clinical 
toxicity. Suggested chemical 
determinations: calcium, phosphorus, 
chloride, sodium, potassium, fasting 
glucose (with period of fasting 
appropriate to the species), serum 
glutamic-pyruvic transaminase (now 
known as serum alanine 
aminotransferase), serum glutamic 
oxaloacetic transaminase (now known 
as serum aspartate aminotransferase), 
ornithine decarboxylase, gamma 
glutamyl transpeptidase, blood urea 
nitrogen, albumen, creatinine 
hosphokinase. total cholesterol, total 
ilirubin and total serum protein 
measurements. Other determinations 
which may be necessary for an 
adequate toxicological evaluation 
include analyses of lipids, hormones, 
acid/base balance, methemoglobin and 
cholinesterase activity. Additional 
clinical biochemistry may be employed 
where necessary to extend the 
investigation of observed effects. 

(ii) The following should be performed 
on at least 10 rodents of each sex per 
dose level: 

(A) Urine samples from the same 
rodents at the same intervals as 
hematological examination above, 
should be collected for analysis. The 
following determinations should be 
made from either individual animals or 
on a pooled sample/sex/group for 
rodents: appearance (volume and 
specific gravity), protein, glucose, 
ketones, bilirubin, occult blood (semi- 
quantitatively) and microscopy of 
sediment (semi-quantitatively). 

(B) Ophthalmologlca! examination, 
using an ophthalmoscope or equivalent 
suitable equipment, should be made 
prior to the administration of the test 
substance and at the termination of the 
study. If changes in the eyes are 
detected, all animals should be 
examined. 

(10) Cross necropsy . (i) A complete 
gross examination should be performed 
on all animals, including those which 
died during the experiment or were 
killed in moribund conditions. 


(ii) The liver, kidneys, adrenals, brain 
and gonads should be weighed wet. as 
soon as possible after dissection to 
avoid drying. For these organs, at least 
10 rodents per sex per group should be 
weighed. 

(iii) The following organs and tissues, 
or representative samples thereof, 
should be preserved in a suitable 
medium for possible future 
histopathological examination: all gross 
lesions and tumors; brain-including 
sections of medulla/pons. cerebellar 
cortex, and cerebral cortex; pituitary; 
thyroid/parathyroid; thymus; lungs; 
trachea; heart; sternum and/or femur 
with bone marrow; salivary glands; 
liver, spleen: kidneys; adrenals; 
esophagus; stomach; duodenum; 
jejunum: ileum; cecum; colon; rectum: 
urinary bladder, representative lymph 
nodes; pancreas; gonads; uterus; 
accessory genital organs (epididymis, 
prostate, and. if present, seminal 
vesicles); female mammary gland; aorta; 
gall bladder (if present); skin: 
musculature; peripheral nerve; spinal 
cord at three levels—cervical, 
midthoracic, and lumbar, and eyes. In 
inhalation studies, the entire respiratory 
tract, including nose, pharynx, larynx 
and paranasal sinuses should be 
examined and preserved, in dermal 
studies, skin from sites of skin painting 
should be examined and preserved. 

(iv) Inflation of lungs and urinary 
bladder with a fixative is the optimal 
method for preservation of these tissues. 
The proper inflation and fixation of the 
lungs in inhalation studies is considered 
essential for appropriate and valid 
histopathological examination. 

(v) if other clinical examinations are 
carried out. the information obtained 
from these procedures should be 
available before microscopic 
examination, since they may provide 
significant guidance to the pathologist. 

(11) Histopathology . (i) The following 
histopathology should be performed: 

(A) Full histopathology on the organs 
and tissues, listed above, of all non¬ 
rodents, of all rodents in the control and 
high dose groups and of all rodents that 
died or were killed during the study. 

(B) All gross lesions in all animals. 

(C) Target organs in all animals. 

(D) Lungs, liver and kidneys of all 
animals. Special attention to 
examination of the lungs of rodents 
should be made for evidence of infection 
since this provides an assessment of the 
state of health of the animals. 

(ii) If excessive early deaths or other 
problems occur in the high dose group 
compromising the significance of the 
data, the next dose level should be 
examined for complete histopathology. 
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(iii) In case the results of the 
experiment give evidence of substantial 
alteration of the animals’ normal 
longevity or the induction of effects that 
might affect a toxic response, the next 
lower dose level should be examined as 
described above. 

(iv) An attempt should be made to 
correlate gross observations with 
microscopic findings. 

(c) Data and reporting— (1) Treatment 
of results, (i) Data should be 
summarized in tabular form, showing for 
each test group the number of animals at 
the start of the test the number of 
animals showing lesions, the types of 
lesions and the percentage of animals 
displaying each type of lesion. 

(ii) All observed results, quantitative 
and incidental, should be evaluated by 
an appropriate statistical method. Any 
generally accepted statistical methods 
may be used; the statistical methods 
should be selected during the design of 
the study. 

(2) Evaluation of study results . (i) The 
findings of a combined chronic toxicity/ 
oncogenicity study should be evaluated 
in conjunction with the findings of 
preceding stupes and considered in 
terms of the toxic effects, the necropsy 
and histopathologica) findings. The 
evaluation will include the relationship 
between the dose of the test substance 
and the presence, incidence and severity 
of abnormalities (including behavioral 
and clinical abnormalities), gross 
lesions, identified target organs, body 
weight changes, effects on mortality and 
any other general or specific toxic 
effects. 

(ii) In any study which demonstrates 
an absence of toxic effects, further 
investigation to establish absorption 
and bioavailablity of the test substance 
should be considered. 

(iii) In order for a negative test to be 
acceptable, it should meet the following 
criteria: no more than 10 percent of any 
group is lost due to autolysis, 
cannibalism, or management problems; 
and survival in each group is no less 
than 50 percent at 18 months for mice 
and hamsters and at 24 months for rats. 

(3) Test report . (i) In addition to the 
reporting requirements as specified 
under 40 CFR Part 792, Subpart) the 
following specific information should be 
reported: 

(A) Group animal data. Tabulation of 
toxic response data by species, strain, 
sex and exposure level for 

(7) Number of animals dying. 

(2) Number of animals showing signs 
of toxicity. 

(3) Number of animals exposed. 

(B) Individual animal data . (i) Time of 
death during the study or whether 
animals survived to termination. 


(2) Time of observation of each 
abnormal sign and its subsequent 
course. 

(3) Body weight data. 

(4) Food and water consumption data, 
when collected. 

(5) Results of ophthalmological 
examination, when performed. 

(8) Hematological tests employed and 
all results. 

(7) Clinical biochemistry teats 
employed and all results. 

(8) Necropsy findings. 

(£) Detailed description of all 
histopathologica! findings. 

(10) Statistical treatment of results 
where appropriate. 

(77) Historical control data, if token 
into account. 

(11) In addition, for inhalation studies 
the following should be reported: 

(A) Test Conditions. (7) Description of 
exposure apparatus including design, 
type, dimensions, source of air, system 
for generating particulates and aerosols, 
method of conditioning air. treatment of 
exhaust air and the method of housing 
the animals in a test chamber. 

(2) The equipment for measuring 
temperature, humidity, and particulate 
aerosol concentrations and size should 
be described. 

(B) Exposure data. These should be 
tabulated and presented with mean 
values and a measure oi variability (e.g. 
standard deviation) and should indude: 

(7) Airflow rates through the 
inhalation equipment. 

(2) Temperature and humidity of air. 

(3) Nomina) concentration (total 
amount of test substance fed into the 
inhalation equipment divided by volume 
of air). 

(4) Actual concentration in test 
breathing zone. 

(5) Particle size distribution (e.g* 
median aerodynamic diameter of 
partides with standard deviation from 
the mean). 

(d) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Benitz, K.F. ’’Measurement of 
Chronic Toxicity,” Methods of 
Toxicology. Ed. C£ Paget. (Oxford: 
Blackwell Sdentific Publications, 1970} 
pp. 82-131. 

(2) D’Aguanno, W. “Drug Safety 
Evaluation—Pre-Clinical 
Considerations,” ” Industrial 
Pharmacology: Neuroleptics . VoL I Ed. 

S. Fielding and H. Lai (Mt. Kisco, New 
York: Futura Publishing Co., 1974) pp. 
317-332. 

(3) Department of Health and Welfare. 
The Testing of Chemicals for 
Carcinogenicity. Mutagenicity. 
Teratogenicity. Minister of Health and 


Welfare. (Canada: Department of 
Health and Welfare. 1975). 

(4) Fitzhugh. O.C. “Chronic Oral 
Toxicity.” Appraisal of the Safety of 
Chemicals m Foods. Drugs and 
Cosmetics. The Association of Food and 
Drug Officials of the United States (1959, 
3rd Printing 1975). pp. 30-45. 

(5) Food and Drug Administration 
Advisory Committee on Protocols for 
Safety Evaluation: Panel on 
Carcinogenesis. ” Report on Cancer 
Testing in the Safety of Food Additives 
and Pesticides . ” Toxicology and 
Applied Pharmacology. 20:419-438 
(1971). 

(6) Goldenthal, E.I., and D'Aguanno, 
W. "Evaluation of Drugs,” Appraisal of 
the Safety of Chemicals in Foods , Drugs, 
and Cosmetics. The Association of Food 
and Drug Officials of the United States 
(1959,3rd printing 1975) pp.80-67. 

(7) International Union Against 
Cancer. "Carcinogenicity Testing.* 4 
IUCC Technical Report Series Vol. 2. 

Ed. I. Berenblum. (Geneva: International 
Union Against Cancer. 1969). 

(8) Leong, B.K.J., and Laskin. S. 
“Number and Species of Experimental 
Animals for Inhalation Carcinogenicity 
Studies,” Paper presented at Conference 
on Target Organ Toxicity. September, 
1975, Cincinnati. Ohio. 

(9) National Academy of Sciences. 
"Principles and Procedures for 
Evaluating the Toxicity of Household 
Substances.” A report prepared by the 
Committee for the Revision of NAS 
Publication 1138, under the auspices of 
the Committee on Toxicology. National 
Research Council. National Academy of 
Sciences, Washington. DC (1977). 

(10) National Cancer Institute. Report 
of the Subtask Group on Carcinogen 
Testing to the Interagency Collaborative 
Group on Environmental 
Carcinogenesis . (Bethesda: United 
States National Cancer Institute, 1976). 

(11) National Center for Toxicological 
Report of Chronic Studies Task Force 
Research Committee. *Appendix B. 
(Rockville: National Center for 
Toxicological Research. 1972)). 

(12) Page, NJ\ “Chronic Toxicity and 
Carcinogenicity Guidelines.” foumal 
Environmental Pathology and 
Toxicology. 1:161-182 (1977). 

(13) Page. N.P. "Concepts of a 
Bioassay Program in Environmental 
Carcinogenesis.” Advances in Modern 
Toxicology Volume 3, Ed Kraybill and 
Mehlman. (Washington. D.C: 
Hemisphere Publishing Corp.. 1977) pp. 
87-171. 

(14) Schwartz, E. 1974. ‘Toxicology of 
Neuroleptic Agents.” Industrial 
Pharmacology: Neuroleptics. Ed. S. 
Fielding and H. Lai. (Mt. Kisco, New 
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York: Future Publishing Co, 1974) pp. 
203-221. 

(15) Sontag. J.M., Page. NJ\. and 
Suffiottl, U. Guidelines for Carcinogen 
Dioassay in Small Rodents . NCI-CS- 
TR-1 (Bethesda: United States Cancer 
Institute. Division of Cancer Control and 
Prevention. Carcinogenesis Bioassay 
Program, 1970). 

(10) United States Pharmaceutical 
Manufacturers Association. Guidelines 
for the Assessment of Drug and Medical 
Device Safety in Animals . (1977). 

(17) World Health Organization. 
'Principles for the Testing and 
Evaluation of Drugs for 
Carcinogenicity/’ WHO Technical 
Report Series No. 426 1 (Geneva: World 
Health Organization, 1969), 

(18) World Health Organization. 
“Guidelines for Evaluation of Drugs for 
Use in Man/' WHO Technical Report 
Scries No. 563. (Geneva: World Health 
Organization, 1975). 

(19) World Health Organization. "Part 
1 Environmental Health Criteria 8." 
Principles and Methods for Evaluating 
the Toxicity of Chemicals. (Geneva: 
World Health Organization. 1978). 

(20) World Health Organization. 
"Principle* for Pre-Clinical Testing of 
Drug Safety," WHO Technical Report 
Series No 341. (Geneva: World Health 
Organization, 1966). 

Subpart E—Specific Organ/Tissue 
Toxicity 

§ 798.4 too DermaJ sensitization. 

(a) Purpose. In the assessment and 
evaluation of the toxic characteristics of 
a substance, determination of its 
potential to provoke skin sensitizution 
reactions is important Information 
derived from tests for skin sensitization 
serves to identify the possible hazard to 
a population repeatedly exposed to a 
test substance. WTiile the desirability of 
skin sensitization testing is recognized, 
there are some real differences of 
opinion about the best method to use. 
The test selected should be a reliable 
screening procedure which should not 
fail to identify substances with 
significant allergenic potential, while at 
the same time avoiding false negative 
results. 

(b) Definitions. (1) Skin sensitization 
(allergic contact dermatitis) is an 
tmmunologicaliy mediated cutaneous 
reaction to a substance. In the human, 
the responses may be characterized by 
pruritis, erythema, edema, papules, 
vesicles, bullae or a combination of 
these. In other species the reactions may 
differ and only erythema and edema 
may be seen. 

(2) Induction period is a period of at 
least 1 week following a sensitization 


exposure during which a hy persensitive 
state is developed 

(3) Induction exposure is an 
experimental exposure of a subject to a 
test substance with the intention of 
inducing a hypersensitive state. 

(4) Challenge exposure is an 
experimental exposure of a previously 
treated subject to a test substance 
following an induction period, to 
determine whether the subject will react 
in a hypersensitive manner. 

(c) Principle of the test method. 
Following initial exposure(s) lo a test 
substance, the animals are subsequently 
subjected, after a period of not less than 
1 week, to a challenge exposure with the 
test substance to establish whether a 
hypersensitive state has been induced. 
Sensitization is determined by 
examining the reaction to the challenge 
exposure and comparing this reaction to 
that of the initial induction exposure. 

(d) Test procedures. (1) Any of the 
following seven test methods is 
considered to be acceptable. It is 
realized, however, that the methods 
differ in their probability and degree of 
reaction to sensitizing substances. 

(1) Freund's complete adjuvant test 

(it) Guinea-pig maximization test 

(iii) Split adjuvant technique. 

(iv) Buehler test, 

(v) Open epicutaneous test 

(vi) Mauer optimization test. 

(vii) Footpad technique in guinea pig. 

(2) Removal of hair is by clipping, 
shaving, or possibly by depilation. 
depending on the test method used. 

(3) Animal selection —(i) Species and 
strain. The young adult guinea pig is the 
preferred species. Commonly used 
laboratory strains should be employed. 

If other species are used, the tester 
should provide justification/reasoning 
for their selection. 

(ii) Number and sex. (A) The number 
and sex of animals used will depend on 
the method employed. 

(B) The females should be nulliparous 
and nonpregnant. 

(4) Control animals, (i) Periodic use of 
a positive control substance with an 
acceptable level of reliability for the test 
system selected is recommended; 

(ii) Animals may act as their own 
controls or groups of induced animals 
can be compared to groups which have 
received only a challenge exposure. 

(5) Dose levels. The dose level will 
depend upon the method selected. 

(6) Observation of animals, (i) Skin 
reactions should be graded and 
recorded after the challenge exposures 
at the time specified by the methodology 
selected. This is usually at 24. 48. and 72. 
hours. Additional notations should be 
made as necessary to fully describe 
unusual responses; 


(ii) Regardless of method selected, 
initial and terminal body weights should 
be recorded. 

(7) Procedures. The procedures to be 
used are those described by the 
methodology chosen. 

(e) Data and reporting. (1) Data 
should be summarized in tabular form, 
showing for each individual animal the 
skin reaction, results of the Induction 
exposure(s) and the challenge 
exposurejs) at times indicated by the 
method chosen. As a minimum, the 
ery thema and edema should be graded 
and any unusual finding should be 
recorded. 

(2) Evaluation of the results. The 
evaluation of results will provide 
information on the proportion of each 
group that became sensitized and the 
extent (slight, moderate, severe) of the 
sensitization reaction in each individual 
animal. 

(3) Test report. In addition to the 
reporting requirements as specified 
under 40 CFR Part 792, Subpart J, the 
following specific information should be 
reported: 

(i) A description of the method used 
and the commonly accepted name. 

(ii) Information on the positive control 
study, including positive control used, 
method used, and time conducted. 

(iii) The number and sex of the test 
animals. 

(Iv) Species and strain, 

(v) Individual weights of the animals 
at the start of the test and nt the 
conclusion of the test. 

(vi) A brief description of the grading 
system. 

(vii) Each reading made on each 
individual animal. 

(f) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Buehler, E.V. "Delayed Contact 
Hypersensitivity in the Guinea Pig/* 
Archives Dermatology. 91:171 (1965). 

(2) Draize, J.H. "Dermal Toxicity/' 
Food Drug Cosmetic Law Journal. 
10:722-732 (1955). 

(3) Klecak. G. "Identification of 
Contact Allergens: Predictive Tests in 
Animals," Advances in Modem 
Toxicology: Dermatology and 
Pharmacology. Ed. F.N. Marzulli and 
H.I. Mai bach. (Washington. D.C: 
Hemisphere Publishing Corp n 1977) 
4:305-339). 

(4) Klecak. G- Geleick. H.. Grey. J.R. 

' Screening of Fragrance Materials for 
Allergenicity in the Guinea Pig.-l. 
Comparison of Four Testing Methods." 
Journal of the Society of Cosmetic 
Chemists. 28 53-64 (1977). 
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(5) Magnusson. B.. Kligman, A,M. “The 
Identification of Contact Allergens by 
Animal Assay," The Guinea Pig 
Maximization Test. The Journal of 
Investigative Dermatology . 52:268-276 
(1973). 

(8) Maguire. H.C. "The Bioassay of 
Contact Allergens in the Guinea Pig" 
Journal of the Society of Cosmetic 
Chemists. 24:151-162 (1973). 

(7) Maurer. T„ Thomann, P.. Weirich, 
E.G., Hess. R. "The Optimization Test in 
the Guinea Pig. A Method for the 
Predictive Evaluation of the Contact 
Allergenicity of Chemicals," Agents and 
Actions. (Basel: Birkhauser Verlag, 1975) 
Vol. 5/2. 

(8) Maurer, T., Thomann. P., Weirich, 
E.G.. Hess. R. "The Optimization Test in 
the Guinea Pig; A Method for the 
Predictive Evaluation of the Contact 
Allergenicity of Chemicals," 
International Congress Series Excerpta 
Medico No. 376. (1975) Vol. 203. 

$ 798.4350 Inhalation developmental 
toxicity study. 

(a) Purpose. In the assessment and 
evaluation of the toxic characteristics of 
an inhalable material such as a gas, 
volatile substance, or aerosol/ 
particulate, determination of the 
potential developmental toxicity is 
important. The inhalation 
developmental toxicity study is 
designed to provide information on the 
potential hazard to the unborn which 
may arise from exposure of the mother 
during pregnancy. 

(b) Definitions. (1) Developmental 
toxicity is the property of a chemical 
that causes in utero death, structural or 
functional abnormalities or growth 
retardation during the period of 
development. 

(2) "Aerodynamic diameter" applies 
to the behavioral size of particles of 
aerosols. It is the diameter of a sphere of 
unit density which behaves 
aerodynamically like the particles of the 
test substance. It is used to compare 
particles of different sizes, shapes, and 
densities and to predict where in the 
respiratory tract such particles may be 
deposited. This term is used in contrast 
to "optical." "measured" or "geometric" 
diameters which are representation of 
actual diameters which in themselves 
cannot be related to deposition within 
the respiratory tract. 

(3) "Geometric mean diameter" or 
"median diameter" is the calculated 
aerodynamic diameter which divides the 
particles of an aerosol in half based on 
the weight of the particles. Fifty percent 
of the particles by weight will be larger 
than the median diameter and 50 
percent of the particles will be smaller 
than the median diameter. The median 


diameter and its geometeric standard 
deviation are used to statistically 
describe the particle size distribution of 
any aerosol based on the weight and 
size of the particles. 

(4) "Inhalable diameter" refers to that 
aerodynamic diameter of a particle 
which i9 considered to be inhalable for 
the organism. It is used to refer to 
particles which are capable of being 
inhaled and may be deposited anywhere 
within the respiratory tract from the 
trachea to the deep lung (the alveoli). 

For man. the inhalable diameter is 
considered here as 15 micrometers or 
less. 

(5) Concentration refers to an 
exposure level. Exposure is expressed 
as weight or volume of test substance 
per volume of air (mg/1), or as parts per 
million (ppm). 

(6) No-observed*cffect level is the 
maximum concentration in a test which 
produces no observed adverse effects. A 
no-observed-effect level is expressed in 
terms of weight or volume of test 
substance given daily per unit volume of 
air. 

(c) Principle of the test method. The 
test substance is administered in 
graduated concentrations, for at least 
that part of the pregnancy covering the 
major period of organogenesis, to 
Severn! groups of pregnant experimental 
animals, one exposure level being used 
per group. Shortly before the expected 
date of delivery, the pregnant females 
are sacrificed, the uteri removed, and 
the contents examined for embryonic or 
fetal deaths, and live fetuses. 

(d) Limit test. If a test at an exposure 
of 5 mg/l (actual concentration of 
respirable substances) or, where this is 
not possible due to physical or chemical 
properties of the test substance, the 
maximum attainable concentration, 
produces no observable developmental 
toxicity, then a full study using three 
exposure levels might not be necessary. 

(e) Test procedures — (1) Animal 
selection—! i) Species and strain. 

Testing should be performed in at least 
two mamalian species. Commonly used 
species include the rat. mouse, rabbit, 
and hamster. If other mamalian species 
are used, the tester should provide 
justification/reasoning for their 
selection. Commonly used laboratory 
strains should be employed. The strain 
should not have low fecundity and 
should preferably be characterized for 
its sensitivity to developmental toxins. 

(ii) Age. Young adult animals 
(nulliparous females) should be used. 

(iii) Sex. Pregnant female animals 
should be used at each exposure level. 

(iv) Number of animals. At least 20 
pregnant rats, mice, or hamsters or 12 
pregnant rabbits are recommended at 


each exposure level. The objective is to 
ensure that sufficient pups are produced 
to permit meaningful evaluation of Ihe 
potential developmental toxicity of the 
test substance. 

(2) Control group. A concurrent 
control group should be used. This group 
should be exposed to clean, filtered air 
under conditions identicul to those used 
for the group exposed to the substance 
of interest. In addition, a vehicle- 
exposed group may be necessary when 
the substance under study requires a 
vehicle for delivery. It is recommended 
that during preliminary range finding 
studies, air vs. vehicle exposure be 
compared. If there is no substantial 
difference, air exposure itself would be 
an appropriate control. If vehicle and air 
exposure yield different results, both 
vehicle and air exposed control groups 
are recommended. 

(3) Concentration levels and 
concentration selection, (i) At least 
three concentration levels with a control 
and, where appropriate, a vehicle 
control, should be used. 

(ii) The vehicle should neither be 
developmentally toxic nor have effects 
on reproduction. 

(iii) To select the appropriate 
concentration levels, a pilot or trial 
study may be advisable. Since pregnant 
animals have an increased minute 
ventilation as compared to non-pregnnn! 
animals, it is recommended that the trial 
study be conducted in pregnant animats 
Similarly, since presumably the minute 
ventilation will vary with progression of 
pregnancy, the animals should be 
exposed during the same period of 
gestation as in the main study. In the 
trial study, the concentration producing 
embryonic or fetal lethalities or 
maternal toxicity should be determined 

(iv) Unless limited by the physical/ 
chemical nature or biological properties 
of the substance, the highest 
concentration level should induce some 
overt maternal toxicity such as slight 
weight loss, but not more than 10 
percent maternal deaths. 

(v) The lowest concentration level 
should not produce any grossly 
observable evidence of cither maternal 
or developmental toxicity. 

(vi) Ideally, the intermediate 
concentration level(s) should produce 
minimal observable toxic effects. If 
more than one intermediate 
concentration* is used, the concentration 
levets should be spaced to produce a 
gradation of toxic effects. 

(4) Exposure duration. The duration of 
exposure should be at least six hours 
daily allowing appropriate additional 
lime for chamber equilibrium. 
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(5) Observation period Day 0 in the 
test is the day on which a vaginal plug 
and/or sperm are observed. The 
exposure period should cover the period 
of major organogenesis. This may be 
taken as days 6 to 15 for rat and mouse. 

6 to 14 for hamster, or 8 to 18 for rabbit. 

(0) Inhalation exposure . (i)(A) The 
animals should be tested in inhalation 
equipment designed to sustain a 
dynamic air flow of 12 to 15 air changes 
per hour and ensure an adequate oxygen 
content of 19 percent and an evenly 
distributed exposure atmosphere. Whore 
a chamber is used, its design should 
minimize crowding of the test animals 
and maximize their exposure to the test 
substance. This is best accomplished by 
individual caging. As a general rule, to 
ensure stability of a chamber 
atmosphere, the total “volume" of the 
test animals should not exceed 5 percent 
of the volume of the test chamber. 

(0) Pregnant animals should be 
subjected to the minimum amount of 
stress. Since whole-body exposure 
appears to be the least stressful mode of 
exposure it is the method preferred. In 
general oro-nasal or head-only 
exposure, which is sometimes used to 
ovoid concurrent exposure by the 
dermal or oral routes, is not 
recommended because of the associated 
stress accompanying the restraining of 
the animals. However, there may be 
specific instances where it may be more 
appropriate than whole-body exposure. 
The tester should provide justification/ 
reasoning for its selection. 

(ii) A dynamic inhalation system with 
a suitable analytical concentration 
control system should be used. The rate 
of air flow should be adjusted to ensure 
that conditions throughout the 
equipment exposure chamber are 
essentially the same. Maintenance of 
slight negative pressure inside the 
chamber will prevent leakage of the test 
substance into the surrounding areas. 

(iii) The temperature at which the test 
is performed should be maintained at 22 
*C (±2*) for rodents or 20 *C (±3*) for 
rabbit9. Ideally, the relative humidity 
should be maintained between 40 to 60 
percent, but in certain instances (e.g., 
tests of aerosols, use of water vehicle) 
this may not be practicable. 

(7) Physical measurements. 
Measurements or monitoring should be 
made of the following: 

(i) The rate of airflow should be 
monitored continuously but should be 
recorded at least every 30 minutes. 

(ii) The actual concentrations of the 
test substance should be measured in 
the breathing zone. During the exposure 
period the actual concentrations of the 
test substance should be held as 
constant as practicable, monitored 


continuously and measured at least at 
the beginning, at an intermediate time 
and at the end of the exposure period. 

(iil) During the development of the 
generating system, particle size analysis 
should be performed to establish the 
stability of aerosol concentrations. 
During exposure, analysis should be 
conducted as often as necessary to 
determine the consistency of particle 
size distribution. 

(iv) Temperature and humidity should 
be monitored continuously but should 
be recorded at least every 30 minutes. 

(8) Food and water during exposure 
period\ Food should be withheld during 
exposure. Water may or may not be 
withheld. If it is not withheld it should 
not come in direct contact with the test 
atmospheres. 

(9) Observation of animals, (i) A gross 
examination should be made at least 
once each day. 

(ii) Additional observations should be 
made daily with appropriate actions . 
taken to minimize loss of animals to the 
study (c.g., necropsy or refrigeration of 
animals found dead 8nd isolation or 
sacrifice of weak or moribund animals). 

(iii) Signs of toxicity should be 
recorded as they are observed, including 
the time of onset the degree and 
duration. 

(iv) During the treatment and 
observation periods, cage-side 
observations should include, but not be 
limited to: changes in skin and fur. eye 
and mucous membranes, as well as 
respiratory, autonomic and central 
nervous systems, somatomotor activity 
and behavioral pattern. Particular 
attention should be directed to 
observation of tremors, convulsions, 
salivation, diarrhea, lethargy, sleep, and 
coma. 

(v) Measurements should be made 
weekly of food consumption for all 
animals in the study. 

(vi) Animals should be weighed at 
least weekly. 

(vii) Females showing signs of 
abortion or premature delivery should 
be sacrificed and subjected to a 
thorough macroscopic examination. 

(10) Gross necropsy . (i) At the time of 
sacrifice or death during the study, the 
dam should be examined 
macroscopically for any structural 
abnormalities or pathological changes 
which may have influenced the 
pregnancy. 

(11) Immediately after sacrifice or 
death, the uterus should be removed, 
weighed, and the contents examined for 
embryonic or fetal deaths and the 
number of viable fetuses. The degree of 
resorption should be described in order 
to help estimate the relative time of 
death. 


(iii) The number of corpora lutea 
should be determined for all species 
except mice. 

(iv) The sex of the fetuses should be 
determined and they should be weighed 
individually, the weights recorded, and 
the mean fetal weight derived. 

(v) Following removal, each fetus 
should be examined externally. 

(vi) For rots, mice and hamsters, one- 
third to one-half of each litter should be 
prepared and examined fur skeletal 
anomalies, and the remaining part of 
each litter should be prepared and 
examined for soft tissue anomalies using 
appropriate methods. 

(vii) For rabbits, each fetus should be 
examined by careful dissection for 
visceral anomalies and then examined 
for skeletal anomalies. 

(f) Data and reporting — (1) Treatment 
of results. Data should be summarized 
in tabular form, showing for each test 
group: the number of animals at the start 
of the test, the number of pregnant 
animals, the number and percentages of 
live fetuses and the number of fetuses 
with any soft tissue or skeletal 
abnormalities. 

(2) Evaluation of results. The findings 
of a developmental toxicity study should 
be evaluated in terms of the observed 
effects and the exposure levels 
producing effects. It is necessary to 
consider the historical developmental 
toxicity data on the species/strain 
tested. A properly conducted 
developmental toxicity study should 
provide a satisfactory estimation of a 
no-effect level. 

(3) Test report in addition to the 
reporting requirements as specified 
under 40 CFR Part 792. Subpart the 
following specific information should be 
reported: 

(i) Test conditions. (A) Description of 
exposure apparatus including design, 
type, dimensions, source of air. system 
for generating particulates and aerosols, 
methods of conditioning air, and the 
method of housing the animals in a test 
chamber when this apparatus is used. 

(B) The equipment for measuring 
temperature, humidity, and particulate 
aerosol concentrations and size shall be 
described. 

(ii) Exposure data These shall be 
tabulated and presented with mean 
values and a measure or variability (e.g.. 
standard deviation) and should include: 

(A) Airflow rates through the 
inhalation equipment. 

(B) Temperature of air, 

(C) Nominal concentration—total 
amount of test substance fed into the 
inhalation equipment divided by volume 
of air (no standard deviation). 
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(D) Measured total concentrations 
(particulate and/or gaseous phases) in 
test breathing zone. 

(E) Particle size distribution (e.g., 
median aerodynamic diameter of 
particles with geometric standard 
deviation) including estimates of the 
percents of inhalable and non-inhalable 
portions for the test animals. 

(Hi) Animal data. (A) Toxic response 
data by concentration. 

(B) Species and strain. 

(C) Time of death during the study or 
whether animals survived to 
termination. 

(D) Time of onset and duration of 
each abnormal sign and its subsequent 
course. 

(E) Food, body weight and uterine 
weight data. 

(F) Pregnancy and litter data. 

(G) Fetal data (Uve/dead. sex. soft 
tissue and sketetal defects, resorptions). 

(g) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Department of Health and Welfare. 
The Testing of Chemicols for 
Carcinogenicity . Mutagenicity and 
Teratogenicity . Minister of Health and 
Welfare (Canada: Department of Health 
and Welfare, 1975). 

(2) National Academy of Sciences. 
“Principles and Procedures for 
Evaluating the Toxicity of Household 
Substances.*’ A report prepared by the 
Committee for the*Revision of NAS 
Publication 1138, under the auspices of 
the Committee on Toxicology, National 
Research Council. National Academy of 
Sciences, Washington. DC (1977). 

(3) World Health Organization. 
Principles for the Testing of Drugs for 
Teratogenicity , WHO Technical Report 
Series No. 364. (Geneva: World Health 
Organization. 1967). 

§ 796.4420 Preliminary developmental 
toxicity screen. 

(a) Purpose . The in vivo 
developmental toxicity assay i9 
designed to assess the potential of 
agents to induce toxic effects in the 
conceptus after administration to the 
mother during pregnancy. This test 
should be used only to prioritize 
environmental agents for testing by 
more rigorous standard protocols. 

(b) Definitions. Development toxicity 
is the capability of an agent to induce in 
utcro death, structural or functional 
abnormalities, or growth retardation 
after contact with the pregnant animal. 

(c) Principle of the test method. The 
test substance is administered to 
pregnant animals during a significant 
portion of the major period of 
organogenesis. A single dose level Is 


administered. This dose level should be 
high enough to elicit significant maternal 
toxicity. The dams sre allowed to give 
birth and the neonates ore counted and 
weighed on days 1 and 3 postpartum 
(day 1 is the day after birth). The 
underlying hypothesis for this assay is 
that most prenatal insults will manifest 
themselves as reduced viability and/or 
growth during the postnatal period. 

(d) Test procedures —(1) Animal 
selection—-fi) Species and strain . 

Testing must be performed in a 
mammalian species and strain which 
will allow humon handling of newborn 
pups without cannibalization or 
abandonment. The preferred species 
would be either rat or mouse, and of 
necessity, a strain that does not exhibit 
the behavior referred to above. The 
strain should be commonly used and 
should not have low fecundity. 

(ii) Age. Young adult animals 
(nulliparous females) should be used. 

(iii) Sex. Pregnant female animals 
should be used. 

(iv) Number of animals. At least 30 
pregnant animals should be used for 
each compound. The objective is to 
ensure that sufficient litters are 
produced to permit meaningful 
evaluation of the potential 
developmental toxicity of the test 
substance. 

(2) Control group. A concurrent 
control group should be used. This group 
should be an untreated or sham treated 
control group, or, if a vehicle is used in 
administering the test substance, a 
vehicle control group. Except for 
treatment with the test substance, 
animals in the control group(s) should 
be handled in an identical manner to 
test group animals. 

(3) Dose levels and dose selection, (i) 
A single dose level with a concurrent 
control and, when appropriate, a vehicle 
control, should be used. 

(ii) The vehicle should be neither 
developmentally toxic nor have effects 
on reproduction. 

(iii) To select the appropriate dose 
levels, a pilot or trial study may be 
advisable. It is not always necessary to 
carry out a trial study in pregnant 
animals. Comparison of the results from 
a trial study in non-pregnant, and the 
main study in pregnant animals will 
demonstrate whether or not the test 
substance is more toxic in pregnant 
animals. 

(iv) Unless limited by the physical/ 
chemical nature or biological properties 
of the substance, the dose level used 
should be: 

(A) high enough to cause overt 
maternal toxicity as evidenced by 
significant death, weight loss or 
neurotoxic manifestations, or 


(B) 10 gm/kg, if lower dose levels fai r 
to induce maternal toxicity. 

(4) Observation period. Day 0 in the 
test is the day in which a vaginal plug 
and/or sperm are observed. The dose 
period should encompass a significant 
portion of the period of major 
organogenesis. This may be taken as 
days 7-11 for rat and mouse. When 
there is evidence of rapid clearance it 
may be advisable to extend the dosing 
period for 2 days to cover the critical 
period of palatal closure. 

(5) Administration of test substance. 
The te9t substance or vehicle is usually 
administered orally, by intubation 
unless the chemical or physical 
characteristics of the test substance nr 
pattern of human exposure suggest a 
more appropriate route of 
administration. The test substance 
should be administered at the same time 
each day. 

(6) Exposure conditions . The female 
tost animals are treated with the test 
substance daily throughout the 
appropriate treatment period. When 
given by gavage, the dose may be based 
on the weight of the females at the start 
of substance administration, or. 
alternatively, in view of the rapid weight 
gain which takes place during 
pregnancy, the animals may be weighed 
periodically and the dosage based on 
the most recent weight determination. 

(7) Observation of pregnant animals 

(i) A gross examination of the dams 
should be made at least once prior to 
parturition. 

(ii) Pregnant animals should be 
weighed the day prior to the beginning 
of treatment, and that day on which 
treatment ends. 

(iii) During the treatment and 
observation periods, cage-side 
observations should include, but not be 
limited to: change in skin and fur, eye 
and mucous membranes, as well as 
respiratory, autonomic and central 
nervous systems, somatomotor activity 
and behavioral pattern. 

(iv) Signs of toxicity should be 
recorded as they are observed, including 
the time of onset, the degree and 
duration. 

(v) During the dosing period females 
that die or are sacrificed because they 
are moribund should be examined for 
signs of pregnancy and details of the 
conditions of the uterus and/or its 
contents recorded. Animals that have 
not delivered two days after expected 
date of parturition should be sacrificed 
and similar examinations made. 

(8) Observation of dams after birth. 
Dams should be observed for signs of 
overt toxicity during the postpartum 
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period at the same time neonatal 
examinations are being made. 

(9) Neonatal examinations, (>) Dams 
are allowed to give birth and the litters 
are examined for gross anomalies and 
presence of milk, counted, and weighed 
on postpartum days 1 and 3. 

(ii) Dead pups should be necropsied 
and abnormalities noted. 

(ill) For those compounds that induce 
only neonatal growth reduction it may 
be advisable to normalize litter size on 
postpartum day 3 (to approximately four 
females and four males) and leave them 
with the dam through weaning. This 
procedure will determine if the growth 
reduction is transient or if it represents a 
permanent functional alteration. 

(e) Data and reporting — (1) Treatment 
of results. Data should be summarized 
in tabular form, showing for each test 
group: the number of animals at the start 
of the test, the number of pregnant 
animals, the maternal weight during the 
treatment period, the average number of 
live neonates on days 1 and 3. the 
average neonatal weight on days 1 and 
3. and the average weight gained during 
that period. 

(2) Evaluation of results . The findings 
of this bioassay should be evaluated in 
terms of the types of effects noted. All 
data analyses should compare treatment 
groups and their concurrent controls. 
Statistical treatment of the results 
shoutd involve analysis of variance, and 
the number of live pups on days 1 and 3 
should be used as a covariate in the 
analyses of postnatal body weight so as 
to correct for differences in pup weights 
due to litter size. The number of animals 
going to term must be sufficiently large 
to allow for a reasonable detection of 
compound-induced deficiencies. 
Conditions which significantly reduce 
the number of dams going to term (e.g. 
lack of pregnancy or compound-induced 
maternal death) should lead to a repeat 
of the study. 

(3) Test report. In addition to the 
reporting requirements as specified 
under 40 CFR Part 792, Subpart J the 
following specific information should be 
reported: 

(i) Toxic response data. 

(ii) Species and strain. 

(iii) Time of maternal death during the 
study or whether animals survived to 
termination. 

(iv) Time of onset and duration of 
each abnormal sign and its subsequent 
course. 

(v) Pregnancy data. 

(vi) Utter data including number live 
und dead: and average litter weight on 
days 1 and 3 postpartum. 

(vii) Necropsy data on dead pups. 

(0 References . For additional 

background information on this test 


guideline the following references 
should be consulted. 

(1) Chemoff. N. and Kavlock. R. “An 
in vivo teratology screen utilizing 
pregnant mice.“ Journal of Toxicology 
and Environmental Health 10: 541-550 
(1982). 

(2) Doe, f. E.. Samuels. D. M., Tlnston. 
D. ]. and De Silva Wickramaratne. G. A. 
“Comparative aspects of the 
reproductive toxicology by inhalation in 
rats of ethylene glycol monomethyl ether 
and propylene glycol monomethyl 
ether," Toxicology and Applied 
Pharmacology. 69(1): 43-47 (1983). 

§ 798.4470 Primary dermal Irritation. 

(a) Purpose. In the assessment and 
evaluationjof the toxic characteristics of 
a substance, determination of the 
irritant and/or corrosive effects on skin 
of mammals is an important initial step. 
Information derived from this test serves 
to indicate the existence of possible 
hazards likely to arise from exposure of 
the skin to the test substance. 

(b) Definitions. (1) Dermal irritation is 
the production of reversible 
inflammatory changes in the skin 
following the application of a test 
substance. 

(2) Dermal corrosion is the production 
of irreversible tissue damage in the skin 
following the application of the test 
substance. 

(c) Principlepf the test methods. (1) 
The substance to be tested is applied in 
a single dose to the skin of several 
experimental animals, each animal 
serving as its own control. The degree of 
irritation is read and scored at specified 
intervals and is further described to 
provide a complete evaluation of the 
effects. The duration of the study should 
be sufficient to permit a full evaluation 
of the reversibility or irreversibility of 
the effects observed but need not 
exceed 14 days. 

(2) When testing solids (which may be 
pulverized if considered necessary), the 
test substance should be moistened 
sufficiently with water or, where 
necessary, a suitable vehicle, to ensure 
good contact with the skin. When 
vehicles are used, the influence of the 
vehicle on irritation of skin by the test 
substance should be taken into account 
Liquid test substances are generally 
used undiluted. 

(3) Strongly acidic or alkaline 
substances, for example with a 
demonstrated pH of 2 or less, or 11.5 or 
greater, need not be tested for primary 
dermal irritation, owing to their 
predictable corrosive properties. 

(4) The testing of materials which 
have been shown to be highly toxic by 
the dermal route is unnecessary. 


(d) Test procedures — (1) Animal 
selection —(i) Species and strain. The 
albino rabbit is recommended as the 
preferred species. If another mammalian 
species is used, the tester should 
provide justification/reasoning for its 
selection. 

(ii) Number of animals . At least 8 
healthy adult animals should be used 
unless, justification/reasoning for using 
fewer animals is provided. 

(2) Control animals. Separate animals 
are not recommended for an untreated 
control group. Adjacent areas of 
untreated skin of each animal may serve 
as a control for the test. 

(3) Dose level. A dose of 0.5 ml of 
liquid or 500 mg of solid or semi-solid is 
applied to the test site. 

(4) Preparation of animals' skins. 
Approximately 24 hours before the test, 
fur should be removed from the test area 
by clipping or shaving from the dorsal 
area of the trunk of the animals. Care 
should be taken to avoid abrading the 
skin. Only animals with healthy intact 
skin should be used. 

(5) Application of the test substance. 

(i) The recommended exposure duration 
is 4-hours. Longer exposure may be 
indicated under certain conditions (e.g. 
expected pattern of human use and 
exposure). At the end of the exposure 
period, residual test substance should 
generally be removed, where 
practicable, using water or an 
appropriate solvent, without altering the 
existing response or the integrity of the 
epidermis. 

(ii) The test substance should be 
applied to a small area (approximately 6 
cm 1 ) of skin and covered with a gauze 
patch, which is held in place with non¬ 
irritating tape. In the case of liquids or 
some pastes, it may be necessary to 
apply the test substance to the gauze 
patch and then apply that to the skin. 
The patch should be loosely held in 
contact with the 9kin by means of a 
suitable semiocclusive dressing for the 
duration of the exposure period. 
However, the use of an occlusive 
dressing may be consided appropriate in 
some cases. Access by the animal to the 
patch and resultant ingestion/inhalation 
of the test substance should be 
prevented. 

(6) Observ ation period. The duration 
of the observation period should be at 
least 72 hours, but should not be rigidly 
fixed. It should be sufficient to fully 
evaluate the reversibility or 
irreversiblity of the effects observ ed. It 
need not exceed 14 days after 
application. 

(7) Clinical examination and scoring. 
(i) After removal of the patch, animals 
should be examined for signs of 
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erythema and edema and the responses 
scored within 30430 minutes, and then at 
24. 48 and 72 hours after patch removal. 

(ii) Dermal irritation should be scored 
and recorded according to the grades in 
the following Table 1. Further 
observations may be needed, as 
necessary, to establish reversibility. In 
addition to the observation of irritatioa 
any lesions and other toxic effects 
should be fully described. 

Table 1—Evaluation or Skin Reaction 



(e) Data and reporting — (1) Data 
summary . Data should be summarized 
in tabular form, showing for each 
individual animal the irritation scores 
for erythema and edema at 30 to 60 
minutes. 24,48 and 72 hours after patch 
removal, any lesions, a description of 
the degree and nature of irritatioa 
corrosion or reversibility, and any other 
toxic effects observed. 

|2) Evaluation of results. The dermal 
irritation scores should be evaluated in 
confunction with (he nature and 
reversibility or otherwise of the 
responses observed. The individual 
scores do not represent an absolute 
standard for the irritant properties of a 
material. They should be viewed as 
reference values which are only 
meaningful when supported by a full 
description and evaluation of the 
observations. The use of an occlusive 
dressing is a severe test and the results 
are relevant to very few likely human 
exposure conditions. 

(3) Test report In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subparl J, the 
following specific information should be 
reported: 

(i) Physical nature and where 
appropriate, concentration, and pH 
value for the test substance. 

(ii) Species and strain. 

(iii) Tabulation of irritation response 
data for each individual animal for each 
observation time period (e.g. 30 to GO 


minutes. 24. 48. and 72 hours after patch 
removal). 

(iv) Description of any lesions 
observed. 

(v) Narrative description of the degree 
and nature of Irritation observed. 

(vi) Description of any toxic effects 
other than dermal irritation. 

(f) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Draize. J.H. "Dermal Toxicity/ 4 
Appraisal of the Safety of Chemicals in 
Foods , Drugs and Cosmetics. 
Association of Food and Drug Officials 
of the United States (1959, 3rd printing 
1975) pp. 48-59. 

(2) Draize. J.H. Woodward G- 

Cal very, H.O. ’’Methods for the Study of 
Irritation and Toxicity of Substances 
Applied Topically to the Skin and 
Mucous Membranes” Journal of 
Pharmacology and Experimental 
Therapeutics . 83:377-390 (1944). 

(3) Marzulli, F.N.. Maibach. HJ. 

Derma to toxicology and 

Pharmacology,” Advances in Modem 
Toxicology. Vol. 4. (New York: 
Hemisphere Publishing Corp. f 1977). 

(4) National Academy of Sciences. 
"Principles and Procedures for 
Evaluating the Toxicity of Household 
Substances,” A report prepared by the 
Committee for the Revision of NAS 
Publication 1138, Under the auspices of 
the Committee on Toxicology, National 
Research Council, National Academy of 
Sciences, Washington, DC, (1978). 

(5) World Health Organization. "Part 
l. Environmental Health Criteria 8," 
Principles and Methods for Evaluating 
the Toxicity of Chemicals. (Geneva: 
World Health Organization, 1978). 

f 798.4500 Primary eye irritation. 

(a) Purpose. In the assessment and 
evaluation of the toxic characteristics of 
a substance, determination of the 
irritant and/or corrosive effects on eyes 
of mammals is an important initial step. 
Information derived from this test serves 
to indicate the existence of possible 
hazards likely to arise from exposure of 
the eyes and associated mucous 
membranes to the test substance. 

(b) Definitions —(1) Eye irritation. The 
production of reversible changes in the 
eye following the application of a test 
substance to the anterior surface of the 
eye. 

(2) Eye corrosion. The production of 
irreversible tissue damage in the eye 
following application of a test substance 
to the anterior surface of the eye. 

(c) Principle of the test method. (1) 

The substance to be tested is applied in 


a single dose to one of the eyes in each 
of several experimental animals: the 
untreated eye is used to provide control 
information. The degree of irritation/ 
corrosion is evaluated and scored at 
specified intervals and is fully described 
to provide a complete evaluation of the 
effects. The duration of the study should 
be sufficient to permit a full evaluation 
of the reversibility or Irreversibility of 
the effects observed but need not 
exceed 21 days. 

(2) Strongly acidic or alkaline 
substances, for example, with a 
demonstrated pH of 2 or less, or 11.5 or 
greater, need not be tested owing to 
their predictable corrosive properties. 

(3) Materials which have 
demonstrated definite corrosion or 
severe irritation in a dermal study need 
not be further tested for eye irritation. It 
may be presumed that such substances 
will produce similarly severe effects in 
the eyes. 

(d) Test procedures—(\) Animal 
selection—(i) Species and strain. A 
variety of experimental animals have 
been used, but it is recommended that 
testing should be performed using 
healthy adult albino rabbits. Commonly 
used laboratory strains should be used 
If another mammalian species is used, 
the tester should provide justification/ 
reasoning for its selection. 

(ii) Number of animals. At least six 
animals should be used, unless 
justificatioo/reasoning for using fewer 
animals is provided 

(2) Dose level. For testing liquids, a 
dose of 0.1 ml is recommended In 
testing solids, pastes, and particulate 
substances, the amount used should 
have a volume of 0.1 ml. or a weight of 
not more than 100 mg (the weight must 
always be recorded). If the test material 
is solid or granular, it should be ground 
to a fine dust. The volume of 
particulates should be measured after 
gently compacting them (e.g. by tapping 
the measuring container). To test a 
substance contained in a pressurized 
aerosol container, the eye should be 
held open and the test substance 
administered in a single burst of about 
one second from a distance of 10 cm 
directly in front of the eye. The dose 
may be estimated by weighing the 
container before and after use. Care 
should be taken not to damage the eye. 
Pump sprays should not be used but 
instead the liquid should be expelled 
and 0.1 ml collected and instilled into 
the eye as described for liquids. 

(3) Examination of eyes prior to test 
Both eyes of each experimental animat 
provisionally selected for testing should 
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be examined within 24 hours before 
testing starts by the same procedure to 
be used during the test examination. 
Animals showing eye irritation, ocular 
defects or preexisting corneal injury 
should not be used. 

(4) Application of the test substance. 

(i) The test substance should be placed 
in the conjunctival sac of one eye of 
each animal after gently pulling the 
lower lid away from the eyeball. The 
lids are then gently held together for 
about one second in order to limit loss 
of the material. The other eye, which 
remains untreated, serves as a control. If 
it is thought that the substance may 
cause extreme pain, local anesthetic 
may be used prior to instillation of the 
test substance. The type and 
concentration of the local anesthetic 
should be carefully selected to ensure 
that no significant differences in 
reaction to the test substance will result 
from its use. The control eye should be 
similarly anesthetized. 

(ii) The eyes of the test animals 
should not be washed out for 24 hours 
following instillation of the test 
substance. At 24 hours, a washout may 
be used if considered appropriate. 

(5) Observation period. The duration 
of the observ ation period is at least 72 
hours, but should not be fixed rigidly. It 
should be sufficient to evaluate fully the 
reversibility or irreversibility of the 
effects observed. It normally need not 
exceed 21 days after instillation. 

(6) Clinical examination and scoring. 
(I) The eyes should be examined at 1. 24. 
48, and 72 hours. If there is no evidence 
of irritation at 72 hours, the study may 
be ended. Extended observation may be 
necessary if there is persistent corneal 
involvement or other ocular irritation in 
order to determine the progress of the 
lesions and their reversibility or 
irreversibility, in addition to the 
observations of the cornea, iris and 
conjunctivae. any other lesions which 
arc noted should be recorded and 
reported. The grades of ocular reaction 
using the following Table I should be 
recorded at each examination. 

Table /—Grades for Ocular Lesions 
Cornea 

Opacity: degree of density (area 
most dense taken for reading). No 

ulceration or opacity—*__ 

Scattered or diffuso areas of opacity 
(other than slight dulling of 
normal luster), details of iris 

dearly visible..-™ __ 

Easily discernible translucent area, 
details of iris slightly obscured........ 

Nacrous area, no details or iris visi¬ 
ble, size of pupil barely discerni¬ 
ble _ _ _ 

Opaque cornea, iris not discernible 
through the opacity. 


Table 1—Grades for Ocular Lesions — 
Continued 

iris 

.. 0 

Markedly deepened rugae, conges¬ 
tion. swelling moderate circum- 
corneal hyperemia, or injection, 
any of these or combination of 
any thereof, iris still reacting to 
light (sluggish reaction is positive).. 

No reaction to light, hemorrhage, 
gross destruction (any or all of 
these).. 

Conjunctivae 

Redness (refers to palpebral and 
bulbar conjunctivae. cornea and 
iris). 

Blood vessels normal... 

Some blood vessels definitely hy¬ 
per remic (injected) 

Diffuse, crimson color, individual 
vessels not easily discernible 
Diffuse beefy red chemosis: lids 
and/or nictitating membranes 

No swelling.. 

Any swelling above normal (in¬ 
cludes nictitating membranes) 

Obvious swelling with partial ever¬ 
sion Of lidS 

Swelling with lids about half closed.^ 
Swelling with lids more than half 

* Indicate* poetltv* 

(ii) Examination of reactions can be 
facilitated by use of a binocular loupe, 
hand slit-lamp, biomicroscope. or other 
suitable device. After recording the 
observ ations at 24 hours, the eyes of any 
or all rabbits may be further examined 
with the aid of fluorescein. 

(iii) The grading of ocular responses is 
subject to various interpretations. To 
promote harmonization and to assist 
testing laboratories and those involved 
in making and interpreting the 
observations, on illustrated guide in 
grading eye irritation should be used. 
(Such an illustrated guide is in use in the 
United States and can be obtained from 
the Consumer Product Safety 
Commission. Washington. D C. 20207.) 

(e) Data and reporting.— {\) Data 
summary. Data should be summarized 
in tabular form, showing for each 
individual animal the irritation scores at 
the designated observation time; a 
description of the degree and nature of 
irritation; the presence of serious lesions 
and any effects other than ocular which 
were observed. 

(2) Evaluation of the results. The 
ocular irritation scores should be 
11 evaluated in conjunction with the nature 
and reversibility or otherwise of the 
»2 responses observed. The individual 
scores do not represent an absolute 
standard for the irritant properties of a 
1 3 material. They should be viewed as 
reference values and are only 
1 4 meaningful when supported by a full 


description and evaluation of the 
observations. 

(3) Test report . In addition to the 
reporting requirements os specified 
under 40 CFR Part 792. Subpart J the 
following specific information should be 
reported: 

(1) Physical nature and. where 
appropriate, concentration and pH value 
11 for the test substance. 

(ii) Species and strain. 

» 2 (iii) Tabulation of irritant/corrosive 
response data for each individual 
animal at each observation time point 
(e.g., 1, 24, 48. and 72 hours). 

(iv) Description of any lesions 
Q observed. 

(v) Narrative description of the degree 
1 and nature of irritation or corrosion 

observed, 

1 2 (vi) Description of the method used to 

, 3 score the irritation at t. 24, 48. and 72 

0 hours (e g., hand slit-lamp. 

biomicroscope, fluorescein). 

1 (vii) Description of any non-ocular 

. ^ effects noted. 

» 2 

i 3 (f) References . For additional 

background information on this tost 
1 4 guideline the following references 
should be consulted: 

(1) Buehler, EV.. Newmann, E.A. “A 
Comparison of Eye Irritation in Monkeys 
and Rabbits,*’ Toxicology and Applied 
Pharmacology. 6:701-710 (1964). 

(2) Draize, J.H. “Dermal Toxicity,*' 
Appraisal of the Safety of Chemicals in 
Foods , Drugs and Cosmetics . The 
Association of Food and Drug Officials 
of the United States (1959, 3rd printing 
1975). pp. 49-52. 

(3) Draize. J.H.. Woodward. G.. 
Calvery, H.O. “Methods for the Study of 
Irritation and Toxicity of Substances 
Applied Topically to the Skin and 
Mucous Membranes.*’ /ournal of 
Pharmacology and Experimental 
Therapeutics . 83:377-390 (1944). 

(4) Loomis, T.A. Essentials of 
Toxicology. Second. (Philadelphia: Lea 
and Febicer. 1974). pp. 207-213. 

(5) National Academy of Sciences. 
“Principles and Procedures for 
Evaluating the Toxicity of Household 
Substances.” A report propared by the 
Committee for the revision of NAS 
Publication 1138, under the auspices of 
the Committee on Toxicology. National 
Research Council, National Academy of 
Sciences, Washington, DC (1977). 

(6) World Health Organization. “Part 
1. Environmental Health Criteria 6,” 
Principles and Methods for Evaluating 
the Toxicity of Chemicals . (Geneva: 
World Health Organization. 1978). 
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} 798.4700 Reproduction and fertility 
effect#. 

(a) Purpose. This guideline for two- 
generation reproduction testing is 
designed to provide general information 
concerning the effects of a test 
substance on gonadal function, 
conception, parturition, and the growth 
and development of the offspring. The 
study may also provide information 
about the effects of the test substance 
on neonatal morbidity, mortality, and 
preliminary data on teratogenesis and 
serve as a guide for subsequent tests. 

(b) Principle of the test method. The 
test substance is administered to 
parental (P) animals prior to their 
mating, during the resultant pregnancies, 
and through the weaning of their F% 
offspring. The substance is then 
administered to selected F ( offspring 
during their growth into adulthood, 
mating, and production of an F* 
generation, up until the Fy generation is 
weaned. 

(c) Test procedures— {1) Animal 
selection-^) Species and strain. The 
rat is the preferred species. If another 
mammalian species is used, the tester 
should provide justification/reasoning 
for its selection. Strains with low 
fecundity should not be used. 

(ii) Age. Parental (P) animals should 
be about 5 to 8 weeks old at the start of 
dosing. 

(iii) Sex. (A) For an adequate 
assessment of fertility, both mates and 
females should be studied. 

(D) The females should be nulliparous 
and non-pregnant. 

(iv) Number of animals. Each test and 
control group should contain at least 20 
males and a sufficient number of 
females to yield at least 20 pregnant 
females at or near term. 

(2) Control groups, (i) A concurrent 
control group should be used. This group 
should be an untreated or sham treated 
control group or if a vehicle is used in 
administering the test substance, a 
vehicle control group. 

(ii) if a vehicle is used in 
administering the test substance, the 
control group should receive the vehicle 
in the highest volume used. 

(iii) If a vehicle or other additive is 
used to facilitate dosing, it should not 
interfere with absorption of the test 
substance or produce toxic effects. 

(3) Dose levels and dose selection, (i) 
At least three dose levels and a 
concurrent control should be used. 

(ii) The highest dose level should 
induce toxicity but not high levels of 
mortality in the parental (P) animals. 

(iii) The lowest dose level should not 
produce any grossly observable 
evidence of toxicity. 


(iv) Ideally the intermediate dose 
level(s) should produce minimal 
observable toxic effects. If more than 
one intermediate dose is used, dose 
levels should be spaced to produce a 
gradation of toxic effects. 

(4) Exposure conditions. The animals 
should be dosed with the test substance, 
ideally, on a 7 days per week basis. 

(i) Dosing, mating, delivery, and 
sacrifice schedule. 

(A) Daily dosing of the parental (P) 
males and females should begin when 
they are 5 to 8 weeks old. For both 
sexes, dosing should be continued for at 
least 10 weeks before the mating period. 

(B) Dosing of P males should continue 
through the 3 week mating period. At the 
end of the mating period, P males may 
be sacrificed and examined, or may be 
retained for possible production of a 
second litter. If these animals are 
retained for a second litter, dosing 
should be continued. Dosing of the F ( 
males saved for mating should continue 
from the time they are weaned through 
the period they are mated with the F% 
females (11 weeks). Fi males may be 
sacrificed after the Fi mating period. 

(C) Daily dosing of the P females 
should continue through the three week 
mating period, pregnancy, and to the 
weaning of the Fi offspring. Dosing of 
the Ft females saved for mating should 
continue from the time they are weaned, 
through the period they are mated with 
the Ft males (11 weeks from the time of 
weaning) pregnancy, and to the weaning 
of the Fy offspring. 

(ii) All animals are sacrificed as 
scheduled. 

(A) All P males should be sacrificed at 
the end of the 3 week mating period, or 
may be retained for possible production 
of a second litter. If these animals are 
retained for a second litter, dosing 
should be continued. 

(B) Fi males selected for mating 
should be sacrificed at the end of the 
three week period of the Fi matins. 

(C) Fi males and females not selected 
for mating should be sacrified when 
weaned. 

(D) The P females should be sacrificed 
upon weaning of their Ft offspring. 

(E) F» dams and their Fy offspring are 
sacrificed when the offspring are 
weaned. 

(5) Administration of the test 
substance —(i) Oral studies. (A) It is 
recommended that the test substance be 
administered in the diet or drinking 
water 

(B) If administered by gavage or 
capsule, the dosage administered to 
each animal prior to mating should be 
based on the individual animal’s body 
weight and adjusted weekly. During 
pregnancy the dosage should be based 


on the body weight at day 0 and 6 of 
pregnancy. 

(ii) If another route of administration 
is used, the tester should provide 
justification and reasoning for its 
selection. 

(8) Mating procedure —(i) Parental. 

(A) For each mating, each female should 
be placed with a single male from the 
same dose level until pregnancy occurs 
or 1 week has elapsed. If mating hos not 
ocurred after 1 week, the female should 
be placed with a different male. Paired 
matings should be dearly identified. 

(B) Those pairs that fail to mate 
should be evaluated to determine the 
cause of the apparent infertility. This 
may involve such procedures as 
additional opportunities to mate with 
proven fertile males or females, 
histological examination of the 
reproductive organs, and examination of 
the estrus or spermatogenic cycles. 

(C) Each day, the females should be 
examined for presence of sperm or 
vaginal plugs. Day 0 of pregnancy is 
defined as the day vaginal plugs or 
sperm are found. 

(ii) F t cross . (A) For mating the Fi 
offspring, one male and one female are 
randomly selected at weaning from each 
litter for cross mating with another pup 
of the same dose level but different 
litter, to produce the Fy generation. 

(B) Fi males and females not selected 
for mating are sacrificed upon weaning. 

(Hi) Special housing. After evidence of 
copulation, pregnant animals should be 
caged separately in delivery or 
maternity cages and provided with 
nesting materials. 

(iv) Standardization of litter sizes. (A) 
On day 4 after birth, the size of each 
litter should be adjusted by eliminating 
extra pups by random selection to yield, 
as nearly as possible, 4 males and 4 
females per litter. 

(B) Whenever the number of male or 
female pups prevents having 4 of each 
sex per litter, partial adjustment (for 
example, 5 males and 3 females) is 
permitted. Adjustments are not 
appropriate for litters of less than 8 
pups. 

(C) Elimination of runts only is not 
appropriate. 

(D) Adjustments of the Fy litters is 
conducted in the same manner. 

‘ (7) Observation of animals. (i) A gro** 
examination should be made at least 
once each day. Pertinent behavioral 
changes, signs of difficult or prolonged 
parturition, and all signs of toxicity, 
including mortality, should be recorded. 
These observations should be reported 
for each individual animal. Food 
consumption for all animals should be 
monitored weekly. 
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(ii) The duration of gestation should 
be calculated from day 0 of pregnancy. 

(Hi) Each litter should be examined as 
soon as possible after delivery for the 
number of pups, stillbirths, live births, 
sex. and the presence of gross 
anomalies. Dead pups and pups 
sacrificed at day 4 should be preserved 
and studied for possible defects. Live 
pups should be counted and litters 
weighed, by weighing each individual 
pup at birth, or soon thereafter, and on 
days 4. 7.14. and 21 after parturition. 

(iv) Physical or behavioral 
abnormalities observed in the dams of 
offspring should be recorded. 

(v) P males and females should be 
weighed on the first day of dosing and 
weekly thereafter. Fi litters should be 
weighed at birth, or soon thereafter, and 
on days 4. 7,14. and 21. In all cases, 
litter weights should be calculated from 
the weights of the individual pups. 

(8) Cross necropsy, (i) A complete 
gross examination should be performed 
on all animals, including those which 
died during the experiment or were 
killed in moribund conditions. 

(ii) Special attention should be 
directed to the organs of the 
reproductive system. 

(iii) The following organs and tissues, 
or representative samples thereof, 
should be preserved in a suitable 
medium for possible future 
histopathological examination: vagina; 
uterus; ovaries; testes; epididymides; 
seminal vesicles; prostate, pituitary 
gland; and, target organ(s) of all P and Fi 
animals selected for mating. 

(9) Histopathology. The following 
histopathology should be performed: 

(1) Full histopathology on the organs 
listed above for all high dose, and 
control Pi and Fi animals selected for 
mating. 

(ii) Organs demonstrating pathology in 
these animals should then be examined 
in animals from the other dose groups. 

(iii) Microscopic examination should 
be made of all tissues showing gross 
pathological changes. 

(d) Data and reporting —(1) Treatment 
of results. Data should be summarized 
in tabular form, showing for each test 
group the number of animals at the start 
<>f the test, the number of animals 
pregnant* the types of change and the 
percentage of animals displaying each 
type of change. 

(2) Evaluation of study results, (i) An 
evaluation of test results, including the 
statistical analysis, based on the clinical 
findings, the gross necropsy findings, 
and the microscopic results, should be 
made and supplied. This should include 
an evaluation of the relationship, or lack 
thereof, between the animals’ exposure 


to the test substance and the incidence 
and severity of all abnormalities. 

(ii) In any study which demonstrates 
an absence of toxic effects, further 
investigation to establish absorption 
and bioavailability of the test substance 
should be considered. 

(3) Test report. In addition to the 
reporting requirements as specified 
under 40 CFR Part 792. Subpart J the 
following specific information should be 
reported: 

(i) Toxic response data by sex and 
dose, including fertility, gestation, 
viability and lactation indices, and 
length of gestation. 

(ii) Species and strain. 

(iii) Time of death during the study or 
whether animals survived to 
termination. 

(Iv) Toxic or other effects on 
reproduction, offspring, or postnatal 
growth. 

(v) Time of observation of each 
abnormal sign and its subsequent 
course. 

(vi) Body weight data for P. Ft. and F t 
animals. 

(vii) Necropsy findings. 

(viii) Detailed description of all 
histopathological findings. 

(ix) Statistical treatment of results 
where appropriate. 

(e) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Clermont. Y., Perry, B. 
“Quantitative Study of the Cell 
Population of the Seminiferous Tubules 
in Immature Rats.” American Journal of 
Anatomy . 100:241-267 (1957). 

(2) Goldenthal. E.I. Guidelines for 
Reproduction Studies for Safety 
Evaluation of Drugs for Human Use. 
Drug Review Branch, Division of 
Toxicological Evaluation, Bureau of 
Science, Food and Drug Administration, 
Washington, DC (1966). 

(3) Hasegawa, T.. HayashJ. M.. Ebling, 
F.J.G.. Henderson, I.W. Fertility and 
Sterility . (New York: American Elsevier 
Publishing Co„ Inc., 1973). 

(4) Oakberg, E.F. "Duration of 
Spermatogenesis in the Mouse and 
Timing of Stages of the Cycle of the 
Seminiferous Epithelium.*' American 
Journal of Anatomy. 9:507-516 (1956). 

(5) Roosen-Runge. E.C. "The Process 
of Spermatogenesis in Mammals," 
Biological Review. 37:343-377(1962). 

8 796.4900 Developmental toxicity study. 

(a) Purpose. In the assessment and 
evaluation of the toxic characteristics of 
a chemical, determination of the 
potential developmental toxicity Is 
important. The developmental toxicity 
study is designed to provide information 


on the potential hazard to the unborn 
which may arise from exposure of the 
mother during pregnancy. 

(b) Definitions. (1) Developmental 
toxicity is the property of a chemical 
that causes in utero death, structural or 
functional abnormalities or growth 
retardation during the period of 
development. 

(2) Dose is the amount of test 
substance administered. Dose is 
expressed as weight of test substance (g. 
mg) per unit weight of a test animal (e.g.. 
mg/kg). 

(3) No-observed-effect level is the 
maximum concentration in a test which 
produces no observed adverse effects. A 
no-observed-effect level is expressed in 
terms of weight of test substance given 
daily per unit weight of test animal (mg/ 
^ 8 ) 

(c) Principle of the test method. The 
test substance is administered in 
graduated doses for at least part of the 
pregnancy covering the major period of 
organogenesis, to several groups of 
pregnant experimental animals, one 
dose level being used per group. Shortly 
before the expected date of delivery, the 
pregnant females are sacrificed, the 
uteri removed, and the contents 
examined for embryonic or fetal deaths, 
and live fetuses. 

(d) Limit test If a test at an exposure 
of at least 1000 mg/kg body weight, 
using the procedures described for this 
study, produces no observable 
developmental toxicity, then a full study 
using three dose levels might not be 
necessary. 

(e) Test procedures —(1) Animal 
selection—{\) Species and strain. 

Testing should be performed in at least 2 
mammalian species. Commonly used 
species include the rat, mouse, rabbit, 
and hamster. If other mammalian 
species are used, the tester should 
provide justification/reasoning for their 
selection. Commonly used laboratory 
strains should be employed. The strain 
should not have low fecundity and 
should preferably be characterized for 
its sensitivity to developmental toxins. 

(ii) Age. Young adult animals 
(nulllparous females) should be used. 

(iii) Sex. Pregnant female animals 
should be used at each dose level. 

(iv) Number of animals. At least 20 
pregnant rats, mice or hamsters or 12 
pregnant rabbits arc recommended at 
each dose level. The objective is to 
ensure that sufficient pups are produced 
to permit meaningful evaluation of the 
potential developmental toxicity of the 
test substance. 

(2) Control group. A concurrent 
control group should be used. This group 
should be an untreated or sham treated 
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control group, or. if a vehicle is used in 
administering the test substance, a 
vehicle control group. Except for 
treatment with the test substance, 
animals in the control group(s) should 
be handled in an identical manner to 
test group animals. 

(3) Dose levels and dose selection, (i J 
At least 3 dose levels with a control and. 
where appropriate, a vehicle control, 
should be used. 

(ii) The vehicle should neither be 
developmentally toxic nor have effects 
on reproduction. 

(iiij To select the appropriate dose 
levels, a pilot or trial study may be 
advisable. It is not always necessary to 
carry out a trial study in pregnant 
animals. Comparison of the results from 
a trial study in non-pregnant, and the 
main study in pregnant animals will 
demonstrate if the test substance is 
more toxic in pregnant animals. If a trial 
study is carried out in pregnant animals, 
the dose producing embryonic or fetal 
lethalities or maternal toxicity should be 
determined. 

(iv) Unless limited by the physical/ 
chemical nature or biological properties 
of the substance, the highest dose level 
should induce some overt maternal 
toxicity such as slight weight loss, but 
not more than 10 percent maternal 
deaths. 

(v) The lowest dose level should not 
produce any grossly observable 
evidence of either maternal or 
developmental toxicity. 

(vi) Ideally, the intermediate dose 
level(s) should produce minimal 
observable toxic effects. If more than 
one intermediate concentration is used, 
the concentration levels should be 
spaced to produce a gradation of toxic 
effects. 

(4) Observation period. Day 0 in the 
test is the day on which a vaginal plug 
and/or sperm are observed. The dose 
period should cover the period of major 
organogenesis. This may be taken as 
days 6 to 15 for rat and mouse, 6 to 14 
for hamster, or 6 to 18 for rabbit. 

(5) Administration of test substance . 
The test substance or vehicle is usually 
administered orally, by oral intubation 
unless the chemical or physical 
characteristics of the test substance or 
pattern of human exposure suggest a 
more appropriate route of 
administration. The test substance 
should be administered at the same time 
each day. 

(6) Exposure conditions . The female 
test animals are treated with the test 
substance daily throughout the 
appropriate treatment period. When 
given by gavage, the dose may be based 
on the weight of the females at the start 
of substance administration, or, 


alternatively, in view of the rapid weight 
gain which takes place during 
pregnancy, the animals may be weighed 
periodically and the dosage based on 
the most recent weight determination. 

(7) Observation of animals, (i) A gross 
examination should be made at least 
once each day. 

(ii) Additional observations should be 
made daily with appropriate actions 
taken to minimize loss of animals to the 
study (e.g., necropsy or refrigeration of 
those animals found dead and isolation 
or sacrifice of weak or moribund 
animals). 

(iii) Signs of toxicity should be 
recorded as they are observed, including 
the time of onset, the degree and 
duration. 

(iv) During the treatment and 
observation periods, cage-side 
observations should include, but not be 
limited to: changes in skin and fur, eye 
and mucous membranes, as well as 
respiratory, autonomic and central 
nervous systems, somatomotor activity 
and behavioral pattern. 

(v) Measurements should be made 
weekly of food consumption for all 
animals in the study. 

(vi) Animals should be weighed at 
least weekly. 

(vii) Females showing signs of 
abortion or premature delivery should 
be sacrificed and subjected to a 
thorough macroscopic examination. 

(8) Cross necropsy, (i) At the time of 
sacrifice or death during the study, the 
dam should be examined 
macro8copically for any structural 
abnormalities or pathological changes 
which may have influenced the 
pregnancy. 

(ii) Immediately after sacrifice or 
death, the uterus should be removed, 
weighed and the contents examined for 
embryonic or fetal deaths and the 
number of viable fetuses. The degree of 
resorption should be described in order 
to help estimate the.relative time of 
death. 

(iii) The number of corpora lutea 
should be determined for all species 
except mice. 

(iv) The sex of the fetuses should be 
determined and they should be weighed 
individually, the weights recorded, and 
the mean fetal weight derived. 

(v) Following removal, each fetus 
should be examined externally. 

(vi) For rats, mice and hamsters, one- 
third to one-half of each litter should be 
prepared and examined for skeletal 
anomalies, and the remaining part of 
each litter should be prepared and 
examined for soft tissue anomalies using 
appropriate methods. 

(vii) For rabbits, each fetus should be 
examined by careful dissection for 


visceral anomalies and then examined 
for skeletal anomalies. 

(0 Data and reporting— (1) Treatment 
of results . Data should be summarized 
in tablular form, showing for each test 
group: the number of animate at the start 
of the test, the number of pregnant 
animate, the number and percentages of 
live fetuses and the number of fetuses 
with any soft tissue or skeletal 
abnormalities. 

(2) Evaluation of results . The findings 
of a developmental toxicity study should 
be evaluated in terms of the observed 
effects and the exposure levels 
producing effects. It is necessary to 
consider the historical developmental 
toxicity data on the species/strain 
tested. A properly conducted 
developmental toxicity study should 
provide a satisfactory estimation of a 
no-effect level. 

(3) Test report In addition to the 
reporting requirements as specified 
under 40 CFR Part 792. Subpart) the 
following specific information should be 
reported: 

(i) Toxic response data by 
concentration. 

(ii) Species and strain. 

(iii) Time of death during the study or 
whether animate survived to 
termination. 

(iv) Time of onset and duration of 
each abnormal sign and its subsequent 
course. 

(v) Food, body weight and uterine 
weight data. 

(vi) Pregnancy and litter data. 

(vii) Fetal data (live/dead, sex. soft 
tissue and skeletal defects, resorptions). 

(g) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Department of Health and Welfare. 
The Testing of Chemicals for 
Carcinogenicity . mutagenicity and 
Teratogenicity. Minister of Health and 
Welfare (Canada: Department of Health 
ond Welfare, 1975). 

(2) National Academy of Sciences. 
“Principles and Procedures for 
Evaluating the Toxicity of Household 
Substances." A report prepared by the 
Committee for the Revision of NAS 
Publication 1138. under the auspices of 
the Committee on Toxicology, National 
Research Council, National Academy of 
Sciences. Washington, DC (1977). 

(3) World Health Organization. 
Principles for the Testing of Drugs for 
Teratogenicity. WHO Technical Report 
Series No. 364. (Geneva: World Health 
Organization, (1967). 
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Subpart F—Genetic Toxicity 

§796.5100 Escherichia coll WP2 and WP2 
uvrA reverse mutation assays 

(a) Purpose. The K coli tryptophan 
(ftp) reversion system is a microbial 
assay which measures trp-trp* 
reversion induced by chemicals which 
cause mutations in the genome of this 
organism* 

(b) Definition. A reverse mutation 
assay in £ coli detecls mutation in a 
gene of try ptophan requiring strain to 
produce a tryptophan independent 
strain of this organism. 

(c) Reference substances . These may 
include, but need not be limited to. 4- 
nitroquinoline oxide, methyl 
methuneaulfonate, or 2- 
aminoanthracene. 

(d) Test method — (1) Principle. 
Bacteria are exposed to test chemical 
with and without metabolic activation 
and piated onto minimal medium. After 
a suitable period of incubation, 
revertant colonies are counted and 
compared to the number of spontaneous 
revertants in an untreated and/or 
vehicle control culture. 

(2) Description. Several methods for 
performing the tost have been described. 
Among those used are: 

(i) The direct plate incorporation 
method. 

(ii) The preincubation method. 

(iii) The treat and plate method. 

(ivj The modified fluctuation test. 

(v) The desiccator method. 

The procedure described here is for 
the direct plate incorporation method. 

(3) Strain selection —(i) Designation. 

At the present time, three strains. WP2. 
WP2 uvrA and WP2 irvM/pKMlOl 
should be used. Other strains may be 
utilized when appropriate. 

(ii) Preparation and storage. 
Recognized methods of stock culture 
preparation and storage should be used. 
The requirement of tryptophan for 
growth should be demonstrated for each 
strain Other phenotypic characteristics 
should be checked using such methods 
as sonsilivlty to mitomycin C and 
resistance to ampicillin. Spontaneous 
reversion frequency should be in the 
range expected either as reported in the 
literature or as established in the 
laboratory by historical control values. 

(iii) Bacterial growth. Fresh cultures 
of bacteria should be grown up to the 
late exponential or early stationary 
phase of growth (approximately 10M0 f 
cells per ml). 

(4) Metabolic activation. Bacteria 
should be exposed to the test substance 
both In the presence and absence of an 
appropriate metabolic activation 
system. The most commonly used 
system is a cofactor supplemented 


postmitochondria! fraction prepared 
from the livers of rodents treated with 
enzyme inducing agents. The use of 
other species, tissues or techniques may 
also be appropriate. 

(5) Control groups —(!) Concurrent 
controls. Concurrent positive and 
negative (untreated and/or vehicle) 
controls should be included in each 
experiment. 

(ii) Direct acting positive controls. 
Examples of positive controls for assays 
performed without metabolic activation 
include methyl methanesulfonate and 4- 
nitroquinoline oxide. 

(iii) Positive controls to ensure the 
efficacy of the activation system. The 
positive control reference substance for 
tests including a metabolic activation 
system should be selected on the basis 
of the type of activation system used tn 
the test. 2-Aminoanthracene is an 
example of a positive control compound 
in testa using postmitochondria! 
fractions from the livers of rodents 
treated with enzyme inducing agents 
such as Aroclor-1254. 

(iv) Other positive controls. Other 
positive control reference substances 
may be used. 

(6) Test chemicals —(i) Vehicle. Test 
chemicals and positive control reference 
substances should be dissolved In an 
appropriate vehicle and then further 
diluted in vehicle for use in the assay. 

(ii) Exposure concentrations. (A) The 
test should Initially be performed over a 
broad range of concentrations. Among 
the criteria to be taken into 
consideration for determinating the 
upper limits of test chemical 
concentration are cytotoxicity and 
solubility. Cytotoxicity of the test 
chemical may be altered in the presence 
of metabolic activation systems. 

Toxicity may be evidenced by a 
reduction in the number of spontaneous 
revertants, a clearing of !he background 
lawn or by the degree of survival of 
treated cultures. Relatively insoluble 
chemicals should be tested up to the 
limits of solubility. For freely soluble 
nontoxic chemicals, the upper test 
chemical concentration should be 
determined on a case by case basis. 

(B) Generally, a maximum of 5 mg/ 
plate for pure substances is considered 
acceptable. At least 5 different amounts 
of test substance should be tested with 
adequate intervals between the test 
points. 

(C) When appropriate, a positive 
response should be confirmed by testing 
over a narrow range of concentrations. 

(e) Test performance —(1) Direct plate 
incorporation method, (i) For this test 
without metabolic activation, test 
chemical and 0.1 ml of a fresh bacteria! 


culture should be added to 2.0 ml of 
overlay agar. 

(ii) For tests with metabolic 
activation. 0.5 ml of activation mixture 
containing an adequate amount of 
postmitochondria! fraction should be 
added to the overlay agar after the 
addition of test chemical and bacteria. 
Contents of each tube should be mixed 
and poured over the surface of a 
selective agar plate. Overlay agar 
should be allowed to solidify before 
incubation. At the end of the incubation 
period, revertant colonies per plate 
should be counted. 

(2) Other methods. Other methods 
may also be appropriate. 

(3) Media. An appropriate selective 
medium with an adequate overlay agar 
should be used. 

(4) Incubation conditions. All plates in 
a given experiment should be incubated 
for the same time period. This 
incubation period should be for 46-72 
hours at 37 *C. 

(5) Number of cultures. All plating 
should be done at least in triplicate. If 
scientifically justified, the use of 
duplicates may be acceptable. All 
results should be confirmed in an 
independent experiment. 

(f) Data and report — (1) Treotment of 
results. Data should be presented as 
number of revertant colonies per plate 
for each replicate and dose. ’Hie 
numbers of revertant colonies on both 
negative (untreated and/or vehicle) and 
positive control plates should also be 
presented. Individual plate counts, the 
mean number of revertant colonies per 
plate and standard deviation should be 
presented for test chemical and positive 
and negative (untreated and/or vehicle) 
controls. 

(2 ) Statistical evaluation. Data should 

be evaluated by appropriate statistical 
methods. . 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant dose-related 
increase in the number of revertants. 
Another criterion may be based upon 
detection of a reproducible and 
statistically significant positive response 
for at least one of the test substance 
concentrations. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the number of 
revertants or a statistically significant 
and reproducible positive response a! 
any one of the test points is considered 
non-mutagenic In the system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 
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(4) Test evaluation . (i) Positive results 
from the £ coli reverse mutation assay 
indicate that, under the test conditions, 
the test substance induces mutations in 
the genome of this organism. 

(») Negative results indicate that 
under the test conditions the test 
substance is not mutagenic in £ coli. 

(5) Test report. In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart J the 
following specific information should be 
reported: 

(i) Bacterial strain used. 

(ii) Details of both the protocol used to 
prepare the metabolic activation system 
and of its use in the assay. 

(Hi) Dose levels and rationale for 
selection of dose. 

(iv) Positive and negative controls. 

(v) Individual plate counts, mean 
number of revertant colonies per plate, 
standard deviation. 

(vi) Dose-response relationship, if 
applicable. 

(g) References. For additional 
background information on this test 
guideline, the following references 
should be consulted: 

(1) Ames. B.N. McCann. J., Yamasaki. 
E. “Methods for detecting carcinogens 
and mutagens with the Salmonella/ 
mammalian-microsome mutagenicity 
test.“ Mutation Research 31:347-354 
(1975). 

(2) Brusick. D.J., Simmon, V.F., 
Rosenkranz, H.S.. Ray. V.A.. Stafford. 
R.S. An evaluation of the Escherichia 
coli WP2 and WP2 uvrA reverse 
mutation assay.'* Mutation Research 
76:169-190 (1980). 

(3) Green, M.H.L.. Muriel. W.J. 
“Mutagen testing using trp 4 in 
Escherichia coli.."Mutation Research 
38:3-32 (1976). 

(4) Vogel, H.J., Bonner. D.M. 
“Acetylomithinase of £ coli: partial 
purification and some properties/* 
Journal of Biological Chemistry 218:97- 
106 (1956). 

$798.5140 Gene mutation in Aspergillus 
niduians. 

(a) Purpose. Aspergillus niduians is a 
eukaryotic fungus which has been 
developed to detect and study a variety 
of genetic phenomena including 
chemically induced mutagenesis. A. 
niduians can be used to detect both 
forward and reverse gene mutation. 
These mutations are detected by 
changes in colonial morphology or 
nutritional requirements in treated 
populations. The methionine and 2- 
thioxanthine forward mutation systems 
can be used to detect mutations in A. 
niduians. 


(b) Definition . A forward mutation is 
a gene mutation from the wild (parent) 
type to the mutant condition. 

(c) Reference substances. These may 
include, but need not be limited to, ethyl 
methanesulfonate. cyclophosphamide or 
aflatoxin B». 

(d) Test method —(1) Principle. 
Conidia are exposed to test chemical 
both with and without metabolic 
activation and plated on selective 
medium to determine changes in 
colonial morphology or nutritional 
requirements. At the end of a suitable 
incubation period, mutant colonies are 
counted and compared to the number of 
spontaneous mutants in an untreated 
control culture. Simultaneous 
determination of survival permits 
calculation of mutation frequency. 

(2) Description. Tests for mutation in 
A. niduians are performed in liquid 
suspension. Treated conidia are plated 
on selective medium to determine 
changes in nutritional requirements or 
colonial morphology. 

(3) Strain selection —(i) Designation. 
For the methionine and 2-thioxanthine 
systems the hapliod Glascow biAhmeth 
Cl strain is the most commonly used 
strain although other strains may be 
appropriate. Any translocation-free 
strain which produces green colonies on 
thioxanthine free medium and yellow 
colonies on medium containing 
thioxanthine may be used in the 
thioxanthine system. 

(ii) Preparation and storage. Stock 
culture preparation and storage, growth 
requirements, method of strain 
identification and demonstration of 
appropriate phenotypic requirements 
should be performed using good 
microbiological techniques and should 
be documented. 

(Hi) Media. Any medium which 
supports growth and a characteristic 
colonial morphology may be used in the 
assay. 

(4) Preparation of conidia. Prior to 
chemical treatment, conidia from 4-5 
single colonies of the appropriate strain 
are grown at 37 *C on complete medium. 
At the end of the incubation period, 
conidia are collected, conidial chains 
broken up, mycelial debris removed and 
conidia concentrated prior to removal of 
the germination inhibitory* substance. 
Germination inhibitory substance 
should be removed by Tween 80 or 
diethyl ether. 

(5) Metabolic activation. Conidia 
should be exposed to test substance 
both in the presence and absence of an 
appropriate metabolic activation 
system. 

(6) Control groups. Concurrent 
positive and negative untreated and/or 
vehicle) controls both with and without 


metabolic activation should be included 
in each experiment. 

(7) Test chemicals — (i) Vehicle. Test 
chemicals and positive control reference 
substances should be dissolved in an 
appropriate vehicle and then further 
diluted in vehicle for use in the assay. 

(ii) Exposure concentrations. (A) The 
test should initially be performed over a 
broad range of concentrations selected 
on the basis of a preliminary assay. 
Effective treatment times should also be 
selected in the preliminary assay. 

(B) Each test should include five 
treatment points, two at Fixed 
concentrations for different time 
periods, and three at varying 
concentrations for fixed periods of time. 

(C) Among the criteria to be taken into 
consideration for determining the upper 
limits of test chemical concentration are 
cytotoxicity and solubility. Cytotoxicity 
of the test chemical may be altered in 
the presence of a metabolic activation 
system. Relatively insoluble chemicals 
should be tested up to the limits of 
solubility. For freely soluble nontoxic 
chemicals, the upper test chemical 
concentration should be determined on 

a case by case basis. 

(D) When appropriate, a positive 
response should be confirmed by using a 
narrow range of test concentrations. 

(e) Test Performance — (1) Treatment. 
Germinating or quiescent conidia in 
liquid suspension should be exposed to 
the test chemical at 37 # C under 
conditions of yellow* light and controlled 
pH and oxygen tension. At the end of 
the exposure period, treatment should 
be terminated by repeated 
centrifugation and washing of the 
conidia or by dilution. Chemical 
neutralization of the test agent may also 
be used but is not recommended. 

(2) Media —(i) Methionine system. For 
the methionine system, conidia should 
be plated on methionine deficient 
medium for mutant selection and on 
medium supplemented with methionine 
to determine survival. 

(ii) Thioxanthine system. (A) For the 
2-thioxanthine system, treated conidia 
should be plated on nitrogen-free 
glucose and salts minimal medium 
containing 2-thioxanthine. 

(B) After incubation, green colonies 
should be counted and isolated by 
restreaking. The isolated colonies 
should be classified on the basis of 
genetic criteria. Yellow, wild-type 
colonies will grow on the same plate. 
This permits concurrent determination 
of survival and an estimation of 
mutation frequency. 

(3) Determination of mutation 
frequency and viability. In both 
systems, mutation frequency and 
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viability should be determined 
immediately before and immediately 
after chemical treatment. 

(4) Incubation conditions . All 
incubations should be at 37 * C. 
Incubation time will vary depending 
upon system and endpoint (mutation or 
viability) being determined. 

(5) Number of cultures, (i) At least 10 
independent plates per concentration 
with no more than 20 colonies per plate 
should be used in the methionine 
system. 

(ii) Fifteen to 20 plates per 
concentration are preferred for the 2- 
thioxanthine system. 

(f) Data and report—[ 1) Treatment of 
results . Individual plate counts for test 
substance and controls should be 
presented for both mutation induction 
and survival. The mean number of 
colonies per plate and standard 
deviation should also be presented. 

Data shoulii[be presented in tabular 
form indicating, as applicable, numbers 
of colonies counted, and numbers and 
classification of mutants identified. 
Sufficient detail should be provided for 
verification of survival and mutation 
frequencies, 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results. Jl) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant dose-related 
increase in the number of mutant 
colonies. Another criterion may be 
based upon detection of a reproducible 
and statistically significant positive 
response for at least one of the test 
points. 

(ii) A test substance which does not 
produce cither a statistically significant 
dose-related increase in the number of 
mutant colonies or a statistically 
significant and reproducible positive 
response at any one of the test points is 
considered nonmutagenic in this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation, (i) Positive results 
from the methionine and 2-thioxanthine 
systems in A. nidufons indicate that, 
under the test conditions* the test 
substance causes gene (point) mutations 
in the DNA of this organism caused by 
base pair changes and small deletions in 
the genome. 

(ii) Negative results indicate that 
under the test conditions the test 
chemical is not mutagenic in A. 
nidu/ans. 

(5) Test report. In uddition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart J the 


following specific information should be 
reported: 

(1) Strain of organism used in the 
assay. 

(ii) Test chemical vehicle, doses used 
and rationale for dose selection, toxicity 
data. 

(iii) Method used for preparation of 
conidia. 

(iv) Treatment conditions, including 
length of exposure and method used to 
stop treatment. 

(v) Details of both the protocol used to 
prepare the metabolic activation system 
and of its use in the assay. 

(vi) Incubation times and temperature. 

(vii) Positive and negative controls. 

(viii) Dose-response relationship, if 

applicable. 

(g) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

^ (1) Ames. B.N.. McCann.).. Yamasaki, 
E. “Methods for detecting carcinogens 
and mutagens with the Salmonella/ 
mammalian-microsome mutagenicity 
test/' Mutation Research 31:347-364 
(1975). 

(2) Kafer, E., Scott, B.R.. Dom, G.L, 
Stafford. R.S. “Aspergillus nidu/ans: 
systems and results of tests for chemical 
induction of mitotic segregation and 
mutation. 1. Diploid and duplication 
assay systems: a report of the U.S, 

EPA's Gene-Tox Program." Mutation 
Research 98:1-48 (1982). 

(3) Munson. R.J.. Goodhead, D.T. 
"Relation between induced mutation 
frequency and cell survival: a theoretical 
approach and an examination of 
experimental data for eukaryotes." 
Mutation Research 42:145-159 (1977). 

(4) Scott B.R., Dom. G.L. Kafer. E.. 
Stafford, R.S. “Aspergillus nidu/ans: 
systems and results of tests for mitotic 
segregation and mutation. 11. Haploid 
assay systems and overall response of 
all systems: a report of the U.S. EPA's 
Gene-Tox Program," Mutation Research 
98:49-94 (1982). 

} 798.5200 Mouse visible specific locus 
test 

(a) Purpose. The mouse visible 
specific locus test (MSLT) may be used 
to detect and quantitate mutations in the 
germ line of a mammalian species. 

(b) Definitions . (1) A visible specific 
locus mutation is a genetic change that 
alters factors responsible for coat color 
and other visible characteristics of 
certain mouse strains. 

(2) The germ line is the cells in the 
gonads of higher eukaryotes which are 
the carriers of the genetic information 
for the species. 

(c) Reference substances. Not 
applicable. 


(d) Test method— (1) Principle, (i) The 
principle of the MSLT is to cross 
individuals who differ with respect to 
the genes present at certain specific loci, 
so that a genetic alteration involving the 
standard gene at any one of these loci 
will produce an offspring delectably 
different from the standard 
heterozygote. The genetic change may 
be detectable by various means, 
depending on the loci chosen to be 
marked. 

(ii) Three variations of the method 
currently exist for detecting newly 
arising point mutations in mouse germ 
cells: 

(A) The visible specific locus test 
using either 5 or 7 loci. 

(B) The biochemical specific locus test 
using up to 20 enzymes. 

(C) The test for mutations at 
histocompatibility loci. 

(iii) Of the three tests, the visible 
specific locus test has been most widely 
used in assessing genetic hazard due to 
environmental agents. It is the method 
described in this guideline. 

(2) Description. For technical reasons, 
males rather than females are generally 
treated with the test agent. Treated 
males are then mated to females which 
are genetically homozygous for certain 
specific visible marker loci. Offspring 
are examined in the next generation for 
evidence that a new mutation has 
arisen. 

(3) Animal selection —(i) Species and 
strain . Mice are recommended as the 
test species. Male mice should be either 
(CiHxiOl)F, or (101 xCjHJFi hybrids. 
Females should be T stock virgins. 

(ii) Age. Healthy sexually mature 
animals should be used. 

(iii) Number. A decision on the 
minimum number of treated animals 
should take into account the 
spontaneous variation of the biological 
characterization being evaluated. Other 
considerations should include: 

(A) The use of either historical or 
concurrent controls. 

(B) The power of the test. 

(C) The minimal rate of induction 
required. 

(D) The use of positive controls. 

(E) The level of significance desired. 

(iv) Assignment to groups. Animals 
should be randomized and assigned to 
treatment and control groups. 

(4) Control groups— (i) Concurrent 
controls . The use of positive or 
spontaneous controls is left to the 
discretion of the investigator. However, 
any laboratory which has had no prior 
experience with the test should, at its 
first attempt, produce a negative control 
sample of 20.000 and a positive control. 
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using 100 rag/kg 1-ethyl-nitrosourea, in a 
sample of 5.000 offspring. 

(ii) Historical controls. Long term, 
accumulated spontaneous control data 
of 43/801,406 are available for 
comparative purposes. 

(5) Test chemicals —(i) Vehicle . When 
possible, test chemicals should be 
dissolved or suspended in distilled 
water or isotonic saline buffered 
appropriately, if needed for stability. 
Water insoluble chemicals should be 
dissolved or suspended in appropriate 
vehicles. The vehicle used should 
neither interfere with the test compound 
nor produce major toxic effects. Fresh 
preparations of the test chemical should 
be employed. 

(ii) Dose levels. Usually, only one 
doge level need be tested. This should 
be the highest dose tolerated without 
toxic effects, provided that any 
temporary sterility induced due to 
elimination of spermatagonia is of only 
moderate duration, as determined by a 
return of males to fertility within 80 
days after treatment 

(iii) Route of administration. 
Acceptable routes of administration 
include gavage. inhalation, admixture 
with food or water, and IP or IV 
injections. 

(e) Test performance —(1) Treatment 
and mating. Hybrid Fi (C«Hxl01 or 
101 xCiH) male mice should be treated 
with the test substance and immediately 
mated to virgin T stock females. Each 
treated male should be mated to a fresh 
group of 2 to 4 virgin females each week 
for 7 weeks, after which he should be 
returned to the first group of females 
and rotated through the seven sets of 
females repeatedly. This mating 
schedule generally permits sampling of 
all postspermatagonial stages of germ 
cell development during the first 7 
weeks and rapid accumulation of data 
for exposed spermatagonial stem cells 
thereafter. 

(2) Examination of offspring, (i) 
Offspring may be examined at (or soon 
after) birth but must be examined at 
about 3 weeks of age at which time the 
numbers of mutant and nonmutant 
offspring in each litter should be 
recorded. 

(ii) Nonmutant progeny should be 
discarded. Mutant progeny should be 
subjected to genetic tests for 
verification. 

(f) Data and report—{\) Treatment of 
results. Data should be presented in 
tabular form and should permit 
independent analysis of cell stage 
specific effects, and dose dependent 
phenomena. The data should be 
recorded and analyzed in such a way 
that clusters of identical mutations are 
clearly identified. The individual 


mutants detected should be thoroughly 
described. In addition, positive and 
negative control data, if they are 
available, should be tabulated so that it 
is possible to differentiote between 
concurrent (when available) and long 
term, accumulated mutation frequencies. 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant dose-related 
increase in the number of specific locus 
mutations. Another criterion may be 
based upon detection of a reproducible 
and statistically significant positive 
response for at least one of the test 
points. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the number of 
specific locus mutations or 8 statistically 
significant and reproducible positive 
response at any one of the test points is 
considered nonmutacenic in this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation, (i) Positive results 
(n the MSLT indicate that under the test 
conditions the test substance Induces 
heritable gene mutations in the test 
species. 

(ii) Negative results indicate that 
under the test conditions the test 
substance does not induce heritable 
gene mutations in the test species. 

(5) Test report . In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart J the 
following specific information should be 
reported: 

(i) Strain, age and weight of animals 
used number of animals of each sex in 
experimental and control groups. 

(ii) Test chemical vehicle, doses used 
and rationale for dose selection, toxicity 
data. 

(iii) Route and duration of exposure. 

(iv) Mating schedule. 

(v) Tune of examination for mutant 
progeny. 

(vi) Criteria for scoring mutants. 

(vii) Use of concurrent or negative 
controls. 

(viii) Dose response relationship, if 
applicable. 

(g) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Russell. LB.. Shelby. P.B.. von 
Halle, E.. Sheridan. W„ Valcovic, L The 
mouse specific locus test with agents 
other than radiations: interpretation of 
data and recommendations for future 
work: a report of the U.S. EPPT Cene- 


Tox Program/* Mutation Research. 
86:329-354 (1981). 

(2) [Reserved] 

$ 798.5250 Gens mutatkm In Neurospora 
crassa. 

(a) Purpose. Neurospora crassa is a 
eukaryotic fungus which has been 
developed to detect and study a variety- 
of genetic phenomena including 
chemically induced mutagenesis. N. 
crassa can be used to detect both 
forward and reverse gene mutation. 
These mutations are detected by 
biochemical or morphological changes 
in the treated population. The most 
commonly used mutation assay in A*. 
crassa measures forward mutation in 
the ad-3 region of the genome. 

(b) Definition. A forward mutation is 
a gene mutation from the wild (parent) 
type to the mutant condition. 

(c) Reference substances. These may 
include, but need not be limited to, 
ethyl- or methyl methancsulfonate. 

(d) Test method —(1) Principle. The 
detection of forward mutations at the 
ad-3 locus in either homokaryons or 
heterokaryons may be used. However, 
use of two component heterokaryons is 
recommended because of the greater 
range of mutations which can be 
recovered. In either case, the test relies 
on the identification of purple (mutant) 
colonies among a large number of white 
(wild-type) colonies. A representative 
sample of purple colonies can be 
recovered and thoroughly analyzed 
genetically. 

(2) Description. Forward mutations at 
the ad-3 locus can be detected using 
noncolonial strains of N. crassa grown 
on media containing sorbose as well os 
glucose. Under these conditions, 
colonies are formed and reproducible 
colonial morphology results. Adenine- 
requiring mutants which accumulate a 
reddish-purple pigment can be readily 
identified and counted. 

(31 Strain selection —(i) Designation. 
At the present time, heterokaryon 12 is 
recommended for use in this assay. The 
use of other strains may also be 
appropriate. 

(ii) Preparation and storage. Stock 
culture preparation and storage, growth 
requirements, method of strain 
identification and demonstration of 
appropriate phenotypic requirements 
should be performed using good 
microbiological techniques and should 
be documented. 

(iii) Media. Frie’s No. 3 minimal 
medium or Westgaard’B Synthetic 
medium with 1.5 percent agar or any 
medium known to support growth and 
characteristic colonial morphology may¬ 
be used in the assay. 
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(4) Preparation of conidio. Stock 
cultures should be grown on minimal 
medium to select for single colonies with 
noncolonial morphology. Single colony 
isolates then should be inoculated into 
agar flasks and incubated at 35 C for 4a 
hrs to select colonies with spreading 
growth patterns in which mycelia cover 
the entire flask. Flasks should be 
incubated at 23-25 C and those with 
bright orange conidia selected for 
preparation of conidial suspensions. 
Suspensions should be diluted for use in 
distilled water. 

(5) Metabolic activation. Conidia 
should be exposed to test substance 
both in the presence and absence of an 
appropriate metabolic activation 
system. 

(6) Control groups. Concurrent 
positive and negative (untreated and/or 
vehicle) controls both with and without 
metabolic activation should be included 
in each experiment. 

(7) Test chemicals —(i) Vehicle. Test 
chemicals and positive control reference 
substances should be dissolved in an 
appropriate vehicle and then further 
diluted in vehicle for use in the assay. 

(ii) Exposure concentrations. (A) The 
test should initially be performed over a 
broad range of concentrations selected 
on the basis of a preliminary assay. 
Effective treatment times should also be 
selected in the preliminary assay. 

IB) Among the criteria to be taken into 
consideration for determining the upper 
limits of test chemical concentration are 
cytotoxicity and solubility. Cytotoxicity 
of the test chemical may be altered in 
the presence of metabolic activation 
systems. For toxic chemicals, the highest 
concentration tested should not reduce 
survival below 10 percent of that seen in 
the control cultures. Relatively insoluble 
chemicals should be tested up to the 
limits of solubility. For freely soluble 
nontoxic chemicals, the upper test 
chemical concentration should be 
determined on a case by case basis. 

(C) Each test should include five 
treatment points; two at fixed 
concentrations for different time 
periods, and three at varying 
concentrations for fixed periods of time. 

(D) When appropriate, a positive 
response should be confirmed by testing 
over a narrow range of concentrations. 

(e) Test performance—{\) Treatment 

(i) Growing or nongrowing conidia 
should be exposed to the test chemical 
with and without metabolic activation. 

At the end of the exposure period, 
treatment should be terminated by 
chemical quenching. The quenching 
solution may contain 0.1 percent sodium 
thiosulfate. 

(ii) Conidia should then be plated on 
the appropriate media to determine 


mutation induction and viability. At the 
end of the incubation period, colonies 
should be scored for viability and 
mutation induction. 

(iii) Mutants should be classified 
according to color and morphology. 

(iv) Both mutation frequency and 
viability should be determined both 
immediately before and immediately 
after chemical treatment. 

(2) Incubation conditions . All plates in 
a given test should be incubated for the 
same time period. This incubation 
period may be from 2 to 7 days at 30 *C. 

(3) Number of cultures. Generally, 15 
to 20 individual plates per concentration 
should be used. 

(f) Data and report —(1) Treatment of 
results. Individual plate counts for test 
substance and controls should be 
presented for both mutation induction 
and survival. The mean number of 
colonies per plate and standard 
deviation should be presented. Data 
should be presented in tabular form 
indicating, as applicable, numbers of 
colonies counted, numbers of mutants 
identified and classification of mutants 
(e.g., color segregants). Sufficient detail 
should be provided for verification of 
survival and mutation frequencies. 

(2) Statistical evaluation . Data should 
be evaluated by appropriate statistical 
techniques. 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive result, one of which Is a 
statistically significant dose-related 
increase in the number of mutant 
colonies. Another criterion may be 
based upon detection of a reproducible 
and statistically significant positive 
response for at least one of the test 
points. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the number of 
mutant colonies or a statistically 
significant and reproducible positive 
response at any one of the test points is 
considered nonmutagenic in this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation, (i) Positive results 
from the ad-3 system in N. crass a 
indicate that, under the test conditions, 
the test substance causes mutations in 
the DNA of this organism. 

(ii) Negative results indicate that 
under the test conditions the test 
substance is not mutagenic in N. crassa. 

(5) Test report. In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart J the 
following specific information should be 
reported: 

(1) Strain of organism used in the 
assay. 


(ii) Tost chemical vehicle, doses used 
ond rationale for dose selection. 

(iii) Method used for preparation of 
conida. 

(iv) Treatment conditions, including 
length of exposure and method used to 
stop treatment. 

(v) Incubation times and temperature. 

(vi) Details of both the protocol used 
to prepare the metabolic activation 
system and of its use in the assay. 

(vii) Dose-response relationship, if 
applicable. 

(g) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Brockman, H.E., de Serrcs. FJ. 
'induction of ad-3 mutants of 
Neurosporo crassa by 2-aminopurine,'' 
Genetics 48: 597-004 (1963). 

(2) de Serres, F.J., Mailing, H.V. 
“Measurement of recessive lethal 
damage over the entire genome and at 
two specific loci in the ad-3 region of a 
two-component heterokaryon of 
Neurospora crassa . M Chemical 
mutagens: principles and methods for 
their detection. Vol. 2, Ed. Hollaender. 

A. (New York and London: Plenum 
Press. 1971) pp. 311-342. 

(3) Matzinger. P.K. Ong. T-M. “In vitro 
activation of aflatoxin Bi to metabolites 
mutagenic in Neurospora crassa . M 
Mutation Research . 37:27-32 (1976). 

8 798.5265 The Salmonella typhlmurium 
reverse mutation assay. 

(a) Purpose. The Salmonella 
typhimurium histidine (his) reversion 
system is a microbial assay which 
measures his” —* his* reversion induced 
by chemicals which cause base changes 
or frameshift mutations in the genome of 
this organism. 

(b) Definitions. (1) A reverse mutation 
assay in Salmonella typhimurium 
detects mutation in a gene of a histidine 
requiring strain to produce a histidine 
independent strain of this organism. 

(2) Base pair mutagens are agents 
which cause a base change in the DNA. 
In a reversion assay, this change may 
occur at the site of the original mutation 
or at a second site in the chromosome. 

(3) Frameshift mutagens are agents 
which cause the addition or deletion of 
single or multiple base pairs in the DNA 
molecule. 

(c) Reference substances. These may 
include, but need not be limited to, 
sodium azide. 2-nitrofluorene, 9- 
aminoacridine, 2-aminodnthracene, 
congo red, benzopurpurin 4B, trypan 
blue or direct blue 1. 

(d) Test method — (1) Principle. 
Bacteria are exposed to test chemical 
with and without a metabolic activation 









39440 Federal Register / Vol. 50, No. 186 / Friday, September 27, 1985 / Rules and Regulations 


system and plated onto minimal 
medium. After a suitable period of 
incubation, revertant colonies are 
counted and compared to the number of 
spontaneous revertants in an untreated 
and/or vehicle control culture. 

(2) Description . Several methods for 
performing the test have been described. 
Among those used are: 

(i) The direct plate incorporation 
method. 

(ii) The preincubation method. 

(iii) The azo-reduction method. 

The procedures described here are for 
the direct plate incorporation method 
and the azo-reduction method. 

(3) Strain selection — (1) Designation . 
At the present time four strains. TA 
1535. TA 1537, TA 98 and TA 100 should 
be used. The use of other strains in 
addition to these four is left to the 
discretion of the investigator. 

(ii) Preparation and storage. 
Recognized methods of stock culture 
preparation and storage should be used. 
The requirement of histidine for growth 
should be demonstrated for each strain. 
Other phenotypic characteristics should 
be checked using such methods as 
crystal violet sensitivity and resistance 
to ampicillin. Spontaneous reversion 
frequency should be in the range 
expected either as reported in the 
literature or as established in the 
laboratory by historical control values. 

(iii) Bacterial growth. Fresh cultures 
of bacteria should be grown up to the 
late exponential or early stationary 
phase of growth (approximately lOMO* 
cells per ml). 

(4) Metabolic activation. Bacteria 
should be exposed to the test substance 
both in the presence and absence of an 
appropriate metabolic activation 
system. For the direct plate 
incorporation method, the most 
commonly used system is a cofactor 
supplemented postmitochondrial 
fraction prepared from the livers of 
rodents treated with enzyme inducing 
agents such as Aroclor 1254. For the azo¬ 
reduction method, a cofactor 
supplemented postmitochondrial 
fraction prepared from the livers of 
untreated hamsters is preferred. For this 
method, the cofactor supplement should 
contain flavin mononucleotide, 
exogenous glucose 6-phosphate 
dehydrogenase. NADH and excess of 
glucose-6-phosphate. 

(5) Control groups— (i) Concurrent 
controls. Concurrent positive and 
negative (untreated and/or vehicle) 
controls should be included in each 
experiment. Positive controls should 
ensure both strain responsiveness and 
efficacy of the metabolic activation 
system. 


(ii) Strain specific positive controls. 
Strain specific positive controls should 
be included in the assay. Examples of 
strain specific positive controls are as 
follows: 

(A) Strain TA 1535. TA 100. sodium 
azide. 

(B) TA 98. 2-nitrofluorene. 

(C) TA 1537, 9-ami noacridine. 

(iii) Positive controls to ensure the 
efficacy of the activation system. The 
positive control reference substance for 
tests including a metabolic activation 
system should be selected on the basis 
of the type of activation system used in 
the lest 2-Aminoonthracene is an 
example of a positive control compound 
in plate-incorporation tests using 
postmitochondrial fractions from the 
livers of rodents treated with enzyme 
inducing agents such as Aroclor-1254. 
Congo red is an example of a positive 
control compound in the azo-reduction 
method. Other positive control reference 
substances may be used. 

(iv) Class-specific positive controls. 
The azo-reduction method should 
include positive controls from the same 
class of compounds as the test agent 
wherever possible. 

(6) Test chemicals — (i) Vehicle. Test 
chemicals and positive control reference 
substances should be dissolved in an 
appropriate vehicle and then further 
diluted in vehicle for use in the assay. 

(ii) Exposure concentrations. (A) The 
test should initially be performed over a 
broad range of concentrations. Among 
the criteria to be taken into 
consideration for determining the upper 
limits of test chemical concentration are 
cytotoxicity and solubility. Cytotoxicity 
of the test chemical may be altered in 
the presence of metabolic activation 
systems. Toxicity may be evidenced by 
a reduction in the number of 
spontaneous revertants. a clearing of the 
background lawn or by the degree of 
survival of treated cultures. Relatively 
insoluble compounds should be tested 
up to the limits of solubility. For freely 
soluble nontoxic chemicals, the upper 
test chemical concentration should be 
determined on a case by case basis. 

(B) Generally, a maximum of 5 mg/ 
plate for pure substances is considered 
acceptable. At least 5 different amounts 
of test substance should be tested with 
adequate intervals between test points. 

(C) When appropriate, a positive 
response should be confirmed by testing 
over a narrow range of concentrations. 

(e) Test performance —(1) Direct plate 
incorporation method. For this test 
without metabolic activation, test 
chemical and 0.1 ml of a fresh bacterial 
culture should be added to 2.0 ml of 
overlay agar. For tests with metabolic 
activation. 0.5 ml of activation mixture 


containing an adequate amount of 
postmitochondrial fraction should bt* 
added to the agar overlay after the 
addition of test chemical and bacteria. 
Contents of each tube should be mixed 
and poured over the surface of a 
selective agar plate. Overlay agar 
should be allowed to solidify before 
incubation. At the end of the incubation 
period, revertant colonies per plate 
should be counted. 

(2) Azo-reduction method, (i) For this 
test with metabolic activation. 0.5 ml of 
S-9 mix containing 150 pi of S-9 and 0.1 
ml of bacterial culture should be added 
to a test tube kept on ice. One-tenth ml 
of chemical should be added and the 
tubes should be incubated with shaking 
at 30 *C for 30 min. At the end of the 
incubation period. 2.0 ml of agar should 
be added to each tube, the contents 
mixed and poured over the surface of a 
selective agar plate. Overlay agar 
should be allowed to solidify before 
incubation. At the end of the incubation 
period, revertant colonies per plate 
should be counted. 

(ii) For tests without metabolic 
activation. 0.5 ml of buffer should be 
used in place of the 0.5 ml of S-9 mix. 

All other procedures should be the same 
as those used for the test with metabolic 
activation. 

(3) Other methods. Other methods 
may also be appropriate. 

(4) Media. An appropriate selective 
medium with an adequate overlay agar 
should be used. 

(5) Incubation conditions. All plates 
within a given experiment should be 
incubated for the same time period. This 
incubation period should be for 48-72 
hours at 37 *C. 

(6) Number of cultures. In general, all 
plating should be done at least in 
triplicate. If scientifically justified, the 
use of duplicates may be acceptable. All 
results should be confirmed in an 
independent experiment. 

(f) Data and report — (1) Treatment of 
results. Data should be presented as 
number of revertant colonies per plate 
for each replicate and dose. The 
numbers of revertant colonies on both 
negative (untreated and/or vehicle) and 
• positive control plates should also be 
presented. Individual plate counts, the 
mean number of revertant colonies per 
plate and standard deviation should be 
presented for test chemical and positive 
and negative (untreated and/or vehicle) 
controls. 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results, (i) There 

are several criteria for determining a 
positive result, one of which is a 
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statistically significant dose-related 
increase in the number of revertants. 
Another criterion may be based upon 
detection of a reproducible and 
statistically significant positive response 
for at least one of the test substance 
concentrations. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the number of 
revertants of a statistically significant 
and reproducible positive response at 
any one of the test points is considered 
non mutagenic in this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Teit evaluation . (i) Positive results 
from the S. typhimurium reverse 
mutation assay indicate that, under the 
test conditions, the test substance 
induces point mutations by base 
changes or frameahifls in the genome of 
this organism. 

(ii) Negative results indicate that 
under the test conditions the test 
substance is not mutagenic in S. 

typhimurium . 

(5) Test report In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart J. the 
following specific information should be 

reported: 

(i) Bacteria] strain used. 

(ii) Metabolic activation system used 
and its preparation for use in the assay; 
for S-9 preparations this should include 
cofactor cocktail (contents, storage 
conditions and amount used); source 
and amount of S-9 and details of 
preparation and storage of S-9 mix. 

(iii) Dose levels and rationale for 
selection of dose. 

(iv) Positive and negative controls. 

(v) Individual plate counts, mean 
number of revertant colonies per plate, 
standard deviation. 

(vi) Dose-response relationship, if 
applicable. 

(#) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Ames. B.N.. McCann. J.. Yamasaki, 
E. "Methods for detecting carcinogens 
and mutagens with the Salmonella/ 
mammalian*micro9ome mutagenicity 
test** Mutation Research 31:247-354 
(1975). 

(2) de Serres, F.J.. Shelby, M.D. The 
Salmonella mutagenicity assay: 
recommendations,*' Science 203:563-565 

(1979). 

(3) Prival, M.J., Mitchell. V.D. 

Analysis of a method for testing azo 

dyes for mutagenic activity in 
So/monel/a typhimurium in the presence 
of flavin mononucleotide and hamster 


liver S-9,*’ Mutation Research 97:103- 
116(1962). 

(4) Vogel, H.J., Bonner, D.M. 

M Acetylomithinase of E. coli: partial 
purification and some properties,*’ 
Journal of Biological Chemistry. 2184)7- 
106 (1950). 

§ 789.5275 Sex-Nnked recessive lethal test 
in Drosophila metano^aster. 

(a) Purpose. The sex-linked recessive 
lethal (SLRL) test using Drosophila 
melanogaster detects the occurrence of 
mutations, both point mutations and 
small deletions, in the germ line of the 
insect. This test Is a forward mutation 
assay capable of screening for 
mutations at about 800 loci on the X- 
chromosome. This represents about 80 
percent of all X-chromosome loci. The 
X-chromosome represents 
approximately one-fifth of the entire 
haploid genome. 

(b) Definitions. (1) Lethal mutation is 
a change in the genome which, when 
expressed, causes death to the carrier. 

(2) Recessive mutation is a change in 
the genome which is expressed in the 
homozygous or hemizygous condition. 

(3) Sex-Linked genes are present on 
the sex (X or Y) chromosomes. Sex- 
linked genes in the context of this 
guideline refer only to those located on 
the X-chromosome. 

(c) Reference substances . These may 
include, but need not be limited to. ethyl 
methanesulfonate or N-nitroso- 
dimethylamine. 

(d) Test method— (1) Principle . 
Mutations in the X-chromosome of D. 
melanogaster are phenotypically 
expressed in males carrying the mutant 
gene. When the mutation is lethal in the 
hemizygous condition, its presence is 
inferred from the absence of one class of 
male offspring out of the two that are 
normally produced by a heterozygous 
female. The SLRL test takes advantage 
of these facts by means of specially 
marked and arranged chromosomes. 

(2) Description. Wild-type males are 
treated and mated to appropriate 
females. Female offspring are mated 
individually to their brothers, and in the 
next generation the progeny from each 
separate dose are scored for 
phenotypically wild-type males. 

Absence of these males indicates that a 
sex-linked recessive lethal mutation has 
occurred in a germ cell of the Pi male. 

(3) Drosophila stacks. Males of a well- 
defined wild type stock and females of 
the Muller-5 stock may be used. Other 
appropriately marked female stocks 
with multiple inverted X-chromosomes 
may also be used. 

(4) Control groups —(i) Concurrent 
controls. Concurrent positive and 


negative (vehicle) controls should be 
included in each experiment. 

(ii) Positive controls . Examples of 
positive controls include ethyl 
methanesulfonate and N-nitroso- 
dimethylamine. 

(iii) Other positive controls. Other 
positive control reference substances 
may be used. 

(iv) Negative controls. Negative 
(vehicle) controls should be included. 
The size of the negative (vehicle) control 
group should be determined by the 
availability of appropriate laboratory 
historical control data. If the historical 
control data are of sufficient numbers, 
concurrent controls may not be 
necessary. 

(5) Test chemicals—(i) Vehicle . Test 
chemicals should be dissolved in water. 
Compounds which are insoluble in 
water may be dissolved or suspended in 
appropriate vehicles (e.g., a mixture of 
ethanol and Tween-60 or 80) and then 
diluted in water or saline prior to 
administration. Dimethylsulfoxide 
should br avoided as a vehicle. 

(ii) Dose levels. For the initial 
assessment of mutagenicity, it may be 
sufficient to test a single dose of the test 
substance. This dose should be the 
maximum tolerated dose or that which 
produces some indication of toxicity. If 
the test is being used to verify 
mutagenic activity in this system at least 
two additional exposure levels should 
be used. 

(iii) Route of administration. Exposure 
may be oral, by injection or by exposure 
to gases or vapors. Feeding of the test 
compound may be done in sugar 
solution. When necessary, substances 
may be dissolved in 0.7 percent NaCl 
solution and injected into the thorax or 
abdomen. 

(e) Test performance — (1) Treatment 
and mating. Wild-type males (3 to 5 
days old) should be treated with the test 
substance and mated individually to an 
excess of virgin females from the 
Muller-5 stock or females from another 
appropriately marked (with multiply- 
inverted X-chromosomes) stock. The 
females should be replaced with fresh 
virgins every 2 to 3 days to cover the 
entire germ cell cycle. The offspring of 
these females are scored for lethal 
effects corresponding to the effects on 
mature sperm, mid or late stage 
spermatids, early spermatids, 
spermatocytes and spermatogonia at the 
time of treatment 

(2) Fl matings . Heterozygous Fi 
females from the above crosses should 
be allowed to mate individually (i.e., one 
female per vial) with their brothers. In 
the Fs generation, each culture should be 
scored for the absence of wild-type 
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males. If a culture appears to have 
arisen from an Ft female carrying a 
lethal in the parental X-chromosome 
(i.e., no males with the treated 
chromosome are observed), daughters of 
that female with the same genotype 
should be tested to ascertain if the 
lethality is repeated in the next 
generation. 

(3) Number of matings, (i) The test 
should be designed with a 
predetermined sensitivity and power. 
The number of flies in each group should 
reflect these defined parameters. The 
spontaneous mutant frequency observed 
in the appropriate control group will 
strongly influence the number of treated 
chromosomes that must be analysed to 
detect substances which show mutation 
rates close to those of the controls. 

(ii) Test results should be confirmed in 
a separate experiment. 

(0 Data and report—{\) Treatment of 
results. Data should be tabulated to 
show the number of chromosomes 
tested, the number of nonfertile males 
and the number of lethal chromosomes 
at each exposure concentration and for 
each mating period for each male 
treated. Numbers of clusters of different 
size per male should be reported. 

(2) Statistical evaluation, Data should 
be evaluated by appropriate statistical 
techniques. 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant dose-related 
increase in the number of sex-lined 
recessive lethals. Another criterion may 
be based upon detection of a 
reproducible and statistically significant 
positive response for at least one of the 
test points. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the number of 
sex-linked recessive lethals or a 
statistically significant and reproducible 
positive response at any one of the test 
points is considered non-mutagenic in 
this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation, (i) Positive results 
in the SLRL test in D. melanogaster 
indicate that under the test conditions 
the test agent causes mutations in germ 
cells of this insect. 

(ii) Negative results indicate that 
under the test conditions the test 
substance is not mutagenic in D. 
melanogaster. 

(5) Test report. In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart J the 
following s|*ecific information should be 
reported. 


(i) Drosophila stock used in the assay, 
age of insects, number of males treated, 
number of sterile males, number of Fj 
cultures established, number of F? 
cultures without progeny. 

(ii) Test chemical vehicle, treatment 
and sampling schedule, exposure levels, 
toxicity data, negative (vehicle) and 
positive controls, if appropriate. 

(iii) Criteria for scoring lethals. 

(iv) Number of chromosomes tested, 
number of chromosomes scored, number 
of chromosomes carrying a lethal 
mutation. 

(v) Historical control data, if 
available. 

(vi) Dose-response relationship, if 
applicable. 

(g) References. For additional 
background information on this test 
guideline the following references 
should be consulted: , 

(1) Sobels, F.H., Vogel, E. “The 
capacity of Drosophila for detecting 
relevant genetic damage,’* Mutation 
Research 41:95-106 (1976). 

(2) Wurgler FJL. Sobels F.H.. Vogel E. 
"Drosophila as assay system for 
detecting genetic changes,” Handbook of 
mutagenicity test procedures. Eds. 
Kilbey. B.J., Legator, M., Nichols, W., 
Ramel, C.. (Amsterdam: Elsevier/North 
Holland Biomedical Press, 1977) pp. 335- 
373. 

} 798.5300 Detection of gene mutations in 
somatic cells In culture. 

(a) Purpose. Mammalian cell culture 
systems may be used to detect 
mutations induced by chemical 
substances. Widely used cell lines 
include L5178Y mouse lymphoma cells 
and the CHO and V-79 lines of Chinese 
hamster cells. In these cell lines the 
most commonly used systems measure 
mutation at the thymidine kinase (TK). 
hypoxanthine-guanine-phosphoribosyl 
transferase (HPRT) and Na*/K* ATPase 
loci. The TK and HPRT mutational 
systems detect base pair mutations, 
frameshift mutations, and small 
deletions: the Na*/K* ATPase system 
detects base pair mutations only. 

(b) Definitions. (1) A forward 
mutation assay detects a gene mutation 
from the parental type to the mutant 
form which gives rise to a change in an 
enzymatic or functional protein. 

(2) Base pair mutagens are agents 
which cause a base change in the DNA. 

(3) Frameshift mutagens are agents 
which cause the addition or deletion of 
single or multiple base pairs in the DNA 
molecule. 

(4) Phenotypic expression time is a 
period during which unaltered gene 
products are depleted from newly 
mutated cells 


(c) Reference substances. These may 
include, but need not be limited to. ethyl 
methanesulfonate. N-nltroso- 
dimethylamine. 2-acetylaminofluorene, 
7,12-dimethylbenzanthracene or 
hycanthone. 

(d) Test method —(1) Principle. Cells 
are exposed to test substance, both with 
and without metabolic activation, for a 
suitable period of time and subcultured 
to determine cytotoxicity and to allow 
phenotypic expression prior to mutant 
selection. Cells deficient in thymidine 
kinase (TK) due to the forward mutation 
TK*—TK~ are resistant to the cytotoxic 
effects of pyrimidine analogues such as 
bromodeoxyuridine (BrdU), 
fluorodeoxyuridine (FdU) or 
trifluorothymidine (TFT). The deficiency 
of the "salvage*’ enzyme thymidine 
kinase means that these antimetabolites 
are not incorporated into cellular 
nucleotides and the nucleotides needed 
for cellular metabolism are obtained 
solely from de novo synthesis. However, 
in the presence of thymidine kinase. 
BrdU, FdU or TFT are incorporated into 
the nucleotides, resulting in inhibition of 
cellular metabolism and cytotoxicity. 
Thus mutant cells are able to proliferate 
in the presence of BrdU, FdU or TFT 
whereas normal cells, which contain 
thymidine kinase, are not. Similarly cells 
deficient in HPRT are selected by 
resistance to 8-azaguanine (AG) or 6- 
thioguanine (TG) and cells with altered 
Na*/K* ATPase are selected by 
resistance to ouabain. 

(2) Description. Cells in suspension or 
monolayer culture are exposed to the 
test substance, both with and without 
metabolic activation, for a defined 
period of time. Cytotoxicity is 
determined by measuring the colony 
forming ability or growth rate of the 
cultures after the treatment period. The 
treated cultures are maintained in 
growth medium for a sufficient period of 
time—characteristic of each selected 
locus—to allow near-optimal phenotypic 
expression of induced mutations. 

Mutant frequency is determined by 
seeding known numbers of cells in 
medium containing the selective agent 
to detect mutanl cells, and in medium 
without selective agent to determine the 
cloning efficiency. After a suitable 
incubation time, cell colonies are 
counted. The number of mutant colonies 
In selective medium is adjusted by the 
number of colonies in nonselective 
medium to derive the mutant frequency. 

(3) Cells —(i) Type of cells used in the 
assay. A variety of cell lines are 
available for use in this assay including 
subclones of L517BY. CHO cells or V-79 
cells. Cell types used in this assay 
should have a demonstrated sensitivity 
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tu chemical mutagens, a high cloning 
efficiency and a low spontaneous 
mutation frequency. Cells should be 
checked for Mycoplasma contamination 
and may be periodically checked for 
karyotype stability. 

(ii) Cell growth and maintenance. 
Appropriate culture media and 
incubation conditions (culture vessels. 
COs concentrations, temperature and 
humidity) should be used. 

(4) Metabolic activation. Cells should 
be exposed to test substance both in the 
presence and absence of an appropriate 
metabolic activation system. 

(5) Control groups. Positive and 
negative (untreated and/or vehicle) 
controls should be included in each 
experiment. When metabolic activation 
is used, the positive control substance 
should be known to require such 
activation. 

(6) Test chemicals—[\] Vehicle . Test 
substances may be prepared in culture 
media or dissolved or suspended in 
appropriate vehicles prior to treatment 
of the cells. The final concentration of 
the vehicle should not interfere with cell 
viability or growth rate. 

(ii) Exposure concentrations. (A) The 
test should be designed to have a 
predetermined sensitivity and power. 
The number of cells, cultures, and 
concentrations of test substance used 
should reflect these defined parameters. 
The number of cells per culture is based 
on the expected background mutant 
frequency; a general guide is to use a 
number which is 10 times the inverse of 
this frequency. 

(B) Several concentrations (usually at 
least four) of the test substance should 
be used. These should yield a 
concentration-related toxic effect. The 
highest concentration should produce a 
low level of survival and the survival in 
the lowest concentration should 
approximate the negative control. 
Cytotoxicity should be determined after 
treatment with the test substance both 
in the presence and in the absence of an 
exogenous metabolic activation system. 
Relatively insoluble substances should 
be tested up to their limit of solubility 
under culture conditions. For frecly- 
soluble nontoxic substances the highest 
concentration used should be 
determined on a case-by-case basis. 

(e) Test performance. (1) Cells should 
be exposed to the test substance both 
with and without metabolic activation. 
Exposure should be for a suitable period 
of time, in most cases 1 to 5 hours is 
effective; exposure time may be 
extended over one or more cell cycles. 

(2) At the end of the exposure period, 
cells should be washed and cultured to 
determine viability and to allow for 
expression of the mutant phenotype. 


(3) At the end of the expression 
period, which should be sufficient to 
allow near optimal phenotypic 
expression of induced mutants, cells 
should be grown in medium with and 
without selective agent(s) for 
determination of numbers of mutants 
and closing efficiency, respectively. 

(4) Results should be confirmed in an 
independent experiment. 

(f) Date and report —(1) Treatment of 
results. Data should be presented in 
tabular form. Individual colony counts 
for the treated and control groups 
should be presented for both mutation 
induction and survival. Survival and 
cloning efficiencies should be given as a 
percentage of the controls. Mutant 
frequency should be expressed as 
number of mutants per number of 
surviving cells. 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3} Interpretation of results, (i) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant concentration- 
related increase in the mutant 
frequency. Another criterion may be 
based upon detection of o reproducible 
and statistically significant positive 
response for at least one of the test 
substance concentrations. 

(ii) A test substance which does not 
produce either a statistically significant 
concentration-related increase in the 
mutant frequency or a statistically 
significant and reproducible positive 
response at any one of the test points is 
considered nonmutaaenic in this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation. (I) Positive results 
for an in vitro mammalian cell gene 
mutation test indicate that, under the 
test conditions, a substance induces 
gene mutations in the cultured 
mammalian cells used. 

(ii) Negative results indicate that, 
under the test conditions, the test 
substance does not induce gene 
mutations in the cultured mammalian 
cells used. 

(5) Test report. In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart J the 
following specific information should be 
reported: 

(i) Cell type used, number of cell 
cultures, methods used for maintenance 
of cell cultures. 

(ii) Rationale for selection of 
concentrations and number of cultures. 

(iii) Test conditions; composition of 
media, COa concentration, concentration 
of test substance, vehicle, incubation 
temperature, incubation time, duration 


of treatment, cell density during 
treatment, type of metabolic activation 
system, positive and negative controls, 
length of expression period (including 
number of cells seeded and subculture 
and feeding schedules, if appropriate), 
selective agent(s). 

(iv) Methods used to enumerate 
numbers of viable and mutant cells. 

(v) Dose-response relationship, where 
possible. 

(g) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Amacher. D.E., Paillet, S.C.. Ray, V. 
“Point mutations at the thymidine 
kinase locus in L517BY mouse lymphoma 
cells. 1. Application to genetic toxicology 
testing/* Mutation Research. 64:391-406 
(1979). 

(2) Amacher. D.E., Paillet. S.C., Turner, 
G.N., Ray. V.A. Salsburg. V.A. “Point 
mutations at the thymidine kinase locus 
in L5178Y mouse lymphoma cells, n. 

Test validation and interpretation/* 
Mutation Research . 72:447-474 (1980). 

(3) Bradley. M.O.. Bhuyan B., Francis. 
M.C.. Langenback, R., Peterson. A., 
Hubcrman. E. “Mutagenesis by chemical 
agents in V-79 Chinese hamster cells: a 
review and analysis of the literature: a 
report of the Cene-Tox Program/* 
Mutation Research , 87:81-142 (1981). 

(4) Clive, D., JohnBon. K.O.. Spector. 
J.F.S.. Batson, A.G., Brown. M.M. 
“Validation and characterization of the 
L5178Y TK*/~ mouse lymphoma 
mutagen assay system/* Mutation 
Research. 59:61-108 (1979). 

(5) Clive, D.. Spector, J.F.S. 

“Laboratory procedures for assessing 
specific locus mutations at the TK locus 
in cultured L5178Y mouse lymphoma 
cells," Mutation Research. 31:17-29 
(1975). 

(6) Hsie, A.W.. Casciano, D.A., Couch, 
D.B., Krahn. D.F., O’Neill, J.P., Whitfield. 
B.L. “The use of Chinese hamster ovary 
cells to quantify specific locus mutation 
and to determine mutagenicity of 
chemicals: a report of the U.S. EPA*s 
Cene-Tox Program/* Mutation 
Research. 88:193-214 (1981). 

$ 790.5375 In vitro mammalian 
cytogenetics. 

(a) Purpose. The in vitro cytogenetics 
test is a mutagenicity test system for the 
detection of chromosomal aberrations in 
cultured mammalian cells. Chromosomal 
aberrations may be either'structural or 
numerical. However, because 
cytogenetic assays are usually designed 
to analyse cells at their first post¬ 
treatment mitosis and numerical 
aberrations require at least one cell 
division to be visualized, this type of 
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aberration is generally not observed in a 
routine cytogenetics assay. Structural 
aberrations may be of two types, 
chromosome or chromatid. 

(b) Definitions. (1) Chromosome-type 
aberrations are changes which result 
from damage expressed in both sister 
chromatids at the same time. 

(2) Chromatid-type aberrations are 
damage expressed as breakage of single 
chromatids or breakage and/or reunion 
between chromatids. 

(c) Reference substances. Not 
applicable. 

fd) Test method —(1) Principle, In 
vitro cytogenetics assays may employ 
cultures of established cell lines, cell 
strains or primary cell cultures. Cell 
cultures are exposed to the test 
substance both with and without 
metabolic activation. Following 
exposure of cell cultures to test 
substances, they are treated with a 
spindle inhibitor (e.g., colchicine or 
Colcemid*) to arrest cells in a 
metaphase-like stage of mitosis (c* 
metaphase). Cells are then harvested 
and chromosome preparations made. 
Preparations are stained and metaphase 
cells are analyzed for chromosomal 
aberrations. 

(2) Description. Cell cultures are 
exposed to test compounds and 
harvested at various intervals after 
treatment. Prior to harvesting, cells are 
treated with a spindle inhibitor (e.g., 
colchicine or Colcemid*) to accumulate 
cells in c-metaphase. Chromosome 
preparations from cells are made, 
stained and scored for chromosomal 
aberrations. 

(3) Cells—{\) Type of cells used in the 
assay. There are a variety of cell lines or 
primary cell cultures, including human 
cells, which may be used in the assay. 
Established cell lines and strains should 
be checked for Mycoplasma 
contamination and may be periodically 
checked for karyotype stability. 

(ii) Cell growth and maintenance. 
Appropriate culture media, and 
incubation conditions (culture vessels 
COj concentrations, temperature and 
humidity) should be used. 

(4) Metabolic activation. Cells should 
be exposed to test substance both in the 
presence and absence of an appropriate 
metabolic activation system. 

(5) Control groups. Positive and 
negative (untreated and/or vehicle) 
controls both with and without 
metabolic activation should be included 
in each experiment. When metabolic 
activation i9 used, the positive control 
substance should be known to require 
such activation. 

(6) Test chemicals —(i) Vehicle. Test 
substances may be prepared in culture 
media or dissolved or suspended in 


appropriate vehicles prior to treatment 
of the cells. Final concentration of the 
vehicle should not interfere with cell 
viability or growth rate. 

(ii) Exposure concentrations. Multiple 
concentrations of the test substance 
over a range adequate to define the 
response should be tested. The highest 
test substance concentration tested with 
and without metabolic activation should 
show evidence or cytotoxicity or 
reduced mitotic activity. Relatively 
insoluble substances should be tested 
up to the limit of solubility. For freely 
soluble nontoxic chemicals, the upper 
test chemical concentration should be 
determined on a case by case basis. 

(e) Test performance-—ft) Established 
cell lines and strains. Prior to use in the 
assay, cells should be generated from 
stock cultures, seeded in culture vessels 
at the appropriate density and incubated 
at 37 - C. 

(2) Human lymphocyte cultures. 
Heparinized or acid-citrate-dextrose 
whole blood should be added to culture 
medium containing a mitogen, e g., 
phytohemagglutinin (PHA) and 
incubated at 37 *C. White cells 
sedimented by gravity (buffy coat) or 
lymphocytes which have been purified 
on a density gradient may also be 
utilized. 

(3) Treatment with test substance. For 
established cell lines and strains, cells 
in the exponential phase of growth 
should be treated with test substances 
in the presence and absence of a 
metabolic activation system. Mitogen- 
stimulated human lymphocyte cultures 
may be treated with the test substance 
in a similar manner. 

(4) Number of cultures. At least two 
independent cultures should be used for 
each experimental point. 

(5) Culture harvest time, (i) For 
established cell lines and strains 
multiple harvest times are 
recommended. However, for screening 
purposes, a single harvest time. e.g. 24 
hrs, may be appropriate. If the test 
chemical changes the cell cycle length, 
the fixation intervals should be changed 
accordingly. 

(ii) For human lymphocyte cultures, 
the substance to be tested may be added 
to the cultures at various times after 
mitogen stimulation so that there is a 
single harvest time after the initiation of 
the cell culture. Alternatively, a single 
treatment may be followed by multiple 
harvest times. Harvest time should be 
extended for those chemicals which 
induce an apparent cell cycle delay. 
Because the population of human 
lymphocytes is only partially 
synchronized, a single treatment, at, or 
close to. the time when metaphase 
stages first appear in the culture will 


include cells in all phases of the division 
cycle. Therefore, a single harvest at the 
time of second mitosis may be carried 
out for screening purposes. 

(iii) Cell cultures are treated with a 
spindle inhibitor, (e.g. colchicine or 
Colcemid*). 1 or 2 hours prior to 
harvesting. Each culture is harvested 
and processed separately for the 
preparation of chromosomes. 

(8) Chromosome preparation. 
Chromosome preparation involves 
hypotonic treatment of the cells, fixation 
and staining. 

(7) Analysis. Slides should be coded 
before analysis. The number of cells to 
be analysed should be based upon the 
spontaneous control frequency, defined 
sensitivity and the power chosen for the 
test before analysis. In human 
lymphocytes, only cells containing 40 
centromeres should be analysed. In 
established cell lines and strains, only 
metaphases containing ±2 centromeres 
of the modal number should be 
analysed. Uniform criteria for scoring 
aberrations should be used. 

(0 Data and report— (1) Treatment of 
results. Data should be presented in a 
tabular form. Different types of 
structural chromosomal aberrations 
should be listed with their numbers and 
frequencies for experimental and control 
groups. Data should be evaluated by 
appropriate statistical methods. Caps or 
achromatic lesions are recorded 
separately and not included in the total 
aberration frequency. 

(2) Statistical evaluation. Data should, 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive result, one of which Is a 
statistically significant dose-related 
increase in the number of structural 
chromosomal aberrations. Another 
criterion may be based upon detection 
of a reproducible and statistically 
significant positive response for at least 
one of the test substance concentrations 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the number of 
structural chromosomal aberrations or a 
statistically significant and reproducible 
positive response at any one of the test 
points is considered nonmutagenic in 
this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation, (i) Positive results 
in the in vitro cytogenetics assay 
indicate that under the test conditions 
the test substance induces chromosome; 
aberrations in cultured mammalian 
somatic cells. 
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(ii) Negative results indicate that 
under the test conditions the test 
substance does not induce chromosomal 
aberrations in cultured mammalian 
somatic cells. 

(5) Test report . In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart J the 
following specific information should be 
reported: 

(i) Cells used, density and passage 
number at time of treatment, number of 
cell cultures. 

(ii) Methods used for maintenance of 
cell cultures including medium, 
temperature and COa concentration. 

(iii) Test chemical vehicle, 
concentration and rationale for the 
selection of the concentrations used in 
the assay, duration of treatment. 

(iv) Details of both the protocol used 
to prepare the metabolic activation 
system and of its use in the assay. 

(v) Identity of spindle inhibitor, its 
concentration and duration of treatment. 

(vi) Time of cell harvest. 

(vii) Positive and negative controls. 

(viii) Methods used for preparation of 

slides for microscopic examination. 

(ix) Number of metaphases analysed. 

(xj Mitotic index where applicable. 

(xi) Criteria for scoring aberrations. 

(xii) Type and number of aberrations, 
given separately for each treated and 
control culture, total number of 
aberrations per group; frequency 
distribution of number of chromosomes 
in established cell lines and strains. 

(xiii) Dose-response relationship, if 
applicable. 

(g) References, For additional 
background information on this test 
guideline the following references 
should be consulted. 

(1) Ames. B.N., McCann, J., Yamasaki, 
£ “Methods for detecting carcinogens 
and mutagens with the Salmonella/ 
mammalian-microsome mutagenicity 
test" Mutation Research, 31:347-364 
(1975). 

(2) Evans, H.J. “Cytologies! methods 
for detecting chemical mutagens,'* 
Chemical mutagens, principles and 
methods for their detection . Vol. 4. Ed. 

A. Hollaender (New York, London: 
Plenum Press, 1976) pp. 1-29. 

(3) 1 Howard, P.N., Bloom, A.D., Krooth. 
R S. “Chromosomal aberrations induced 
by N-metbyl-N’-nitro-N-nitrosoguanidine 
in mammalian cells," In Vitro 7:359-365 
(1972). 

(4) Ishidate. M Jr., Odashima. S. 
“Chromosome tests with 134 compounds 
on Chinese hamster cells in vitro: a 
screening for chemical carcinogens," 
Mutation Research, 48:337-354 (1975). 

(5) Preston, R.J.. Au, W.. Bender. M.A.. 
Brcwen. J.C.. Carrano, A.V.. Meddle. 

I A., McFee. A.F., Wolff. S., Wassom, 


J.S., “Mammalian in vivo and in vitro 
cytogenetic assays: a report of the Gene- 
tox Program," Mutation Research, 

07:143-188 (1981). 

5 798.5385 In vivo mammalian bone 
marrow cytogenetics tests: Chromosomal 
analysis. 

(a) Purpose . The in vivo bone marrow 
cytogenetic test is a mutagenicity test 
for the detection of structural 
chromosomal aberrations. Chromosomal 
aberrations are generally evaluated in 
first post-treatment mitoses. With the 
majority of chemical mutagens, induced 
aberrations are of the chromatid type 
but chromosome type aberrations also 
occur. 

(b) Definitions. (1) Chromosome-type 
aberrations are changes which result 
from damage expressed in both sister 
chromatids at the same time. 

(2) Chromatid-type aberrations are 
damage expressed as breakage of sirigle 
chromatids or breakage and/or reunion 
between chromatids. 

(c) Reference substances. Not 
applicable. 

(d) Test method—(!) Principle. 
Animals are exposed to test chemicals 
by appropriate routes and are sacrificed 
at sequential intervals. Chromosome 
preparations are made from bone 
marrow cells. The stained preparations 
are examined and metaphase cells are 
scored for chromosomal aberrations. 

(2) Description. The method employs 
bone marrow of laboratory rodents 
which have been exposed to test 
chemicals. Prior to sacrifice, animals are 
further treated with a spindle inhibitor, 
(e.g., colchicine or Colcemid •) to arrest 
the cells in c-metaphase. Chromosome 
preparations from the cells are stained 
and scored for chromosomal 
aberrations. 

(3) Animal selection—{[) Species and 
strain. Any appropriate mammalian 
species may be used. Examples of 
commonly used rodent species are rats, 
mice, and hamsters. 

(ii) Age. Healthy young adult animals 
should be used. 

(iii) Number and sex. At least five 
female and five male animals per 
experimental and control group should 
be used. Thus, 10 animals would be 
sacrificed per time per group treated 
with the test compound if several test 
times after treatment are included in the 
experimental schedule. The use of a 
single sex or different number of 
animals should be justified. 

(iv) Assignment to groups. Animals 
should be randomized and assigned to 
treatment and control groups. 

(4) Control groups —(1) Concurrent 
controls. Concurrent positive and 


negative (vehicle) controls should be 
included in the assay. 

(ii) Positive controls. A single dose 
positive control showing a significant 
response at any one time point is 
adequate. A compound known to 
produce chromosomal aberrations in 
vivo should be employed as the positive 
control. 

(5) Test chemicals —(i) Vehicle . When 
possible, test chemicals should be 
dissolved in Isotonic saline or distilled 
water. Water insoluble chemicals may 
be dissolved or suspended in 
appropriate vehicles. The vehicles used 
should neither interfere with the test 
chemical nor produce toxic effects. 

Fresh preparations of the test compound 
should be employed. 

(ii) Dose levels . For an initial 
assessment, one dose of the test 
substance may be used, the dose being 
the maximum tolerated dose or that 
producing some indication of 
cytotoxicity (eg., partial inhibition of 
mitosis). Additional dose levels may be 
used. For determintation of dose- 
response. at least three dose levels 
should be used. 

(iii) Route of administration . The 
usual routes are oral or by 
intraperitonea 1 injection. Other routes 
may be appropriate. 

(iv) Treatment schedule. In general, 
test substances should be administered 
once only. However, based on 
toxicological information a repeated 
treatment schedule may be employed. 

(e) Test performance —(1) Generally 
the test may be performed in two 
assays, (i) Animals are treated with the 
test substance once at the selected 
dose(s). Samples are taken at three 
times after treatment. For rodenta, the 
central sampling interval is 24 hours. 
Since cell cycle kinetics can be 
influenced by the test substance, one 
earlier and one later sampling interval 
adequately spaced within the range of 6 
to 48 hours should be applied. Where 
the additional dose levels are tested in a 
subsequent experiment, samples should 
be taken at the predetermined most 
sensitive interval or, if this is not 
established, at the central sampling 
time. 

(ii) If a repeated treatment schedule is 
used at the selected dose(s), samples 
should be taken 6 and 24 hours after the 
last treatment; other sampling times may 
be used if justified. Where the 
additional dose levels are tested in 0 
subsequent experiment, samples should 
be taken at the predetermined most 
sensitive interval or. if this is not 
established, at 6 hours after the last 
treatment. 









39446 Federal Register / Vol. 50. No. 188 / Friday, September 27, 1985 / Rules and Regulations 


(2) Administration of spindle 
inhibitor. Prior to sacrifice, animals 
should be injected IP with an 
appropriate dose of a spindle inhibitor 
(eg., colchicine or Colcemid') to arrest 
cells in c-metuphase. 

(3) Preparation of slides. Immediately 
after sacrifice, the bone marrow should 
be obtained, exposed to hypotonic 
solution, and fixed. The cells should 
then be spread on slides und stained. 
Chromosome preparations should be 
made following standard procedures. 

(4) Analysis. The number of cells to be 
analysed per animal should be based 
upon the number of animals used, the 
negative control frequency, the 
predetermined sensitivity and the power 
chosen for the test. Sides should be 
coded before microscopic analysis. 

(f) Data and report~{\] Treatment of 
results. Data should be presented in 
tabular form for both cells and animals. 
Different types of structural 
chromosomal aberrations should be 
listed with their numbers and a mean 
frequency per cell for each animal in all 
treated and control groups. Caps 
(achromatic lesions) should be recorded 
separately and not included in the total 
abberration frequency. Differences 
among animals within each group 
should be considered before making 
comparisons between treated and 
control groups. 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant dose-related 
increase in the number of structual 
chromosomal aberrations or abnormal 
metaphase figures. Another criterion 
may be based upon detection of a 
reproducible and statistically significant 
positive response for a least one of the 
test points. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the number of 
chromosomal aberrations or obnormal 
metaphase figures or a statistically 
significant and reproducible positive 
response at any one of the test points is 
considered nonmutagenic in this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation. (I) Positive results 
in the in vivo bone marrow cytogenetics 
assay indicate that under the test 
conditions the test substance induces 
chromosomal aberrations in the bone 
marrow of the test species. 

(ii) Negative results indicate that 
under the test conditions, the test 
substance does not induce chromosomal 


aberrations in the bone marrow of the 
test species. 

(5) Test report. In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792. Subpart J the 
following specific information should be 
reported: 

(i) Species, strain, age. weight, number 
and sex of animals in each treatment 
and control group. 

(ii) Test chemical vehicle, dose levels 
used, rationale for dose selection. 

(iii) Route of administration, treatment 
and sampling schedules, toxicity data, 
negative and positive controls. 

(iv) Identity of spindle-inhibitor, its 
concentration and duration of treatment. 

(v) Details of the protocol used for 
chromosome preparation, number of 
cells scored per animal, type and 
number of aberrations given separately 
for each treated and control animal. 

(vi) Mitotic index, where applicable. 

(vii) Criteria for scoring aberrations. 

(viii) Number and frequency of 

aberrant cells per animal in each 
treatment and control groups. 

(ix) Total number of aberrations per 
group. 

(x) Number of cells with aberrations 
per group. 

(xi) Dose-response relationship, if 
applicable. 

(g) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Adler, I.D., Ramarao. G., Epstein, 
S.S. "In vivo cytogenetic effects of 
trimethyl-phosphate and of TEPA on 
bone marrow cells of male rats," 
Mutation Research . 13:283-273 (1971). 

(2) Evans. HJ. "Cytological methods 
for detecting chemical mutagens," 
Chemical Mutagens: Principles and 
Methods for Their Detection, Vol. 4. Ed 
A. Hollaender (New York and London: 
Plenum Press, 1976) pp. 1-29. 

(3) Kilian. J.D.. Moreland. F.E. Benge, 
M.C., Legator. M.S., Whorton, E.B. |r. "A 
collaborative study to measure 
intralaboratory variation with the in 
vivo bone morrow metaphase 
procedure." Handbook of mutagenicity 
test procedures. Eds. Kilby, B.|„ Legator, 
M. Nichols, C.. Ramel, D.. (Amsterdam: 
Elsevier/North Holland Biomedical 
Press, 1977) 243-260. 

(4) Preston, J.R.. Au, W., Bender. M.A.. 
Brewen, J.G.. Carrano, A.V. Heddle, J.A., 
McKee, A.F.. Wolff. S.. Wassom, J. 
"Mammalian in vivo and vitro 
cytogenetics assays: report of the Gene- 
Tox Program." Mutation Research . 
87:143-188(1961). 


§ 798.5395 In vivo mammatlan bone 
marrow cytogenetics taste: Micronucleus 

assay. 

(a) Purpose . The micronucleus test is a 
mammalian in vivo test which detects 
damage of the chromosomes or mitotic 
apparatus by chemicals. Polychromatic 
erythrocytes in the bone marrow of 
rodents are used in this assay. When the 
erythroblast develops into an 
erythrocyte the main nucleus is 
extruded and may leave a micronucleus 
in the cytoplasm. The visualization of 
micronuclei is facilitated in these cells 
because they lack a nucleus. 

Micronuclei form under normal 
conditions. The assay is based on an 
increase in the frequency of 
micronucleuted polychromatic 
erythrocytes in bone marrow of treated 
animals. 

(b) Definition . Micronuclei are small 
particles consisting of acentric 
fragments of chromosomes or entire 
chromosomes, which lag behind at 
anaphase of cell division. After 
telophase, these fragments may not be 
included in the nuclei of daughter cells 
and form single or multiple micronuclei 
in the cytoplasm. 

(c) Reference substances. Not 
applicable. 

(d) Test method—{ 1) Principle. 
Animals are exposed to test substance 
by an appropriate route. They are 
sacrificed, the bone marrow extracted 
and smear preparations made and 
stained. Polychromatic erythrocytes are 
scored for micronuclei under the 
microscope. 

(2) Description. The method employs 
bone marrow of laboratory mammals 
which are exposed to test substances. 

(3) Animal selection —(i) Species and 
strain. Mice are recommended 
However, any appropriate mammalian 
species may be used. 

(ii) Age. Healthy young adult animals 
should be used. 

(iii) Number and sex. At least five 
female and five male animals per 
experimental and control group should 
be used. Thus, 10 animals would be 
sacrificed per time per group if several 
test limes after treatment were included 
in the experimental schedule. The use of 
a single sex or a different number of 
animals should be justified. 

(iv) Assignment to groups. Animals 
should be randomized and assigned to 
treatment and control groups. 

(4) Control groups —(i) Concurrent 
controls. Concurrent positive and 
negative (vehicle) controls should be 
included in each assay. 

(ii) Positive controls . A compound 
known to produce micronuclei in vivo 
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should be employed as the positive 
control. 

(5) Test chemicals —(i) Vehicle . Solid 
and liquid test substances should be 
dissolved or suspended in distilled 
water or isotonic saline. Water insoluble 
chemicals may be dissolved or 
&uspended in appropriate vehicles. The 
vehicle used should neither interfere 
with the test compound nor produce 
toxic effects. Fresh preparations of the 
test compound should be employed. 

(ii) Dose levels. For an initial 
assessment. one dose of the test 
substance may be used, the dose being 
the maximum tolerated dose or that 
producing some indication of 
cytotoxicity, e.g. a change in the ratio of 
polychromatic to normochromatic 
erythrocytes. Additional dose levels 
may be used. For determination of dose 
response, at least three does levels 
should be used. 

(iii) Route of administration. The 
usual routes of administration are IP or 
ora). Other routes may be appropriate. 

(iv) Treatment schedule. Test 
substances should generally be 
administered only once. However, 
based upon toxicological information a 
repeated treatment schedule may be 
employed. 

(e) Test performance —(1) Treatment 
and sampling times, (i) Animals should 
be treated with the test substance once 
at the highest tolerated dose. Sampling 
times should coincide with the 
maximum response of the assay which 
varies with the test substance. 

Therefore, using the highest dose, bone 
marrow samples should be taken at 
least three times, starting not earlier 
than 12 hours after treatment, with 
appropriate intervals following the first 
sample but not extending beyond 72 
hours. When other doses are used 
sampling should be at the maximum 
sensitive period, or, if that is not known, 
approximately 24 hours after treatment. 
Other appropriate sampling times may 
be used in addition. 

(ii) If a repeated treatment schedule is 
used, samples should be taken at least 
three times, starting not earlier than 12 
hours after the last treatment and at 
appropriate intervals following the first 
sample, but not extending beyond 72 
hours. 

(iii) Bone monow should be obtained 
immediately after sacrifice. Cells should 
be prepared, put on slides, spread as a 
smear and stained. 

(2) Analysis. Slides should be coded 
before microscopic analysis. At least 
1000 polychromatic erythrocytes per 
animal should be scored for the 
incidence of micronuclei. The ratio of 
polychromatic to normochromatic 
erythrocytes should be determined for 


each animal by counting a total of 1000 
erythrocytes. Additional information 
may be obtained by scoring 
normochromatic erythrocytes for 
micronuclei. 

(f) Data and report —(1) Treatment of 
results. Criteria for scoring micronuclei 
should be given. Individual data should 
be presented in a tabular form including 
positive and negative (vehicle) controls 
and experimental groups. The number of 
polychromatic erythrocytes scored, the 
number of micronucleated 
polychromatic erythrocytes, the 
percentage of micronucleated cells, the 
number of micronucleated 
normochromatic erythrocytes, and, if 
applicable, the percentage of 
micronucleated erythrocytes and the 
ratio of normochromatic to 
polychromatic erythrocytes should be 
listed separately for each experimental 
and control animal. Absolute numbers 
should be included if percentages are 
reported. 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive response, one of which is a 
statistically significant dose-related 
increase in the number of 
micronucleated polychromatic 
erythrocytes. Another criterion may be 
based upon detection of a reproducible 
and statistically significant positive 
response for at least one of the test 
substance concentrations. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the number of 
micronucleated polychromatic 
erythrocytes or a statistically significant 
and reproducible positive response at 
any one of the test points is considered 
nonmutagenic in this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation, (i) The results of 
the micronucleus test provide 
information on the ability of a chemical 
to induce micronuclei in polychromatic 
erythrocytes of the test species under 
the conditions of the test. This damage 
may have been the result of 
chromosomal damage or damage to the 
mitotic apparatus. 

(ii) Negative results indicate that 
under the test conditions the test 
substance does not produce micronuclei 
in the bone marrow of the test species. 

(5) Test report In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart J, the 
following specific information should be 
reported: 


(i) Species, strain, age. weight, number 
and sex of animals in each treatment 
and control group. 

(ii) Test chemical vehicle, dose levels 
used, rationale for dose selection. 

(iii) Rationale for and description of 
treatment and sampling schedules, 
toxicity data, negative and positive 
controls. 

(iv) Details of the protocol used for 
slide preparation. 

(v) Criteria for identifying 
micronucleated erythrocytes. 

(vi) Dose-response relationship, if 
applicable. 

(g) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Cihak, R. “Evaluation of benzidine 
by the micronucleus test." Mutation 
Research. 87: 383-364 (1979). 

(2) Cole . R.J., Taylor. N., Cole. J., 
Arlett, C.F. "Short-term tests for 
transplacentally active carcinogens. 1. 
Micronucleus formation in fetal and 
maternal mouse erythroblasts," 

Mutation Research, 80:141-157 (1981). 

(3) Kliesch. U., Danford, N.. Adler, I.D. 
"Micronucleus test and bone-marrow 
chromosome analysis. A comparison of 
2 methods in vivo for evaluating 
chemically induced chromosomal 
alterations." Mutation Research, 80: 
321-332 (1981). 

(4) Matter, B„ Schmid, W. "Trenimon- 
induced chromosomal damage in bone- 
marrow cells of six mammalian species, 
evaluated by the micronucleus test." 
Mutation Research , 12:417-425 (1071). 

(5) Schmid, W. "The micronucleus 
test," Mutation Research. 31:9-15 (1975). 

(0) Schmid, W. "The micronucleus test 
for cytogenetic analysis," Chemical 
Mutagens. Principles and Methods for 
their Detection. Vol. 4 Hollaender A. 

(Ed. A ed. (New York and London: 
Plenum Press, (1978) pp. 31-53. 

§ 798.5450 Rodent dominant lethal assay. 

(a) Purpose. Dominant lethal (DL) 
effects cause embryonic or fetal death. 
Induction of a dominant lethal event 
after exposure to a chemical substance 
indicates that the substance has affected 
germinal tissue of the test species. 
Dominant lethals are generally accepted 
to be the result of chromosomal damage 
(structural and numerical anomalies) but 
gene mutations and toxic effects cannot 
be excluded. 

(b) Definition. A dominant lethal 
mutation is one occurring in a germ cell 
which does not cause dysfunction of the 
gamete, but which is lethal to the 
fertilized egg or developing embryo. 

(c) Reference substances. These may 
include, but need not be limited to, 
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triethylenernelamine, cyclophosphamide 
or ethyl methanesulfonate. 

(d) Test method — (1) Principle. 
Generally, male animals are exposed to 
the test substance and mated to 
untreated virgin females. The various 
germ cell stages can be tested 
separately by the use of sequential 
mating interv als. The females are 
sacrificed after an appropriate period of 
time and the contents of the uteri are 
examined to determine the numbers of 
implants and live and dead embryos. 
The calculation of the dominant lethal 
effect is based on comparison of the live 
implants per female in the treated group 
to the live implants per female in the 
control group. The increase of dead 
implants per female in the treated group 
over the dead implants per female in the 
control group reflects the post¬ 
implantation loss. The post-implantation 
loss is calculated by determining the 
ratio of dead to total implants from the 
treated group compared to the ratio of 
dead to total implants from the control 
group. Pre-implantation loss can be 
estimated on the basis of corpora lutea 
counts or by comparing the total 
implants per female in treated and 
control groups. 

(2) Description, (i) Several treatment 
schedules are available. The most 
widely used requires single 
administration of the test substance. 
Other treatment schedules, such as 
treatment on five consecutive days, may 
be used if justified by the investigator. 

(ii) Individual males are mated 
sequentially to virgin females at 
appropriate intervals. The number of 
matings following treatment is governed 
by the treatment schedule and should 
ensure that germ cell maturation is 
adequately covered. Females are 
sacrificed in the second half of 
pregnancy and the uterine contents 
examined to determine the total number 
of implants and the number of live and 
dead embryos. 

(3) Animal selection—{\) Species. Rats 
or mice are generally used as the test 
species. Strains with low background 
dominant lethality, high pregnancy 
frequency and high implant numbers are 
recommended. 

(ii) Age . Healthy, sexually mature 
animals should be used. 

(iii) Number. An adequate number of 
animals should be used taking into 
account the spontaneous variation of the 
biological characteristics being 
evaluated. The number chosen should 
be based on the predetermined 
sensitivity of detection and power of 
significance. For example, in a typical 
experiment, the number of males in each 
group should be sufficient to provide 


between 30 and 50 pregnant females per 
mating interval. 

(iv) Assignment to groups. Animals 
should be randomized and assigned to 
treatment and control groups. 

(4) Control groups —(i) Concurrent 
controls. Generally concurrent positive 
and negative (vehicle) controls should 
be included in each experiment. When 
acceptable positive control results are 
available from experiments conducted 
recently (within the last 12 months) in 
the same laboratory these results can be 
used instead of a concurrent positive 
control. 

(ii) Positive controls. Positive control 
substances should be used at a dose 
which demonstrates the test sensitivity. 

(5) Test chemicals —(i) Vehicle . When 
possible, test substances should be 
dissolved or suspended in isotonic 
saline or distilled water. Water 
insoluble chemicals may be dissolved or 
suspended in appropriate vehicles. The 
vehicle used should neither interfere 
with the test chemical nor produce toxic 
effects. Fresh preparations of the test 
chemical should be employed. 

(ii) Dose levels. Normally, three dose 
levels should be used The highest dose 
should produce signs of toxicity (e.g.. 
slightly reduced fertility). However, in 
on initial assessment of dominant 
lethality a single high dose may be 
sufficient. Nontoxic substances should 
be tested at 5 g/kg or. if this is not 
practicable, then at the highest dose 
attainable. 

(iii) Route of administration. The 
usual routes of administration are oral 
or by IP injection. Other routes may be 
appropriate. 

(e) Test performance. (1) Individual 
males are mated sequentially at 
appropriate predetermined intervals to 
one or two virgin females. Females 
should be left with the males for at least 
the duration of one eslrus cycle or 
alternatively until mating has occurred 
us determined by the presence of sperm 
in the vagina or by the presence of a 
vagina] plug. 

(2) The number of matings following 
treatment should be governed by the 
treatment schedule and should ensure 
that germ cell maturation is adequately 
covered. 

(3) Females should be sacrificed in the 
second half of pregnancy and uterine 
contents examined to determine the 
number of implants and live and dead 
embryos. The ovanes may be examined 
to determine the number of corpora 
lutea. 

(f) Data and report—( 1) Treatment of 
results . Data should be tabulated to 
show the number of males, the number 
of pregnant females, and the number of 
nonpregnant females. Results of each 


mating, including the identity of each 
male and female, should be reported 
individually. For each female, dose level 
and week of mating, the frequencies of 
live implants and of dead implants 
should be enumerated. If the data are 
recorded as early and late deaths, the 
tables should make that clear. If pre¬ 
implantation loss is estimated, it should 
be reported. Pre-implantation loss can 
be calculated as the difference between 
the number of corpora lutea and the 
number of implants or as a reduction in 
the average number of implants per 
female In comparison with control 
matings. Where pre-implantation loss is 
estimated it should be reported. 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. Differences among animals 
within the control and treatment groups 
should be considered before making 
comparisons between treated and 
control groups. 

(3) Interpretation of results . (I) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant dose-related 
increase in the number of dominant 
lethals. Another criterion may be based 
upon detection of a reproducible and 
statistically significant positive response 
for at least one of the test points. 

(ii) A test substance which does not 
produce either a statistically significont 
dose-related increase in the number of 
dominant lethals or a statistically 
significant and reproducible positive 
response at any one of the test points is 
considered nonmutagenic in this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation . (I) A positive DL 
assay suggests that under the test 
conditions the test substance may be 
genotoxic in the germ cells of the treated 
sex of the test species. 

(ii) A negative result suggests that 
under the conditions of the test the test 
substance may not be genotoxic in the 
germ cells of the treated sex of the test 
species. 

(5) Test Report. In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart J the 
following specific information should be 
reported: 

(i) Species, strain, age and weights of 
animals used, number of animals of 
each sex in experimental and control 
groups. 

(ii) Test substance, vehicle used, dose 
levels and rationale for dosage 
selection, negative (vehicle) and positive 
controls, experimental observations, 
including signs of toxicity. 

(iii) Route and duration of exposure. 
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(iv) Matins schedule. 

(v) Methods used to determine that 
mating has occurred (where applicable). 

(vij Time of sacrifice. 

(vii) Criteria for scoring dominant 
lethal* 

(viil) Dose-response relationship, if 
applicable. 

(g) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Brewcn. J.C„ Payne. H.S.. Jones. 
K.P., Preston. R.J. Studies on chemically 
induced dominant lethality. 1. The 
cytogenetic basis of MMS-induced 
dominant lethality in post-mciolic germ 
cells’* Mutation Research, 33:239-250 
(1975). 

(2) Killing, U.H.. Machemer, L. 
Buselmaier, E., Dycka, D.. Frohberg. H.. 
Kratnchvilova. J., Lang. R., Lorke. D., 
Muller. D.. Pheh, J., Rohrbom, G.. Roll 
R.. Schulze-Schencking, M.. Wiemann. 

H. “Standard protocol for the dominant 
lethal test on male mice. Set up by the 
Work Group “Dominant lethal 
mutations of the ad hoc Committee 
Chemogenetics “ Archives of 
Toxicology'. 39n73-185 (1978). 

$ 798.5460 Rodent heritable translocation 
assays. 

(a) Purpose. This test detects 
transmitted chromosomal damage which 
manifests as balanced reciprocal 
translocations in progeny descended 
from parental males treated with 
chemical mutagens. 

(b) Definitions. (1) A heritable 
translocation is one in which distal 
segments of nonhomologous 
chromosomes are involved in a 
reciprocal exchange. 

(2) Dia kinesis and metaphase 1 are 
stages of meiotic prophase scored 
cytologically for the presence of 
multivalent chromosome association 
characteristic of translocation carriers. 

(c) Reference substances. Not 
applicable. 

(d) Test method —(1) Principle. When 
a balanced reciprocal translocation is 
induced in a parental male germ cell the 
resulting progeny is translocation 
heterozygote. 

[i\ Basis for fertility screening. Male 
translocation heterozygotes may be 
completely sterile. This class consists of 
two types of translocations: 

(A) Translocations between non- 
homologous chromosomes in which at 
least one of the breaks occurs dose to 
one end of a chromosome. 

(B) Those that carry multiple 
translocations. The majority of male 
translocation heterozygotes are 
semisterile—they carry one or (rardy) 
two translocations. The degree of 


semisterility is dependent upon the 
proportions of balanced and unbalanced 
(duplication-deficiency) gametes 
produced in the ejaculate as a function 
of meiotic segregation. Balanced and 
unbalanced sperm are equally capable 
of fertilizing an egg. Balanced sperm 
lead to viable progeny. Unbalanced 
sperm result in early embry onic 
lethality. 

(ii J Basis for cytohgical screening. 

The great majority of male translocation 
heterozygotes can be identified 
cytologically through analysis of 
diakinesis metaphase 1 spermatocytes. 
Translocation heterozygotes are 
characterized by the presence of 
multivalent chromosome association 
such as a ring or chain of four 
chromosomes held together by 
chiasraata in paired homologous regions. 
Some translocation carriers can be 
identified by the presence of extra long 
and/or extra short chromosomes in 
spermatogonia! and somatic cell 
metaphase preparations. 

(2) Description. Essentially, two 
methods have been used to screen for 
translocation heterozygosity; one 
method uses a mating sequence to 
identify sterile and semisterile moles 
followed by cytological examination of 
suspect male individuals: the other 
method deletes the mating sequence 
altogether and all Ft male progeny are 
examined cytologically for presence of 
translocation. In the former approach, 
the mating sequence serves as a screen 
which eliminates most fully fertile 
animals for cytological confirmation as 
translocation heterozygotes. 

(3) Animal selection—#) Species. The 
mouse is the species generally used, and 
is recommended. 

(ii) Age. Healthy sexually mature 
animals should be used. 

(iti) Number. (A) The number of male 
animals necessary is determined by the 
following factors: 

(7) The use of either historical or 
concurrent controls. 

(2) The power of the lest. 

(3) The minimal rate of induction 
required. 

(4) Whether positive controls are 
used. 

(5) The level of significance desired. 

(B) |Reserved| 

(iv) Assignment to groups. Animals 
should be randomized and assigned to 
treatment and control groups. 

(4) Control groups —(ij Concurrent 
controls. No concurrent positive or 
negative (vehicle) controls are 
recommended as routine parts of the 
heritable translocation assay. However, 
investigators not experienced in 
performing translocation testing should 
include a substance known to produce 


translocations in the assay as a positive 
control reference chemical. 

(ii) Historical controls. At the present 
time, historical control data must be 
used in tests for significance. When 
statistically reliable historical controls 
are not available, negative (vehicle) 
controls should be used. 

(5) Test chemicals —(i) Vehicle. Solid 
and liquid test substances should be 
dissolved or suspended in distilled 
wuter or isotonic saline. W r ater insoluble 
chemicals may be dissolved or 
suspended in appropriate vehicles. The 
vehicle used should neither interfere 
with the test chemical nor produce toxic 
effects. Fresh preparations of the test 
chemical should be employed. 

(ii) Dose levels. At least two dose 
levels should be used. The highest dose 
level should result in toxic effects but 
should not produce an incidence of 
fatalities tvhich would prevent a 
meaningful evaluation. 

(iii) Route of administration. 
Acceptable routes of administration 
indude oral, inhalation, admixture with 
food or water, and IP or IV injection. 

(e) Test performance— (1) Treatment 
and mating. The animals should be 
dosed with the test substance 7 days/ 
woek over a period of 35 days. After 
treatment, each male should be caged 
with 2 untreated females for a period of 
1 week. At the end of 1 week, females 
should be separated from males and 
caged individually. W'hen females give 
birth, the day of birth, litter size and sex 
of progeny are recorded. All male 
progeny should be weaned and all 
female progeny should be discarded. 

(2) Testing for translocation 
heterozygosity. W'hen mules are 
sexually mature, testing for 
translocation heterozygosity should 
begin. One of two methods should be 
used: the first method involves mating, 
determining those Fi progeny which are 
sterile or semisterile and subsequent 
cytological analysis of suspect progeny: 
the other method does not involve 
mating and determining sterility or 
semisterility; all progeny are examined 
cytologically. 

(i) Determination of sterility or 
semisterility —(A) Conventional method. 
Females are mated, usually three 
females for each male, and each female 
is killed at midpregnancy. Living and 
dead implantations are counted. Criteria 
for determining normal and semisterile 
males are usually established for each 
new strain because the number of dead 
implantations varies considerably 
among strains. 

(B) Sequential method. Males to be 
tested are caged individually with 
females and the majority of the 
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presumably normal males are identified 
on the basis of a predetermined size of 1 
or 2 litters. Breeding pens are examined 
daily on weekdays beginning 18 days 
after pairing. Young are discarded 
immediately after they are scored. 

Males that sire a litter whose size is the 
same as or greater than the minimum set 
for a translocation-free condition are 
discarded with their litter. If the litter 
size is smaller than the predetermined 
number, a second litter is produced with 
the same rule applying. Males that 
cannot be classified as normal after 
production of a second litter are tested 
further by the conventional method or 
by cytologica! confirmation of 
translocation. 

(ii) Cytologica! analysis. For 
cytological analysis of suspected 
semistcrilcs. the air-drying technique is 
used. Observation of at least 2 
diakinesis-metaphase 1 celts with 
mutivalent association constitutes the 
required evidence for the presence of a 
translocation. Sterile males are 
examined by one of two methods, those 
with testes of normal size and sperm in 
the epididymis are examined by the 
same techniques used for semisteriles. 
Animals with small testes are examined 
by squash preparations or. alternatively, 
by examination of mitotic metaphase 
preparations. If squash preparations do 
not yield diakinesis-metaphase 1 cells, 
analysis of spermatogonia or bone 
marrow for the presence of unusually 
long or short chromosomes should be 
performed. 

(f) Data and report—( 1) Treatment of 
results, (I) Data should be presented in 
tabular form and should include the 
number of animals at risk, the germ cell 
stage treated, the number of partial 
steriles and semisteriles (if the fertility 
test is used), the number of 
cytogenetically confirmed translocation 
heterozygotes (if the fertility test is used, 
report the number of confirmed steriles 
and confirmed partial steriles). the 
translocation rate, and either the 
standard error of the rate or the upper 95 
percent confidence limit on the rate. 

(ii) These data should be presented for 
both treated and control groups. 
Historical or concurrent controls should 
be specified, as well as the 
randomization procedure used for 
concurrent controls. 

(2 ) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results . (i) There 
arc several criteria for determining a 
positive result, one of which is a 
statistically significant dose-related 
increase in the number of heritable 
translocations. Another criterion may be 
based upon detection of a reproducible 


and statistically significant positive 
response for at least one of the test 
points. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the number of 
heritable translocations or a statistically 
significant and reproducible positive 
response at any one of the test points is 
considered nonmutagenic in this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation, (i) Positive results 
in the heritable translocation assay 
indicate that under the test conditions 
the test substance causes heritable 
chromosomal damage in the test species. 

(ii) Negative results indicate that 
under the test conditions the test 
substance does not cause heritable 
chromosomal damage in the test species. 

(5) Test report. In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart J. the 
following specific information should be 
reported: 

(i) Species, strain, age. weight and 
number of animals of each sex in each 
group. 

(ii) Test chemical vehicle, route and 
schedule of administration, toxicity 
data. 

(iii) Dosing regimen, doses tested and 
rationale for dosage selection. 

(iv) Mating schedule, number of 
females mated to each male. 

(v) The use of historical or concurrent 
controls. 

(vi) Screening procedure including the 
decision criteria used and the method by 
which they were determined. 

(vii) Dose-response relationship, if 
applicable. 

(g) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Generoso. W.M.. Bishop, J.B., 
Goslee. D.C.. Newell. C.W., Sheu, G-J, 
von Halle. E. "Heritable translocation 
test in mice/' Mutation Research , 

76 191-215 (1980). 

(2) [Reserved) 

$ 798.5500 Differential growth inhibition of 
repair proficient and repair deficient 
bacteria: “Bacterial DNA damage or repair 
tests." 

(a) Purpose. Bacterial DNA damage or 
repair tests measure DNA damage 
which is expressed as differential cell 
killing or growth inhibition of repair 
deficient bacteria in a set of repair 
proficient and deficient strains. These 
tests do not measure mutagenic events 
perse. They are used as an indication of 
the interaction of a chemical with 


genetic material implying the potential 
for genotoxicity. 

(b) Definition. Test for differential 
growth inhibition of repair proficient 
and repair deficient bacteria measure 
differences in chemically induced cell 
killing between wild-type strains with 
full repair capacity and mutant strains 
deficient in one or more of the enzymes 
which govern repair of damaged DNA. 

(c) Reference substances. These may 
include, but need not be limited to. 
chloramphenicol or methyl 
methanesulfonate. 

(d) Test method — (1) Principle. The 
tests detect agents that interact with 
cellular DNA to produce growth 
inhibition or killing. This interaction is 
recognized by specific cellular repair 
systems. The assays are based upon the 
use of paired bacterial strains that differ 
by the presence of absence of specific 
DNA repair genes. The response is 
expressed in the preferential inhibition 
of growth or the preferential killing of 
the DNA repair deficient strain since it 
is incapable of removing certain 
chemical lesions from its DNA. 

(2) Description. Several methods for 
performing the test have been described. 
Those described here are: 

(i) Tests performed on solid medium 
(diffusion tests). 

(ii) Tests performed in liquid culture 
(suspension tests). 

(3) Strain selection —(i) Designation , 
At the present time. Escherichia coli 
pot A (W3110/p3478) or Bacillus subtilis 
rec (H17/M45) pairs are recommended. 
Other pairs may be utilized when 
appropriate. 

(ii) Preparation and storage. Stock 
culture preparation and storage, growth 
requirements, method of strain 
identification and demonstration of 
appropriate phenotypic requirements 
should be performed using good 
microbiological techniques and should 
be documented. 

(4) Bacterial growth. Good 
microbiological techniques should be 
used to grow fresh cultures of bacteria. 
The phase of growth and cell density 
should be documented and should be 
adequate for the experimental design. 

(5) Metabolic activation. Bacteria 
should be exposed to the test substance 
both in the presence and absence of an 
appropriate metabolic activation 
system. The most commonly used 
system is a cofactor supplemented 
postmitochondrial fraction prepared 
from the livers of rodents treated with 
enzyme inducing agents. The use of 
other species, tissues or techniques may 
also be appropriate. 

(6) Control groups —(i) Concurrent 
controls. Concurrent positive, negative. 
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and vehicle controls should be included 
in each assay. 

(ii) Negative controls . The negative 
control should show nonpreferential 
growth inhibition (Le., should affect both 
strains equally). Chloramphenicol is an 
example of a negative control. 

(iii) Genotype specific controls. 
Examples of genotype specific positive 
controls are methyl methanesulfonate 
for polA strains and mitomycin C for rec 
strains. 

ffvj Positive controls to ensure the 
efficacy of the activation system. The 
positive control reference substance for 
tests including a metabolic activation 
system should be selected on the basis 
of the type of activation system used in 
the test. 

(v) Other positive controls. Other 
positive control reference substances 
may be used. 

(2) Test chemicals —(i) Vehicle. Test 
chemicals and positive and negative 
control reference substances should be 
dissolved in an appropriate vehicle and 
then further diluted in vehicle for use in 
the assay. 

(ii) Exposure concentrations. The test 
should initially be performed over a 
broad range of concentrations. Among 
the criteria to be taken into 
consideration for determining the upper 
limits of test chemical concentration are 
cytotoxicity and solubility. Cytotoxicity 
of the test chemical may be altered in 
the presence o! metabolic activation 
systems. For freely soluble nontoxic 
chemicals, the upper test chemical 
concentration should be determined on 
a case by case basis. Because results are 
expressed as diameters of zones of 
growth inhibition in the diffusion test it 
is most important that the amounts of 
chemical on the disc (or in the wells) are 
exact replicates. When appropriate, a 
ositive response should be confirmed 
y testing over a narrow range of 
concentrations. 

(e) Test performance —(1) Diffusion 
assay —(i) Disc diffusion assays. Disc 
diffusion assays, may be performed in 
two ways: 

(A) A single strain of bacteria may be 
added to an agar overlay or spread on 
the surface of the agar and the test 
chemical placed on a filter disc on the 
surface of the agar or, 

(B) DNA repair proficient and DNA 
repair deficient bacteria may be 
streaked in a line on the surface of the 
agar of the same plate and a disc 
saturated with test chemical placed on 
the surface of the agar in contact with 
the streaks. 

(ii) Well diffusion assays. In well 
diffusion assays, bacteria may be either 
added to the agar overlay or spread onto 
the surface of the agar. A solution of the 


test chemical is then placed into a well 
in the agar. 

(2) Suspension assays, (i) A bacterial 
suspension may be exposed to the test 
chemical and the number of surviving 
bacteria determined (as colony-forming 
units) either as a function of time of 
treatment or as a function of the 
concentration of test agent. 

(ii) Nonturbid suspensions of bacteria 
may be exposed to serial dilutions of the 
test agent and a minimal inhibitory 
concentration for each strain 
determined, as evidenced by the 
presence or absence of visible growth 
after a period of incubation. 

(iii) Paired bacterial suspensions 
(usually with some initial turbidity) may 
be treated with a single dose of the 
chemical. Positive results are indicated 
by a differential inhibition in the rate of 
increase of turbidity of the paired 
cultures. 

(3) Number of cultures. When using a 
plate diffusion procedure, at least two 
independent plates should be used at 
each dilution. In liquid suspension 
assays, at least two independent 
specimens for determination of the 
number of viable cells should be plated. 

(4) Incubation conditions . All plates in 
a given teat should be incubated for the 
same time period. This incubation 
penod should be for 18 to 24 hrs at 37 

•c. 

(f) Data and report— (1) Treatment of 
results —(i) Diffusion assays. Results 
should be expressed in diameters of 
zones of growth inhibition in millimeters 
or as areas derived therefrom as mm* 
Dose-response data, if available, should 
be presented using the same units. 

(ii) Liquid suspension assays. (A) 
Survival data can be presented as dose 
responses, preferably as percentage of 
survivors or fractional survival of each 
strain or as a relative survival (ratio) of 
the two strains. 

(B) Results can also be expressed as 
the concentrations required to effect a 
predetermined survival rate (eg- Dai. 
the dose permitting 37 percent survival). 
These data are derived from the survival 
curve. The concentration should be 
expressed as weight per volume, as 
moles, or as molarity. 

(C) Similarly, results can be expressed 
as minimal inhibitory concentration or 
as minimal lethal dose. The former is 
determined by the absence of visible 
growth in liquid medium and the latter is 
determined by plating dilutions onto 
8eroisolid media. 

(iii) In all tests, concentrations must 
be given as the final concentrations 
during the treatment Raw data, prior to 
transformation, should be provided. 
These should include actual quantities 
measured. e.g., neat numbers. For 


measurement of diffusion, the diameters 
of the discs and/or well should be 
indicated and the measurements should 
indicate whether the diameter of the 
discs and/or well was subtracted. 
Moreover, mention should be made as to 
whether the test chemical gave a sharp, 
diffuse, or double-zone of growth 
inhibition. If it is the latter, the 
investigator should indicate whether the 
inner or the outer zone was measured. 

(iv) Viability data should be given as 
the actual plate counts with an 
indication of the dilution used and the 
volume plated or as derived titers (cells 
per ml). Transformed data alone in the 
absence of experimental data are not 
acceptable (i.e, ratios, differences, 
survival fraction). 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive result one of which is a 
statistically significant dose-related 
preferential inhibition or killing of the 
repair deficient strain. Another criterion 
may be based upon detection of a 
reproducible and statistically significant 
positive response for at least one of the 
test points. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related preferential inhibition or 
killing of the repair deficient strain or a 
statistically significant and reproducible 
positive response at any one of the test 
points is considered not to interact with 
the genetic material of the organisms 
used in assay. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaJuation. DNA damage 
tests in bacteria do not measure DNA 
repair per se nor do they measure 
mutations. They measure DNA damage 
which is expressed as cell killing or 
growth inhibition. A positive result in a 
DNA damage test in the absence of a 
positive result in another system is 
difficult to evaluate in the absence of a 
better data base. 

(5) Test report. In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792. Subpart \ the 
following specific information should be 
reported: 

(i) Bacterial strains used. 

(ii) Phase of bacterial cell growth at 
time of use in the assay. 

(iii) Media composition. 

(iv) Details of both the protocol used 
to prepare the metabolic activation 
system and its use in the assay. 
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(v) Treatment protocol, including 
doses used and rationale for dose 
selection, positive and negative controls. 

(vi) Method used for determination of 
degree of cell kill. 

(vii) Dose-response relationship, if 
applicable. 

(8) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Ames. B.N.. McCann, J.. Yamasaki. 
E. ' Methods for detecting carcinogens 
and mutagens with the Sa/mone/laf 
mammalian-microsome mutagenicity 
test/* Mutation Research, 31:347-384 
(1975). 

(2) Kada. T., Sadie, Y.. Tutikawa. K. 

"In vitro and host-mediated “rec-assay" 
procedures for screening chemical 
mutagens: and phloxine. a mutagenic 
red dve detected." Mutation Research . 
18:165-174 (1972). 

(3) Leifer, Z„ Kada, T., Mandel. M., 
Zeiger, E, Stafford. R., Rosenkranz, II.S. 
"An evaluation of bacterial DNA repair 
tests for predicting genotoxicity and 
carcinogenicity: a report of the U.S. 
EPA's Gene-Tox Program." Mutation 
Research. 87:211-297 (1981). 

(4) Slater. E.E. Anderson. MD., 
Rosenkranz, H.S. "Rapid detection of 
mutagens and carcinogens." Cancer 
Research . 31:979473 (1971). 

§ 798.5550 Unscheduled ONA synthesis in 
mammalian cells in culture. 

(a) Purpose . Unscheduled DNA 
synthesis (UDS) in mammalian cells in 
culture measures the repair of DNA 
damage induced by a variety of agents 
including chemicals, radiation and 
viruses. UDS may be measured in both 
in vitro and in vivo systems. 

(b) Definition. In this guideline, 
unscheduled DNA synthesis in 
mammalian cells in culture is defined as 
the incorporation of tritium labelled 
thymidine (*H-TdR) into the DNA of 
cells which are 

(c) Reference substances. These may 
include, but need not be limited to. 7.12- 
dimethylbcnzanthracene. 2- 
aeetylaminofluorene, 4-nitroquinoline 
oxide or N-dimethyl-nitrosamine. 

(d) Test method— (1) Principle. 
Mammalian cells in culture, either 
primary cultures of rodent hepatocytes 
or established cell lines, are exposed to 
the test agent. Established cell lines are 
treated both with and without metabolic 
activation. UDS is measured by the 
uptake of *H-TdR into the DNA of non-S 
phase cells. Uptake may be determined 
by autoradiography or by liquid 
scintillation counting (LSC) of DNA from 
treated cells. 

(2) Description —(i) Autoradiography. 
For autoradiography, covers!ip cultures 


of cells are exposed to test chemical in 
medium containing J H-TdR. At the end 
of the treatment period, celts are fixed, 
dipped in autoradiographic emulsion, 
and exposed at 4 # C. At the end of the 
exposure period, cells are stained and 
labeled nuclei are counted either 
manually or with an electronic counter. 
Established cell lines should be treated 
both with and without metabolic 
activation. 

(ii) LSC determinations. For LSC 
determinations of UDS. confluent 
cultures of cells are treated with test 
cbemical both with and without 
metabolic activation. At the end of the 
exposure period. DNA is extracted from 
the treated cells. Total DNA content is 
determined and extent of *H-TdR 
incorporation is determinedly 
scintillation counting. 

(3) Cells —(i) Type of cells used in the 
assay. (A) A variety of cell lines or 
primary cell cultures, including human 
cells, may be used in the assay. 

(B) Established cell lines should be 
checked for Mycoplasma contamination 
and may be periodically checked for 
karyotype stability. 

(ii) Cel!growth and maintenance. 
Appropriate culture media and 
incubation conditions (culture vessels 
COj concentration), temperature and 
humidity should be used. 

(4) Metabolic activation, (i) A 
metabolic activation system is not used 
with primary cultures of rodent 
hepatocytes. 

(ii) Established cell lines should be 
exposed to test substance both in the 
presence and absence of an appropriate 
metabolic activation system. 

(5) Control groups. Concurrent 
positive and negative (untreated and/or 
vehicle) controls both with and without 
metabolic activation as appropriate 
should be included in each experiment. 

(6) Test chemicals —(i) Vehicle. Test 
chemicals and positive control reference 
substances may be prepared in culture 
media or dissolved or suspended in 
appropriate vehicles prior to treatment 
of the cells. Final concentration of the 
vehicle should not interfere with cell 
viability or growth rate. 

(ii) Exposure concentrations. Multiple 
concentrations of test substance, based 
upon cytotoxicity and over a range 
adequate to define the response, should 
be used. For cytotoxic chemicals, the 
first dose to elicit a cytotoxic response 
in a preliminary assay should be the 
highest dose tested. Relatively insoluble 
compounds should be tested up to the 
limits of solubility. For freely soluble 
nontoxic chemicals, the upper test 
chemical concentration should be 
determined on a case by case basis. 


(e) Test performance—[l] Primary 
cultures of rodent hepatocytes. Freshly 
isolated rodent hepatocytes should be 
treated with chemical in medium 
containing TI-TdR. At the end of the 
treatment period, cells should be 
drained of medium, rinsed, fixed, dried 
and attached to microscope slides. 
Slides should be dipped in 
autoradiographic emulsion, exposed ut 4 
*C. for an appropriate length of time, 
developed, stained and counted. 

(2) Established cell lines —(i) 
Autoradiographic techniques. The 
techniques for treatment of established 
cell lines are the same as those for 
primary cultures of rodent hepatocytes 
except that cells must not enter S phase 
prior to treatment. Entry of cells into S 
phase may be blocked by several 
methods (e.g. by growth in medium 
deficient in arginine or low in serum or 
by treatment with chemical agents such 
as hydroxyurea). Tests should be done 
both in the presence and absence of a 
metabolic activation system. 

(ii) LSC measurement of UDS. Prior to 
treatment with test agent, entry of cells 
into S phase should be blocked as 
described in paragraph (e)(2)(i) of this 
section. Cells should be exposed to the 
test chemical in medium containing *t- 
TdR. At the end of the incubation 
period, DNA should be extracted from 
the cells by hydrolysis with 
perchloroacetic acid or by other 
acceptable methods. One aliquot of 
DNA is used to determine total DNA 
content; a second aliquot is used to 
measure the extent of ^4-TdR 
incorporation. 

(3) Acceptable background 
frequencies —(i) Autoradiographic 
determinations. Net incorporation of 
WdR into the nucleus of solvent 
treated control cultures should be less 
than 1. 

(ii) LSC determinations. Historical 
background incorporation rates of *H- 
TdR into untreated established cell lines 
should be established for each 
laboratory. 

(4) Number of cells counted. A 
minimum of 50 cells per culture should 
be counted for autoradiographic UDS 
determinations. Slides should be coded 
before being counted. Several widely 
separated random fields should be 
counted on each slide. Cytoplasm 
adjacent to the nuclear areas should be 
counted to determine spontaneous 
background. 

(5) Number of cultures. Six 
independent cultures at each 
concentration and control should be 
used in LSC UDS determinations. 

(F) Data and report —(1) Treatment of 
results —(i) Autoradiographic 
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determinations . For autoradiographic 
determinations, once untransformed 
data are recorded, background counts 
should be subtracted to give the correct 
nuclear grain count. Values should be 
reported as net grains per nucleus. 

Mean, median and mode may be used to 
describe the distribution of net grains 
per nucleus. 

(ii) LSC determinations . For LSC 
determinations. *H-TdR incorporation 
should be reported as dpm/pg DNA. 
Average dpm/pg DNA with standard 
deviation or standard error of the mean 
may be used to describe distribution of 
incorporation in these studies. 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results . (i) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant dose-related 
increase in the incorporation of *H-TdR 
into treated cells. Another criterion may 
be based upon detection of a 
reproducible and statistically significant 
positive response for a least one of the 
test points. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the 
incorporation of *H-TdR into treated 
cells or a statistically significant and 
reproducible positive response at any 
one of the test points is considered not 
to induce UDS in the test system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation . (i) Positive results 
in the UDS assay indicate that under the 
test conditions the test substance may 
induce DNA damage in cultured 
mammalian somatic cells. 

(ii) Negative results indicate that 
under the test conditions the test 
substance does not induce DNA damage 
in cultured mammalian somatic cells. 

(5) Test report. In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792. Subpart J the 
following specific information should be 
reported: 

(i) Cells used, density and passage 
number at time of treatment, number of 
cell cultures. 

(ii) Methods used for maintenance of 
cell cultures including medium, 
temperature and COa concentration. 

(iii) Test chemical vehicle, 
concentration and rationale for selection 
of concentrations used in the assay. 

(iv) Details of both the protocol used 
preparation of the metabolic activation 
system and its use in the assay. 

(v) Treatment protocol. 

(vi) Positive and negative controls. 


(vii) Protocol used for 
autoradiography. 

(viii) Details of the method used to 
block entry of cells into S phase. 

(ix) Details of the methods used for 
DNA extraction and determination of 
total DNA content in LSC 
determinations. 

(x) Historical background 
incorporation rates of ’H-TdR in 
untreated cell lines. 

(xi) Dose-response relationship, if 
applicable. 

(g) References. For additional 
background information on this test 
guideline, the following references 
should be consulted: 

(1) Ames. B.N., McCann. J„ Yamasaki. 
E. “Methods for detecting carcinogens 
and mutagens with the Salmonella! 
mammalian-imicrosome mutagenicity 
test." Mutation Research, 31:347-364 
(1975). 

(2) Rasmussen. R.E., Painter, R.B. 
“Radiation-stimulated DNA synthesis in 
cultured mammalian cells," Journal of 
Cell Biology. 29:11-19 (1966). 

(3) Stich. H.F.. San. P.P.S.. Lara. K.J., 
Koropatnick, D.J., Lo, LW., Laishes. B.A. 
“DNA fragmentation and DNA repair as 
an in vitro and in vivo assay for 
chemical procarcinogcns, carcinogens 
and carcinogenic nitrosation products." 
Screening tests in chemical 
carcinogenesis. Eds. Bartsch, H.. 
Tomatis. L, (Lyon: IARC Scientific 
Publications. No. 12.1970) pp. 617-636. 

(4) Williams. C.M. “Carcinogen- 
induced DNA repair in primary rat liver 
cell cultures: a possible screen for 
chemical carcinogens," Cancer Letters, 
1:231-236 (1976). 

(5) Williams, G.M. "Detection of 
chemical carcinogens by unscheduled 
DNA synthesis in rat liver primary cell 
cultures." Cancer Research, 37:1045- 
1051 (1977). 

$ 798.5575 Mitotic gene conversion in 
Saccharomyces cerevisiae. 

(a) Purpose. The mitotic gene 
conversion assay in the yeast, 
Saccharomyces cerevisiae, measures 
the conversion of differentially inactive 
alleles to wild-type alleles by mutagenic 
agents. Heteroallelic diploid yeast 
strains carry two different inactive 
alleles of the same gene locus. The 
presence of these alleles causes a 
nutritional requirement, e.g.. these 
heteroallelic diploids grow only in 
medium supplemented with a specific 
nutrient such as tryptophan. When gene 
conversion occurs, a fully active wild- 
type phenotype is produced from these 
inactive alleles through intragenic 
recombination. These wild-type colonies 
grow on a medium lacking the specific 


nutritional requirement (selective 
medium). 

(b) Definitions. (1) Mitotic gene 
conversion is detected by the change of 
inactive alleles of the same gene to wild- 
type alleles through intragenic 
recombination in mitotic cells. 

(2) Heteroallelic diploids are diploid 
strains of yeast carrying two different, 
inactive allele9 of the same gene locus 
causing a nutritional requirement. 

(c) Reference substances. These may 
include but need not be limited to. 
hydrazine sulfate or 2- 
acetylaminofluorene. 

(d) Test method— (1) Principle . The 
method is based on the fact that 
heteroallelic diploid yeast strains carry 
two inactive alleles of the same gene 
locus making them dependent on a 
specific nutritional requirement (e.g.. 
tryptophan) for their survival. Treatment 
of 9uch strains with mutagenic agents 
can cause conversion of these alleles 
back to the wild-type condition which 
allows growth on a medium lacking the 
required nutrient (selective medium). 

(2) Description . Heteroallelic diploid 
strains such as D7, requiring a specific 
nutrient in the medium, are treated with 
test chemical with and without 
metabolic activation and plated on a 
selective medium lacking the required 
nutrient. The wild-type colonies that 
grow on the selective medium as a result 
of gene conversion are scored. 

(3) Strain selection —(i) Designation. 
At the present time, S. cerevisiae strain 
D7 is recommended for use in this assay. 
The use of other strains may also be 
appropriate. 

(ii) Preparation and storage. Stock 
culture preparation and storage, growth 
requirements, method of strain 
identification and demonstration of 
appropriate phenotypic requirements 
should be performed using good 
microbiological techniques and should 
be documented. 

(iii) Media. YEP glucose medium 
enriched with the appropriate growth 
factors may be used for cel) growth and 
maintenance. Other media may also be 
appropriate. 

(4) Selection of cultures. Cells should 
be grown with aeration in liquid medium 
enriched with growth factors to early 
stationary phase. Cells should then be 
seeded on selective medium to 
determine the rate of spontaneous 
conversion. Cultures with a high rate of 
spontaneous conversion should be 
discarded. 

(5) Metabolic activation. Cells should 
be exposed to test chemical both in the 
presence and absence of an appropriate 
metabolic activation system. 
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(6) Control groups. Concurrent 
positive and negative (untreated and/or 
vehicle) controls both with and without 
metabolic activation should be included 
in each experiment. 

(7) Test chemicals —(i) Vehicle. Teat 
chemicals and positive control reference 
substances should be dissolved in an 
appropriate vehicle and then further 
diluted in vehicle for use in the assay. 
Dimethvlsuifoxide should be avoided as 
a vehicle. 

(ii) Exposure concentrations. (A) The 
test should initially be performed over a 
broad range of concentrations. Among 
the criteria to be taken into 
consideration for determining the upper 
limits of test chemical concentration are 
cytotoxicity and solubility. Cytotoxicity 
of the test chemical may be altered in 
the presence of metabolic activation 
systems. For cytotoxic chemicals, the 
highest dose tested should not reduce 
survival to less than 10 percent of that 
seen in the untreated control cultures. 
Relatively insoluble chemicals should be 
tested up to the limits of solubility. For 
freely soluble nontoxic chemicals, the 
upper test chemical concentration 
should be determined on a case by case 
basis. 

(B) When appropriate, a positive 
response should be confirmed by using a 
narrow range of concentrations. 

(e) Test performance —(1) Treatment. 
Cultures should be treated in liquid 
suspension. Resting cells should be 
treated in buffer; growing cells should 
be treated in a synthetic medium. 
Cultures with low spontaneous 
convertant frequencies should be 
centrifuged, washed and resuspended in 
liquid at the appropriate density. Cells 
should be exposed to test chemical both 
in the presence and absence of a 
metabolic activation system. 
Independent tubes should be treated for 
each concentration. At the end of the 
treatment period, cells should be 
centrifuged, washed and resuspended in 
distilled water prior to plating on 
selective medium for convertant 
selection and on complete medium to 
determine survival. At the end of the 
incubation period, plates should be 
scored for survival and the presence of 
convertant colonies. 

(2) Number of cultures. At least six 
individual plates per treatment 
concentration and control should be 
used. 

(3) Incubation conditions . All plates in 
a given experiment should be incubated 
for the same time period. This 
incubation period may be from 4 to 8 
days at 28 *C. 

(f) Data and report—( 1) Treatment of 
results. Individual plate counts for test 
substance and control should be 


presented for both convertants and 
survivors. The mean number of colonies 
per plate and standard deviation should 
also be presented. Data should be 
presented in tabular form indicating 
numbers of viable and convertant 
colonies scored, survival frequency and 
convertant frequencies for each 
treatment and control culture. 
Conversion frequencies should be 
expressed as number of convertants per 
number of survivors. Sufficient detail 
should be provided for verification of 
survival and convertant frequencies. 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant dos»rclated 
increase in the number of gene 
convertants. Another criterion may be • 
based upon detection of a reproducible 
and statistically significant positive 
response for at least one of the test 
points. 

(ii) A test substance which docs not 
produce either a statistically significant 
dose-related increase in the number of 
gene conversions or a statistically 
significant and reproducible positive 
response at any one of the test points is 
considered nonmutagenic in this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation . (i) Positive results 
in this assay indicate that under the test 
conditions the test chemical causes 
mitotic gene conversion in the yeast S. 
cerevisiae. 

(ii) Negative results indicate that 
under the test conditions the test 
chemical docs not cause mitotic gene 
conversion in S. cerevisiae . 

(5) Test report . In addition to the 
reporting reco mmendations as specified 
under 40 CFR Part 792, Subpart J. the 
following specific information should be 
reported: 

(i) Strain of organism used in the 
assay. 

(ii) Test chemical vehicle, doses used 
and rationale for dosage selection. 

(iii) Method used to select cultures. 

(iv) Treatment protocol including cell 
density at treatment and length of 
exposure to test substance. 

(v) Details of both the protocol used to 
prepare the metabolic activation system 
and its use in the assay. 

(vi) Incubation times and 
temperatures. 

(vii) Dose-response relationship, if 
applicable. 

(g) References. For additional 
background information on this test 


guideline the following references 
should be consulted: 

(1) Ames, B.N., McCann, J., Yamasaki. 
E. "Methods for detecting carcinogens 
and mutagens with the Salmonella/ 
mammatian-microsome mutagenicity 
test," Mutation Research . 31:347-364 
(1975). 

(2) Callen. D F., Philpot. R.M. 
"Cytochrome P-450 and the activation of 
promutagens in Saccharomyces 
cerevisiae/* Mutation Research, 45:309- 
324 (1975). 

(3) Zimmermann, F.K. "Procedures 
used in the induction of mitotic 
recombination and mutation in the yeast 
Saccharomyces cerevisiae. ** Handbook 
of mutagenicity test procedures. Eds. 
Kilby, B.J., Legator, M„ Nicols. W„ 
Ramel, C, (Amsterdam: Elsevier/North 
Holland Biomedical Press. (1979), pp. 
119-134. 

(4) Zimmermann, F.K., Kern. R , 
Roscnbergcr, H. "A yeast strain for 
simultaneous detection of induced 
mitotic crossing over, mitotic gene 
conversion and reverse mutation." 
Mutation Research , 28:381-388 (1975). 

9 796.5900 In vitro sister chromatid 
exchange assay. 

(a) Purpose. The sister chromatid 
exchange (SCE) assay detects the ability 
of a chemical to enhance the exchange 
of DNA between two sister chromotids 
of a duplicating chromosome. The test 
may be performed in vitro, using, for 
example, rodent or human cells, or in 
vivo using mammals, for example, 
rodents such as mice, rats and hamsters 

(b) Definition . Sister chromatid 
exchanges represent reciprocal 
interchanges of the two chromatid arms 
within a single chromosome. These 
exchanges are visualized during the 
metaphase portion of the cell cycle and 
presumably require enzymatic incision, 
translocation and ligation of at leost two 
DNA helices. 

(c) Reference substances. Not 
applicable. 

(d) Test method— (1) Principle. 
Following exposure of cell cultures to 
test chemicals, they are allowed to 
replicate in the presence of 
broniodeoxyuridine (BrdU), followed by 
treatment with colchicine or colccmid to 
arrest cells in a metaphase-like stage of 
mitosis (c-metaphase). Cells are then 
harvested and chromosome 
preparations made. Preparations are 
stained and metaphase cells analyzed 
for SCEs. 

(2) Description. In vitro SCE assays 
may employ monolayer or suspension 
cultures of established cell lines, cell 
strains or primary cell cultures. Cell 
cultures arc exposed to test chemical 
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and are allowed to replicate in the 
presence of BrdU. Prior to harvest, cells 
are treated with a spindle inhibitor (e.g. 
Colchicine or Colcemid *) to accumulate 
cells in c-metaphase. Chromosome 
preparations from cells are made, 
stained and analyzed for SCEs. 

(3) Calls —(i) Type of cells used in the 
assay. There are a variety of cell lines or 
primary cell cultures, including human 
cells, which may be used in the assay. 
Established cell lines and strains should 
be checked for Mycoplasma 
contamination and may be periodically 
checked for karyotype stability. 

(ii) Cel!growth and maintenance. 
Appropriate culture media and 
incubation conditions (culture vessels, 
temperature, and humidity CO*) should 
be used. 

(4) Metabolic activation. Cells should 
be exposed to test chemical both in the 
presence and absence of an appropriate 
metabolic activation system. 

(5) Control groups—-Concurrent 
controls. Positive and negative 
(untreated and/or vehicle) controls, with 
and without metabolic activation, 
should be included in each experiment. 

(6) Test chemicals —(i) Vehicle . Test 
substances may be prepared in culture 
media or dissolved or suspended in 
appropriate vehicles prior to treatment 
of the cells. Final concentration of the 
vehicle should not reduce cell viability 
or growth rate. 

(ii) Exposure concentrations . Multiple 
concentrations of the test substance 
over a range adequate to define the 
response should be tested. Among the 
criteria to be taken into consideration 
for determining the upper limits of test 
chemical concentration are cytotoxicity 
and solubility. Cytotoxicity of the test 
substance may be altered in the 
presence of metabolic activation 
systems. Cytotoxicity may be evidenced 
by a large (e.g., 75 percent) decrease in 
the number of cells that have divided 
twice in the presence of BrdU. 

Relatively insoluble substances should 
be tested up to the limit of solubility. For 
freely soluble nontoxic chemicals, the 
upper test chemical concentration 
should be determined on a case by case 
basis. When appropriate, a positive 
response should be confirmed by using a 
narrow range of test concentrations. 

(e) Test performance —(1) Established 
cell lines and strains, (i) Prior to use in 
the assay, cells should be generated 
from stock cultures, seeded in culture 
vessels at the appropriate density and 
incubated at 37 "C. 

(ii) Cell lines and strains should be 
treated with test chemical both with and 
without metabolic activation when they 
are in the exponential stage of growth. 

At the end of the exposure period, cells 


should be washed and incubated for two 
replication cycles in medium containing 
BrdU. After BrdU is added, the cultures 
should be handled in darkness, under 
“safe" (e.g.. darkroom) lights, or in dim 
light from incandescent lamps to 
minimize photolysis of BrdU containing 
DNA. At the end of the BrdU incubation 
period, cells should be fixed and stained 
for SCE determination. Cultures should 
be treated with a spindle inhibitor (e.g.. 
colchicine or Colcemid*) 2 hr prior to 
harvesting. 

(2) Human lymphocyte cultures, (i) 

For preparation of human lymphocyte 
cell cultures, heparinized or acid-citrate- 
dextrose treated whole blood should be 
added to culture medium containing a 
mitogen, e.g.. phytohemagglutinin (PHA) 
and incubated at 37 ”C. White cells 
sedimented by gravity (buffy coat) or 
lymphocytes which have been purified 
on a density gradient such as Ficoll- 
Hypaque may also be utilized. 

(ii) Cells should be exposed to the test 
chemical during at last two time 
intervals, e.g. Co and S. Exposure during 
the Go phase of the cell cycle should be 
accomplished by adding the test 
substance prior to addition of mitogen. 
Exposure during or after the first S 
phase may be accomplished by exposing 
cells 24-30 hrs after mitosis, under 
“safe" (e.g. darkroom) lights, or in dim 
light from incandescent lamps to 
minimize photolysis of BrdU containing 
DNA. At the end of the BrdU incubation 
period, cells should be fixed and stained 
for SCE determination. Cultures should 
be treated with a spindle inhibitor (e.g. 
colchicine or Colcemid 11 ) 2 hr prior to 
harvesting. 

(3) Human lymphocyte cultures . (i) 

For preparation of human lymphocyte 
cell cultures, heparinized or acid-citrate- 
dextrose treated whole blood should be 
added to culture medium containing a 
mitogen, e.g., phytohemogglutinin (PHA) 
and incubated at 37 "C. White cells 
sedimented by gravity (buffy coat) or 
lymphocytes which have been purified 
on a density gradient such as Ficoll- 
Hypaque may also be utilized. 

(ii) Cells should be exposed to the test 
chemical during at least two time 
intervals, e.g.. Go and S. Exposure during 
the Go phase of the cell cycle should be 
accomplished by adding the test 
substance prior to addition of mitogen. 
Exposure during or after the first S 
phase may be accomplished by exposing 
cells 24-30 hrs after mitogen stimulation. 
After exposure, cells should be washed 
and then cultured in the absence of the 
chemical. 

(4) Culture han'est time. A single 
harvest time, one that yields an optimal 
percentage of second division 
metaphases, is recommended. If there is 


reason to suspect that this is not a 
representative sampling time (which 
may occur for short-lived, cycle specific 
chemicals), then additional harvest 
times should be selected. 

(5) Staining method. Staining of slides 
to reveal SCEs can be performed 
according to any of several protocols. 
However, the fluorescence plus Giemsa 
method is recommended. 

(6) A lumber of cultures. At least two 
independent cultures should be used for 
each experimental point. 

(7) Analysis. Slides should be coded 
before analysis. The number of cells to 
be analyzed should be based upon the 
spontaneous control frequency and 
defined sensitivity and the power of the 
test chosen before analysis, in human 
lymphocytes, only cells containing 46 
centromeres should be analyzed. In 
established cell lines and strains, only 
metaphascs containing ±2 centromeres 
of the modal number should be 
analyzed. Uniform criteria for scoring 
SCEs should be used. 

(f) Data and report —(1) Treatment of 
results. Data should be presented in 
tabular form, providing scores for both 
the number of SCEs for each metaphase 
and the number of SCEs per 
chromosome for each metuphase. 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant dose-related 
increase in the number of sister 
chromatid exchanges. Another criterion 
may be based upon detection of a 
reproducible and statistically significant 
positive response for at least one of the 
test substance concentrations. 

(ii) A test substance which produces 
neither a statistically significant dose- 
related increase in the number of sister 
chromatid exchanges nor a statistically 
significant and reproducible positive 
response at any one of the test points is 
considered not to induce 
rearrangements of segments of DNA in 
this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation, (i) Positive results 
in the in vitro SCE assay indicate that 
under the test conditions the test 
substance induces reciprocal chromatid 
interchanges in cultured mammalian 
somatic cells. 

(ii) Negative results indicate that 
under the test conditions the test 
substance does not induce reciprocal 
chromatid interchanges in cultured 
mammalian somatic cells. 
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(5) Test report. In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792. Subpart J. the 
following specific information should be 
reported: 

(i) Cells used, density at time of 
treatment, number of cell cultures. 

(ii) Methods used for maintenance of 
cell cultures including medium, 
temperature and CO* concentration. 

(iii) Test chemical vehicle, 
concentration and rationale for the 
selection of the concentrations of test 
chemical used in the assay, duration of 
treatment. 

(iv) Details of both the protocol used 
preparation of the metabolic activation 
system and its use in the assay. 

(v) Growth period in BrdU; identity of 
spindle inhibitor, its concentration and 
duration of treatment. 

(vi) Time of cell harvest. 

(vii) Positive and negative controls. 

(viii) Method used to prepare slides 

for SCE determinotion. 

(ix) Criteria for scoring SCEa. 

(x) Details of the protocol used for 
growth and treatment of human cells if 
used in the assay. 

(xi) Dose-response relationship, if 
applicable. 

(g) References . For additional 
background information on this test 
guideline the following references shoud 
be consulted: 

(1) Latt .S.A.. Allen. J., Bloom. &E., 
Carrano. A.. Falke. E.. Kram. D., 
Schneider. E.. Schreck, R., Tice. R., 
Whitfield. B., Wolff, S. ‘‘Sister chromatid 
exchanges: a report of the U.S. EPA*s 
Gene-Tox Program'* Mutation Research , 
87:17-62 (1981). 

(2) [Reserved] 

§ 798.5915 In vtvo sister chromatid 
exchange assay. 

(a) Purpose . The sister chromatid 
exchange (SCE) assay detects the ability 
of a chemical to enhance the exchange 
of DNA between two sister chromatids 
of a duplicating chromosome. The test 
may be perfomed in vitro using cultured 
mammalian cells or in vivo using 
nonmammalian or mammalian tissues. 
The most commonly used assays employ 
bone marrow or lymphocytes from 
mammalian species such as mice, rats or 
hamsters. Human lymphocytes may also 
be used, 

(b) Definition . Sister chromatid 
exchanges represent reciprocal 
interchanges of the two chromatid arms 
within a single chromosome. These 
exchanges are visualized during the 
metaphase portion of the cell cycle and 
presumably require enzymatic incision, 
translocation and ligation of at least two 
DNA helices. 


(c) Reference substances. Not 
applicable. 

(d) 7es/ method — (1) Principle . 
Animals are exposed to test substance 
by appropriate routes followed by 
administration of bromodcoxyuridine 
(BrdU). A spindle inhibitor (e g., 
colchicine or Colecimid f ) is 
administered prior to sacrifice. After 
sacrifice, tissue is obtained and 
metaphase preparations made, stained 
and scored for SCE. 

(2) Description. The method described 
here employs bone marrow of 
laboratory rodents exposed to test 
chemicals. After treatment with test 
chemical, animals are futher treated 
with BrdU and. prior to sacrifice, with a 
spindle inhibitor (e.g.. colchicine or 
Colcemid *) to arrest cells in c- 
metaphase. After sacrifice, chromosome 
preparations from bone marrow cells 
are made, stained and scored for SCE. 

(3) Animal selection — (i) Species and 
strain. Any appropriate mammalian 
species may be used. Examples of 
commonly used rodent species include 
mice. rats, and hamsters. 

(ii) Age. Healthy, young adult animals 
should be used. 

(iii) Number and sex. At least Five 
female and five male animals per 
experimental and control group should 
be used. The use of a single sex or 
different number of animals should be 
justified. 

(iv) Assignment to groups. Animals 
should be randomized and assigned to 
treatment and control groups. 

(4) Control groups —(i) Concurrent 
controls . Current positive and negative 
(vehicle) controls should be included in 
the assay. 

(ii) Positive controls. A compound 
know to produce SCE in vivo should be 
employed as the positive control. 

(5) Test chemicals —(i) Vehicle. When 
possible, test chemicals should be 
dissolved in isotonic saline or distilled 
water. Water insoluble chemicals may 
be dissolved or suspended in 
appropriate vehicles. The vehicle used 
should neither interfere with the test 
compound nor produce toxic effects. 
Fresh preparations of the test compound 
should be employed. 

(ii) Dose levels . For an initial 
assessment, one dose of the test 
substance may be used, the dose being 
the maximum tolerated dose or that 
producing some indication of toxicity as 
evidenced by animal morbidity 
(including death) or target cell toxicity. 
The LDm> is a suitable guide. Additional 
dose levels may be used. For 
determination of dose-response, at least 
three dose levels should be used. 


(iii) Route of administration. The 
usual routes of administration are IP or 
oral. Other routes may be appropriate. 

(iv) Treatment schedule. In general, 
test substances should be administered 
only once. However, based upon 
toxicological information a repealed 
treatment schedule may be employed. 

(e) Test performance —(1) Treatment. 
Animals should be treated with test 
chemical followed by administration of 
BrdU. BrdU may be administered by 
multiple IP injections, by continuous tail 
vein infusion or by subcutaneous 
implantation of tablets. Animals should 
be treated with a spindle inhibitor (e.g. 
colchicine or Colcemid*) 2 hr prior to 
sacrifice. After sacrifice, bone marrow 
should be extracted and slides made 
and prepared for SCE evaluation. 

(2) Staining method. Staining of slides 
to reveal SCEs can be performed 
according to any of several protocols. 
However, the fluorescence plus Ciemsa 
method is recommended. 

(3) Number of cells scored. The 
number of cells to be analyzed per 
animal should be based upon the 
number of animals used, the negative 
control frequency, the predetermined 
sensitivity and the power chosen for the 
test. Slides should be coded before 
microscopic analysis. 

(0 Data and report—( 1) Treatment of 
results. Data should be presented in 
tabular form, providing scores for both 
the number of SCE for each metaphase 
and the number of SCE per chromosome 
for each metaphase. Differences among 
animals within each group should be 
considered before making comparisons 
between treated and control groups. 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant dose-related 
increase in the number of SCE. Another 
criterion may be based upon detection 
of a reproducible and statistically 
significant positive response for at least 
one of the test points. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the number of 
SCE or a statistically significant and 
reproducible positive response ut any 
one of the test points is considered not 
to induce rearrangements of DNA 
segments in this system. 

(iii) Both biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation . (i) Positive results 
in the in vivo SCE assay indicate that 
under the test conditions the test 
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substance induces reciprocal 
interchanges in the bone marrow of the 
test species. 

(ii) Negative results indicate that 
under the test conditions the test 
substance does not induce reciprocal 
interchanges in the bone marrow of the 
test species. 

(5) Test report In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792. Subpart J. the 
following specific information should be 
reported: 

(i) Species, strain, age, weight, number 
and sex of animals in each treatment 
and control group. 

(ii) Test chemical vehicle, dose level 
used rationale for dose selection, 
toxicity data, negative and positive 
controls. 

(iii) Route and schedule of 
administration of both test chemical and 
BrdU. 

(ivj Identity of spindle inhibitor, its 
concentration and duration of treatment. 

(v) Time of sacrifice after 
administration of BrdU. 

(vi) Details of the protocol used for 
slide preparation, 

(vii) Criteria for scoring SCR 

(viii) Dose-response relationship, if 

applicable. 

(g) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Allen. J.W., ShuleT. C.F.. Latt. S.A. 

Bromodeoxyuridine tablet methodology 

for in vivo studies of DNA synthesis.’* 
Somatic Cell Genetics. 4:393-405 (1978). 

(2) Allen. J.W., Shuler. C.F., Mendes. 
R.W.. Latt. S.A. “Simplified technique 
for in vivo analysis of sister chromatid 
exchanges using 5-bromodeoxyuridine 
tablets” Cytogenetics Cell Genetics , 
18:231-237 (1977). 

(3) Latt. S.A., Allen, J.. Bloom. S.R. 
Currano. A.. Paike, R, Kram. D., 
Schneider. R, Schreck. R., Tice. R., 
Whitfield, B.. Wolff, S. “Sister chromatid 
exchanges: a report of the U.S. EPA 
Gene-Tox Program.** Mutation 
Research. 87:17-82 (1981). 

§ 798.5955 Heritable translocation test In 
drosophila melanoqaster. 

(a) Purpose. The heritable 
translocation test in Drosophila 
measures the induction of chromosomal 
translocations in germ cells of insects. 
Stocks carrying genetic markers on two 
or more chromosomes are used to follow 
the assortment of chromosomes in 
meiosis. The Fi male progeny of treated 
parents are individually mated to 
females and the F* progeny phenotypes 
are scored. The observed spectrum of 
phenotypes is used to determine the 
presence or absence of a translocation. 


This is usually indicated by a lack of 
independent assortment of genes on 
different chromosomes. 

(b) Definitions —(1) Chromosome 
mutations are chromosomal changes 
resulting from breakage and reunion of 
chromosomes. Chromosomal mutations 
are also produced through 
nondisjunction of chromosomes during 
cell division. 

(2) Reciprocal translocations are 
chromosomal translocations resulting 
from reciprocal exchanges between two 
or more chromosomes. 

(3) Heritable translocations are 
reciprocal translocations transmitted 
from parent to the succeeding progeny. 

(c) Reference substances. These may 
include, but need not be limited to, ethyl 
methanesulfonate or N-dimethyl- 
nitrosamine. 

(d) Test method — (1) Principle . The 
method is based on the principle that 
balanced reciprocal chromosomal 
translocations can be induced by 
chemicals in the germ cells of treated 
flies and that these translocations are 
detected in the Fi progeny using genetic 
markers (mutations). Different mutations 
may be used as genetic markers and two 
or more of the four chromosomes may 
be genetically marked for inctusion in 
this tesL 

(2) Description . Wild-type males are 
treated with chemical and bred with 
females of known genetic markers. The 
Ft males are collected und individually 
bred with virain females of the female 
parental stock. The resulting F* progeny 
are scored. Putative translocation 
carriers are confirmed with an F* cross. 

(i) Illustrative example. The following 
example serves to illustrate the method. 
Males carrying genes for red eye color 
on chromosomes 11 and Ill are bred with 
females of white eye color carrying 
alleles for brown (bw) on the second 
chromosome and scarlet (st) and pink 
(pp) on the third chromosome. The Fi 
male progeny are bred with virgin 
females of the female parental stock and 
the resulting F> progeny are examined 
for eye color phenotypes, if there is no 
translocation in the Fi male, then the 
resulting F a progeny will have four eye 
color phenotypes: red, white, orange, 
and brown. If the Ft male carries a 
translocation between chromosomes 11 
and 111. only red and white eye 
phenotypes are obtained in the Ft 
generation. This happens because the Fi 
translocation heterozygote produces two 
balanced (carrying either the parental or 
the translocated configuration of 
markers) and two unbalanced gametes. 
The unbalanced gametes (carrying one 
normal and one translocated 
chromosome) are unable to develop into 
normal individuals in the F* generation. 


(ii) [Reserved] 

(3) Drosophila stocks. Wild-type 
males and females of the genotype 
bw:st pp (white eyes) may be used in the 
heritable translocation tesL Other 
appropriately marked Drosophila stocks 
may also be used. 

(4) Control groups, (i) Concurrent 
positive and negative (vehicle) controls 
should be included in each experiment. 

(ii) Negative (vehicle) controls should 
be included The size of the negative 
(vehicle) control group should be 
determined by the availability of 
appropriate laboratory historical control 
data. 

(iii) If the historical control data are of 
sufficient numbers, concurrent controls 
may not be necessary. 

(5) Test chemicals— (i) Vehicle. Test 
chemicals should be dissolved in water. 
Compounds which are insoluble in 
water may be dissolved or suspended in 
appropriate vehicles (e.g., a mixture of 
ethanol and Tween-80 or 80). and then 
diluted in water or saline prior to 
administration. Dimethylsulfoxide 
should be avoided as a vehicle. 

(ii) Dose levels. For the initial 
assessment of mutagenicity, it may be 
sufficient to test a single dose of the test 
substance. This dose should be the 
maximum tolerated dose or that which 
produces some indication of toxicity. If 
the test is being used to verify 
mutagenic activity, at least two 
additional exposure levels should be 
used. 

(iii) Route of administration . Exposure 
may be oral, by injection or by exposure 
to gases or vapours. Feeding of the test 
compound may be done in sugar 
solution. When necessary, substances 
may be dissolved in 0.7 percent NaCI 
solution and injected into the thorax or 
abdomen. 

(e) Test performance —(1) Pi mating . 

(i) In the primary screen of a chemical, it 
is enough to sample one germ cell stage, 
either mature sperm or spermatids (for 
indirect acting mutagens). Other stages 
may be sampled if needed, i.e.. when 
mature germ cells give a positive result 
and data from earlier germ cells ore 
needed for the purpose of risk 
assessment. Thus, the treated males 
may be mated only once for a period of 
3 days to sample sperm or transferred 
every 2 to 3 days to cover the entire 
germ cell cycle. 

(ii) Mass matings may be performed 
because the control rate for 
translocations in the available literature 
is very low (near 0) and clustered events 
are extremely rare. Mated females may 
be aged for 2 weeks in order to recover 
an enhanced incidence of translocation 
due to the storage effect. The females 
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are then allowed to lay eggs and Fi 
males are collected for test mating. 

(2) Ft mating. Fi males should be bred 
with virgin females of the parental 
female stock. Since each Ft male 
represents one treated gamete of the 
male parent, the Fx males have to be 
mated individually to virgin females. 
Each Fi male should be mated to three 
females to ensure sufficient progeny. 

(3) Scoring the Ft generation. F* 
cultures (each representing 1 Fx male 
tested) should be scored for the 
presence or absence of phenotype 
variations (linkage of markers) from the 
expected types. The test should be 
designed with a predetermined 
sensitivity and power. The number of 
flies in each group should reflect these 
defined parameters. The spontaneous 
mutant frequency observed in the 
appropriate control group will strongly 
influence the number of treated 
chromosomes that must be analyzed to 
detect substances which show mutation 
rates close to those of the controls. A 
positive test should be confirmed by Fj 
mating trials. 

(4) Number of replicate experiments. 
Replicate experiments are usually 
performed for each dose of the 
compound tested. If a chemical is a 
potent inducer of translocations, one 
experiment may be sufficient. Otherwise 
two or three replicate experiments 
should be done. 

(f) Data and report— (1) Treatment of 
results . Data should be tabulated to 
show the number of translocations and 
the number of fertile Fx males at each 
exposure for each germ cell stage 
sampled. 

(2) Statistical evaluation. Data should 
be evaluated by appropriate statistical 
methods. 

(3) Interpretation of results, (i) There 
are several criteria for determining a 
positive result, one of which is a 
statistically significant dose-related 
increase in the number of heritable 
translocations. Another criterion may be 
based upon detection of a reproducible 
and statistically significant positive 
response for at least one of the test 
points. 

(ii) A test substance which does not 
produce either a statistically significant 
dose-related increase in the number of 
heritable translocations or a statistically 
significant and reproducible positive 
response at any one of the test points is 
considered nonmutogcnic in this system. 

(Hi) Doth biological and statistical 
significance should be considered 
together in the evaluation. 

(4) Test evaluation, (i) Positive results 
in the heritable translocation test in 
Drosophila indicate that under the test 
conditions the test substance causes 


chromosome damage in germ cells of 
this insect. 

(ii) Negative results indicate that 
under the test conditions the test 
substance does not cause chromosomal 
damage in D. melanogoster. 

(5) Test report. In addition to the 
reporting recommendations as specified 
under 40 CFR Part 792, Subpart). the 
following specific information should be 
reported: 

(i) Drosophila stock used in the assay, 
age of insects, number of males treated, 
number of Fi cultures established, 
number of replicate experiments. 

(ii) Test chemical vehicle, treatment 
and mating schedule, exposure levels, 
toxicity data, dose and route of 
exposure. 

(iii) Positive and negative (vehicle) 
controls. 

(iv) Historical control data, if 
available. 

(v) Number of chromosomes scored. 

(vi) Criteria for scoring mutant 
chromosomes. 

(vii) Dose-response relationship, if 
applicable. 

(g) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Wurgler. F.E., Sobels. F.H.. Vogel. 

E. “Drosophila as assay system for 
detecting genetic changes.” Handbook 
of mutagenicity test procedures. Eds. 
Kilby, B.J., Legator. M., Nichols. W„ 
Ramel. C. (Amsterdam: Elsevier/North 
Holland Biomedical Press. 1979) pp. 335- 
374. 

(2) [Reserved] 

Subpart G—Neurotoxicity 

} 798.6050 Functional observational 
battery. 

(a) Purpose. In the assessment and 
evaluation of the potential human health 
effects of substances, it may be 
necessary to test for neurotoxic effects. 
Substances that have been observed to 
cause neurotoxic signs (e.g., 
convulsions, tremors, ataxia) in other 
toxicity tests, as well as those having a 
structural similarity to known 
neurotoxicants, should be evaluated for 
neurotoxicity. The functional 
observational battery is a noninvasive 
procedure designed to detect gross 
functional deficits in young adults 
resulting from exposure to chemicals 
and to better quantify neurotoxic effects 
detected in other studies. This battery of 
tests is not intended to provide a 
detailed evaluation of neurotoxicity. It is 
designed to be used in conjunction with 
neuropathologic evaluation and/or 
general toxicity testing. Additional 
functional tests may be necessary to 


assess completely the neurotoxic 
potential of a chemical. 

(b) Definitions. (1) Neurotoxicity is 
any adverse effect on the structure or 
function of the central and/or peripheral 
nervous system related to exposure to a 
chemical substance. 

(2) A toxic effect is an adverse change 
in the structure or function of an 
experimental animal as a result of 
exposure to a chemical substance. 

(c) Principle of the test method. The 
material is administered by an 
appropriate route to laboratory rodents. 
The animals are observed under 
carefully standardized conditions with 
sufficient frequency to ensure the 
detection of behavioral and/or 
neurologic abnormalities, if present. 
Various functions that could be affected 
by neurotoxicants are assessed during 
each observation period. 

(d) Test procedures —(1) Animal 
selection-^ i) Species and strain. The 
laboratory rat or mouse is 
recommended. Although information 
will generally be lacking, whenever 
possible the choice of species should 
take into consideration such factors as 
the comparative metabolism of the 
chemical and species sensitivity to the 
toxic effects of the test substance, as 
evidenced by the results of other 
studies. The potential for combined 
studies should also be considered. 
Standard strains should be used. 

(ii) Age. Young adult animals (at least 
42 days old for tne rat or mouse) should 
be used. 

(iii) Sex. (A) Equal numbers of 
animals of each sex are required for 
each dose level. 

(B) The females should be nulliparous 
and nonpregnant. 

(2) Number of animals. All exposed 
animals should be tested. At least 10 
animals of each sex should be used al 
each dose level. If interim sacrifices are 
planned, the number should be 
increased by the number of animals 
scheduled to be sacrificed before the 
end of the study. Animals should be 
randomly assigned to treatment and 
control groups. 

(3) Control groups, (i) A concurrent 
("sham” exposure or vehicle) control 
group is required. Subjects should be 
treated in the same way as for an 
exposure group except that 
administration of the test substsnee is 
omitted .0, RULES AND REGS) A 35 AD 0 
Barrett. Douglas 04942 7-29-05 J. 54-999 
File a35ad0.422 Folio 1110-11 

(ii) Concurrent or historic data from 
the laboratory performing the testing 
should provide evidence of the ability of 
the procedures used to detect major 
neurotoxic endpoints such as limb 
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weakness or paralysis (e.g M acrylamide), 
CNS stimulation (e.g., p. p *- 
iminodiproprionitrile) autonomatic signs 
(e.g. physostigmine). 

(iii) A satellite group may be treated 
with the high dose level for the duration 
of exposure and observed for 
reversibility, persistence, or delayed 
occurrence of toxic effects for a post- 
treatment period of appropriate 
duration* normally not less than 28 days. 

(4) Dose levels and dose selection. At 
least 3 doses, equally spaced on a log 
scale (e.g.. Vfe log units) over a range of 
at least 1 log unit shall be used in 
addition to a zero dose or vehicle 
administration. The data should be 
sufficient to produce a dose-effect curve. 

(i) The highest dose shall produce (A) 
dear behavioral effects or (B) life- 
threatening toxidly. 

(ii) The data from the lower doses 
must show either (A) graded dose- 
dependent effects at 2 dose levels or (B) 
no effects at 2 dose levels, respectively. 

(5) Duration and frequency of 
exposure. The duration and frequency of 
exposure will be specified in the test 
rule. 

(6) Route of exposure. The test 
substance shall be administered by the 
route specified in the test rule. This 
route will usually be the one most 
closely approximating the expected 
route of human exposure. The exposure 
potocol shall conform to that outlined in 
the appropriate acute or subchronic 
toxicity study guideline under Subpart B 
or Subpart C of this Part. 

(7) Combined protocol Subjects used 
for other toxicity studies may be used if 
none of the requirements of either study 
are violated by the combination. 

(8) Study conduct (i) All animals in a 
given study should be observed 
carefully by the same trained technician 
who is blind with respect to the animals* 
treatments. All animals should be 
observed prior to initiation of exposure. 
Subsequent observations should be 
made with sufficient frequency to ensure 
the detection of behavioral and/or 
neurologic abnormalities, if present. At 
minimum, observations at 1 hour, 8 
hours, 24 hours, 7 days, and 14 days and 
monthly thereafter are recommended. In 
a subchronic study, subsequent to the 
first exposure, all observations should 
be made before the daily exposue. The 
•nimals should be removed from the 
home cage to a standard arena for 
observation. Effort should be made to 
ensure that variations in the test 
conditions ore minimal and are not 
systematically related to treatment. 
Among the variables that can affect 
behavior are sound level, temperature, 
humidity, lighting, odors, time of day. 
find environmental distractions. Explicit. 


operationally defined scales for each 
function should be used. The 
development of objective quantitative 
measures of the observational endpoints 
specified is encouraged. 

(ii) The following is a minimal list of 
observations that should be noted: 

(A) Any unusual responses with 
respect to body position, activity level 
coordination of movement, and gait. 

(B) Any unusual or bizarre behavior 
including, but not limited to. 
headfiicking. head searching, 
compulsive biting or licking, self- 
mutilation. circling, and walking 
backwards. 

(C) The presence of: 

(1) Convulsions. 

[2] Tremors. 

(J) Increased levels of lacrimation 
and/or red-colored tears. 

(4) Increased levels of salivation. 

(5) Piloerection. 

(6) Pupillary dilation or constriction. 

(7) Unusual respiration (shallow, 
labored, dyspneic, gasping, and 
retching) and/or mouth breathing. 

(61) Diarrhea. 

(0) Excessive or diminished urination. 

[10) Vocalization. 

(D) Forelimb/bindlimb grip strength. 
The procedure described by Meyer et al. 
(1979), under paragraph (f)(9) of this 
section is recommended. 

(E) Sensory function. A simple 
assessment of sensory function (vision, 
audition, pain perception) should be 
made. Marshall et al. (1971) under 
paragraph (f)(8) of this section have 
described a neurologic exam for this 
purpose; these procedures are also 
discussed by Deuel (1977), under 
paragraph (f)(4) of this section. Irwin 
(1968) under paragraph (0(7) of this 
section described a number of reflex 
tests intended to detect gross sensory 
deficits, including the visual placing 
response, Preyer reflex, and tail pinch. 
Many procedures have been developed 
for assessing pain perception (e.g., 
Ankier, 1974 under paragraph (0(1) of 
this section; D* Amour and Smith 1941 
under paragraph (0(3) of this section; 
Evans 1971 under paragraph (0(6) of this 
section). 

(e) Data reporting and evaluation. In 
addition to the reporting requirements 
specified under 40 CFR Part 792 Subpart 
J the final test report must include the 
following information. 

(1) Description of system and test 
methods, (i) A detailed description of 
the procedures used to standardize 
observation, including the arena and 
operational definitions for scoring 
observations, 

(11) Positive control data from the 
laboratory performing the test that 
demonstrate the sensitivity of the 


procedures being used. Historic data 
may be used if all aspects of the 
experimental protocol are the same, 
including personnel 

(2) Results. The following information 
must be arranged by test group dose 
level 

(i) In tabular form, data for each 
animal must be provided showing: 

(A) Its identification number. 

(B) Its body weight and score on each 
sign at each observation time, the time 
and cause of death (if appropriate). 

(ii) Summary data for each group must 
include: 

(A) The number of animals at the start 
of the test. 

(B) The number of animals showing 
each observation score at each 
observation time. 

(C) The percentage of animals 
showing each abnormal sign at each 
observation time. 

(D) The mean and standard deviation 
for each continuous endpoint at each 
observation time. 

(3) Evaluation of data. The findings of 
a functional observational battery 
should be evaluated in the context of 
preceding and/or concurrent toxicity 
studies and any correlative 
histopathologic*! findings. The 
evaluation should include the 
relationship between the doses of the 
test substance and the presence or 
absence, incidence and severity, of any 
neurotoxic effects. The evaluation 
should include appropriate statistical 
analyses. Choice of analyses should 
consider tests appropriate to the 
experimental design and needed 
adjustments for multiple comparisons 

(0 References. For additional 
background information on this test 
guideline the foliowring references 
should be consulted: 

(1) Ankier. S.I. “New hot plate tests to 
quantify antinociceptic and narcotic 
antagonist activities/' European Journal 
of Pharmacology 27:1-4 (1974). 

(2) Coughenour. LL, McLean. |.R. and 
Parker. R.B. “A new device for the rapid 
measurement of impaired motor function 
in mice/' Pharmacology, Biochemistry 
and Behavior. 6: 351-353 (1977). 

(3) D* Amour. F.E., Smith. D.L “A 
method for determining loss of pain 
sensation," Journal of Pharmacology 
and Experimental Therapt'utics. 72: 74- 
79 (1941). 

(4) Deuel. R.K. "Determining sensory 
deficits in animals," Methods in 
Psychobiology Ed. Myers R.D. (New 
York: Academic Press. 1977) pp. 99-125. 

(5) Edwards. PM.. Parker V.H. “A 
simple, sensitive and objective method 
for early assessment of acrylamide 
neuropathy in rats," Toxicology and 
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Applied Pharmacology, 40: 589-591 
(1977), 

(8) Evans. W.O. “A new technique for 
the investigation of some analgesic 
drugs on reflexive behavior in the rat/' 
Psychopharmacologia, 2: 318-325 (1961). 

(7) Irwin. S. "Comprehensive 
observational assessment: la. A 
systematic quantitative procedure for 
assessing the behavioral and 
physiologic state of the mouse." 
Psychopharmacologia . 13: 222-257 
(1908). 

(8) Marshall. J.F., Turner. B.H., 
Teitlbaum. P. "Sensory neglect produced 
bv lateral hypothalamic damage," 
Science, 174: 523-525 (1971). 

(9) Mever. O.A., Tilson, H.A., Byrd, 
W.C.. Riley, MX "A method for the 
routine assessment of fore* and 
hindlimb grip strength of rats and mice,* 4 
Neurobehavioral Toxicology, 7:233-230 
(1979). 

5 798.6200 Motor activity. 

(a) Purpose— (1) General. In the 
assessment and evaluation of the toxic 
characteristics of a substance, 
determination of the effects of 
administration of the substance on 
motor activity is useful when 
neurotoxicity is suspected. 

(2) Acute Motor Activity Test. The 
purpose of the acute motor activity test 
is to examine changes in motor activity 
occurring over a range of acute exposure 
levels. These changes may then be 
evaluated in the context of changes 
occurring in other organ systems. This 
test is an initial step in determining the 
potential of a substance to produce 
acute neurotoxicity and may be used to 
screen members of a class of substances 
for known neurotoxicity, and/or to 
establish a dosage regimen prior to the 
initiation of subchronic neurotoxicity 
testing. 

(3) Subchronic Motor Activity Test. 
The purpose of the subchronic motor 
activity test is to determine whether the 
repeated administration of a suspected 
neurotoxicant results in changes in 
motor activity. These changes may be 
evaluated in Ihe context of changes 
occurring in other organ systems. This 
test is an initial step in determining the 
potential of a substance to produce 
subchronic neurotoxicity. 

(b) Definitions. (1) Neurotoxicity is the 
adverse effect on the structure or 
function of the central and/or peripheral 
nervous system related to exposure to a 
chemical substance. 

(2) Motor activity is any movement of 
the experimental animal. 

(3) A toxic effect is an adverse change 
iq the structure or function of an 
experimental animal as a result of 
exposure to a chemical substance. 


(c) Principle of the test method. The 
test substance is administered to several 
groups of experimental animals, one 
dose being used per group. 
Measurements of motor activity are 
made. The exposure levels at which 
significant changes in motor activity are 
produced are compared to those levels 
which produce toxic effects not 
originating in the central and/or 
peripheral nervous system. 

(d) Test procedures —(1) Animal 
selection—{ I) Species and strain. 

Testing shall be performed in a 
laboratory rat or mouse. The choice of 
species should take into consideration 
such factors as the comparative 
metabolism of the chemical and species 
sensitivity to the toxic effects of the test 
substance, as evidenced by the results 
of other studies, the potential for 
combined studies, and the availability of 
other toxicity data for the species. 

(ii) Age. Young adult animals (at least 
42 days old for rat or mouse) should be 
used. 

(iii) Sex. (A) Equal numbers of 
animals of each sex are required for 
each dose level for the motor activity 
test. 

(B) The females should be nulliparous 
and nonpregnant, 

(2) Number of animals. Animals shall 
be randomly assigned to test and control 
groups. Each test or control group must 
be designed to contain a sufficient 
number of animals at the completion of 
the study to detect a 40 percent change 
in activity of the test groups relative to 
the control group with 90 percent power 
at the 5 percent level. For most designs, 
calculations can be made according to 
Dixon and Massey (1957) under 
paragraph (0(1) of this section, Neter 
and Wasserman (1974) under paragraph 
(0(5) of this section. Sokal and Rohlf 
(1969) under paragraph (0(9) of this 
section, or Jensen (1972) under 
paragraph (0(3) of this section. 

(3) Control groups, (i) A concurrent 
control group is required. This group 
must be an untreated group, or, if a 
vehicle is used in administering the test 
substance, a vehicle control group. If the 
toxic properties of the vehicle are not 
known or cannot be made available, 
both untreated and vehicle control group 
are required. 

(ii) Positive control data are required 
to demonstrate the sensitivity and 
reliability of the activity measuring 
device and testing procedure. These 
data should demonstrate the ability to 
detect increases or decreases in activity 
and to generate a dose-effect curve or its 
equivalent using three values of the dose 
or equivalent independent variable. A 
single administration of the dose (or 
equivalent) is sufficient. It is 


recommended that chemical exposure 
be used to collect positive control data. 
Positive control data shall be collected 
at the time of the test study unless the 
laboratory can demonstrate the 
adequacy of historical data for this 
purpose. 

(iii) A satellite group may be treated 
with the high dose level for 90 days and 
observed for reversibility, persistence or 
delayed occurrence of toxic effects for a 
post-treatment period of appropriate 
length, normally not less than 28 days. 

(4) Dose levels and dose selection. At 
least 3 doses, equally spaced on a log 
scale (e.g.. Mi log units) over a range of 
at least 1 log unit shall be used in 
addition to a zero dose or vehicle 
administration. The data should be 
sufficient to produce a dose-effect curve. 

(i) The highest dose shall produce (A) 
clear effects on motor activity or (B) life- 
threatening toxicity. 

(ii) The data from the lower doses 
must show either (A) graded dose- 
dependent effects at 2 dose levels or (B) 
no effects at 2 dose levels, respectively. 

(5) Duration of testing. The duration of 
exposure will be specified in the test 
rule. 

(6) Route of administration . The test 
substance shall be administered by the 
method specified in the test rule. This 
will usually be the route most closely 
approximating the route of human 
exposure. The exposure protocol shall 
conform to that outlined in the 
appropriate acute or subchronic toxicity 
study guideline. 

(7) Combined protocol The tests 
described herein may be combined with 
any other toxicity study, as long as none 
of the requirements of either are 
violated by the combination. 

(8) Study conduct —(i) General. Motor 
activity must be monitored by an 
automated activity recording apparatus. 
The device used must be capable of 
detecting both increases and decreases 
in activity, i.e. baseline activity as 
measured by the device must not be so 
low as to preclude decreases nor so high 
as to preclude increases. Each device 
shall be tested by standard procedure to 
ensure, to the extent possible, reliability 
of operation across devices and across 
days for any one device. In addition, 
treatment groups must be balanced 
across devices. Each animal shall be 
tested individually. The test session 
shall be long enough for motor activity 
to approach asymptotic levels by the 
last 20 percent of the session for most 
treatments and animals. All sessions 
should have the same duration. 
Treatment groups shall be counter¬ 
balanced across test times. Effort should 
be made to ensure that variations in the 
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test conditions are minima! and are not 
systematically related to treatment. 
Among the variables which can affect 
motor activity are sound level, size and 
shape of the test cage, temperature, 
relative humidity, lighting conditions, 
odors, use of home cage or novel test 
cage and environmental distractions. 
Tests shall be executed by an 
appropriately trained individual. 

(ii) Acute. Testing shall be timed to 
include the time of peak signs. 

(iii) Subchronic. All animals shall be 
tested prior to initiation of exposure and 
at 30 ±2. 60 ±2 and 90 ±2 days during 
the exposure period. Testing shall occur 
prior to the daily exposure. Animals 
shall be weighed on each test day and at 
least once weekly during the exposure 
period. 

(e) Data reporting and evaluation. In 
addition to the reporting requirements 
specified under 40 CFR Part 792. Subpart 
J the Final test report must include the 
following information: 

(1) Description of system and test 
methods, (i) Positive control data from 
the laboratory performing the test which 
demonstrate the sensitivity of the 
procedure being used. 

(ii) Procedures for calibrating and 
assuring the equivalence of devices and 
balancing treatment groups. 

(2) Results. The following Information 
must be arranged by test group (dose 
level). 

(i) In tabular form, data must be 
provided showing for each animal: 

(A) Its identification number. 

(B) Body weight, total session activity 
counts, and intrasession subtotals for 
each date measured. 

(ii) Group summary data should also 
be reported. 

(3) Evaluation of data . An evaluation 
of the test results (including statistical 
analysis comparing total activity counts 
at the end of exposure of treatment vs 
control animals must be made and 
supplied. This submission must include 
dose-effect curves for motor activity 
expressed as activity counts. 

(f) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Dixon, W.J., Massey. E.J. 
Introduction to Statistical Analysis 2nd 
Ed. (New York: McGraw-Hill. 1957). 

(2) Finger. F.W. “Measuring 
behavioral activity/ Methods in 
Psychobiology Vol. 2. Ed. R.D. Myers 
(New York: Academic. 1972) pp. 1-19. 

(3) Jensen. D.R. “Some simultaneous 
multivariate procedures using 
Hotelling's T* Statistics," Biometrics . 
28:39-53 (1972). 

(4) Kinnard. E.J. and Watzman. N. 
‘Techniques utilized in the evaluation of 


psychotropic drugs on animals activity." 
Journal of Pharmaceutical Sciences. 
55:995-1012 (1966). 

(5) Neter. J. and Wasserman. W. 
Applied Linear Statistical Models . 
Homewood. Richard D. Irwin. Inc., 1974. 

(6) Reiter. L.E, “Use of activity 
measures in behavioral toxicology." 
Environmental Health Perspectives . 
26:9-20 (1978). 

(7) Reiter. LW. and MacPhail, R.C. 
"Motor Activity: A survey of methods 
with potential use in toxicity testing." 
NeurobehavioraI Toxicology , 1: Suppl. 1, 
53-66(1979). 

(8) Robbins. T.W. “A critique of the 
methods available for the measurement 
of spontaneous motor activity," 
Handbook of Psychopharmacology. Vol. 
7. Eds. Iversen. LL. Iversen, D.S., 
Snyder. S.H. (New York: Plenum, 1977) 
pp. 37-62. 

(9) Sokal. R.P. and Rohlf, E.J. 

Biometry. (San Francisco: W.H. 

Freeman and Co., 1969). 

§ 798.6400 Neuropathology. 

(a) Purpose. The techniques in this 
guideline are designed to develop data 
on morphologic changes in the nervous 
system for chemical substances and 
mixtures subject to such testing under 
the Toxic Substances Control Act. The 
data will detect and characterize 
morphologic changes, if and when they 
occur, and determine a no-effect level 
for such changes. Neuropathological 
evaluation should be complemented by 
other neurotoxicity studies, e.g. 
behavioral and neurophysiological 
studies. Neuropathological evaluation 
may be done following acute, 
subchronic or chronic exposure. 

(b) Definition. Neurotoxicity or a 
neurotoxic effect is an adverse change 
in the structure or function of the 
nervous system following exposure to a 
chemical agent. 

(c) Principle of the test method. The 
test substance is administered to several 
groups of experimental animals, one 
dose being used per group. The animals 
are sacrificed and tissues in the nervous 
system are examined grossly and 
prepared for microscopic examination. 
Starting with the highest dosage level, 
tissues are examined under the light 
microscope for morphologic changes, 
until a no effect level is determined. In 
cases where light microscopy has 
revealed neuropathology, the no effect 
level may be confirmed by electron 
microscopy. 

(d) Test procedure —(1) Animat 
selection^}) Species and strain. 

Testing should be performed in the 
species being used in other tests for 
neurotoxicity. This will generally be the 
laboratory rat. The choice of species 


shall take into consideration such 
factors as the comparative metabolism 
of the chemical and species sensitivity 
to the toxic effects of the test substance, 
as evidenced by the results of other 
studies, the potential for combined 
studies, and the availability of other 
toxicity data for the species. 

(ii) Age. Animals shall be young 
adults (150-200 gm for rats) at the sturt 
of exposure. 

(iii) Sex. Both sexes should be used 
unless it is demonstrated that one sex is 
refractory to the effects. 

(2) Number of Animals. A minimum of 
six animals per group shall be used. The 
tissues from each animal shall be 
examined separately. It is recommended 
that ten animals per group be used. 

(3) Control Groups, (i) A concurrent 
control group(s) is (are) required. This 
group must be an untreated control 
group or. if a vehicle is used in 
administering the test substance, a 
vehicle control group. If the vehicle used 
has a known or potential toxic property, 
both untreated and vehicle control 
groups are required. 

(ii) A satellite group of animals may 
be treated with the high level for 90 days 
and observed for reversibility, 
persistence, or delayed occurrence of 
toxic effects for a post-treatment period 
of appropriate length: normally not less 
than 28 days. 

(4) Dose Levels and Dose Selection. 

At least 3 doses, equally spaced on a log 
scale (e.g., Vfr log units) over a range of 
at least 1 log unit shall be used in 
addition to a zero dose or vehicle 
administration. The data should be 
sufficient to produce a dose-effect curve. 

(I) The highest dose shall produce (A) 
clear behavioral effects or (B) life- 
threatening toxicity. 

(ii) The data from the lower doses 
must show either (A) graded dose- 
dependent effects at two dose levels or 
(B) no effects at two dose levels, 
respectively. 

(5) Duration of testing. The exposure 
duration will be specified in the test 
rule. This will generally be 90 days 
exposure. 

(6) Route of administration. The test 
substance shall be administered by a 
route specified in the test rule. This will 
generally be the route most closely 
approximating the route of human 
exposure. The’exposure protocol shall 
conform to that outlined in the 
appropriate acute or subchronic toxicity 
guideline. 

(7) Combined protocol. The tests 
described herein may be combined with 
any other toxicity study, as long as none 
of the requirements of either are 
violated by the combination. 
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(8) Study conduct —(i) Observation of 
animals. All toxicological (e.g.. weight 
loss] and neurological signs (e.g., motor 
disturbance) shall be recorded 
frequently enough to observe any 
abnormality, and not less than weekly. 

(ii) Sacrifice of animals —(A) General. 
The goal of the techniques outlined for 
sacrifice of animals and preparation of 
tissues is preservation of tissues 
morphology to simulate the living state 
of the cell. 

(B) Perfusion technique. Animals shall 
be perfused in situ by a generally 
recognized technique. For fixation 
suitable for light or electronic 
microscopy, saline solution followed by 
buffered 25 percent glutaraldehyde or 
buffered 4.0 percent paraformaldehyde, 
is recommended. While some minor 
modifications or variations in 
procedures are used in different 
laboratories, a detailed and standard 
procedure for vascular perfusion may be 
found in the text by Zeman and Innes 

(1903} under paragraph (F)(7) of this 
section. Hayat (1970) under paragraph 
(F)(3) of this section, and by Spencer 
and Schaumburg (1980) under paragraph 
(F)(6) of this section. A more 
sophisticated technique is described by 
Palay and Chan-Palay (1974) under 
paragraph (F)(4) of this section. 

(C) Removal of brain and cord. After 
perfusion, the bonystructurc (cranium 
and vertebral column) should be 
exposed. Animals should then be stored 
in fixative-filled bags at 4*C for 8-12 
hours. The cranium and vertebral 
column shall, be removed carefully by 
trained technicians without physical 
damage of the brain and cord. Detailed 
dissection procedures may be found in 
the text by Palay and Chan-Palay (1974) 
under paragraph (F)(4) of this section. 
After removal, simple measurement of 
the s he (length and width) and weight 
of the whole brain (cerebrum, 
cerebellum, pons-medulla) should be 
made. Any abnormal coloration or 
discoloration of the brain and cord 
should also be noted and recorded. 

(D) Sampling. Unless a given test rule 

specifies otherwise, cross-sections of the 
following areas shall be examined: the 
forebrain, the center of the cerebrum, 
the midbrain, the cerebellum and pons, 
and the medulla oblongata; the spinal 
cord at cervical and lumbar swelling 
(Co-€ft and Gasserian ganglia, 

dorsal root ganglia (Cj-C*, Li-U), dorsal 
and ventral root fibers (Ca-CU. L'-U), 
proximal sciatic nerve (mid-thigh and 
sciatic notch), sural nerve (at knee), and 
tibial nerve (at knee). Other sites and 
tissue elements (e.g.. gastrocnemius 
muscle) should be examined if deemed 
necessary. Any observable gross 
changes shall be recorded. 


(iii) Specimen storage. Tissue samples 
from both the central and peripheral 
nervous system shall be further 
immersion fixed and stored in 
appropriate fixative (e.g., 10 percent 
buffered formalin for light microscopy; 
2.5 percent buffered gluteraldehyde or 
4.0 percent buffered paraformaldehyde 
for electron microscopy) for future 
examination. The volume of fixative 
versus the volume of tissues in a 
specimen jar shall be no less than 25:1. 
All stored tissues should be washed 
with buffer for at least 2 hours prior to 
further tissue processing. 

(iv) Histopathology examination. (A) 
Fixation. Tissue specimens stored in 10 
percent buffered formalin may be used 
for this purpose. All tissues must be 
immersion fixed in fixative for at least 
48 hours prior to further tissue 
processing. 

(B) Dehydration. All tissue specimens 
should be washed for at least 1 hour - 
with water or buffer, prior to 
dehydration. (A longer washing time is 
needed if the specimens have been 
stored in fixative for a prolonged period 
of time.) Dehydration can be performed 
with increasing concentration of graded 
ethanols up to absolute alcohol. 

(C) Clearing and embedding. After 
dehydration, tissue specimens shall be 
cleared with xylene and embedded in 
paraffin or paraplast. Multiple tissue 
specimens (e.g. brain, cord, ganglia) may 
be embedded together in one single 
block for sectioning. All tissue blocks 
shall be labelled showing at least the 
experiment number, animal number, and 
specimens embedded. 

(D) Sectioning . Tissue sections, 5 to 6 
microns in thickness, shall be prepared 
from the tissue blocks and mounted on 
standard glass slides. It is recommended 
that several additional sections be made 
from each block at this time for possible 
future needs for special stainings. AH 
tissue blocks and slides shall be filed 
and stored in properly labeled files or 
boxes. 

(E) //istopa t ho logical techniques. 
Although the information available for a 
given chemical substance may dictate 
test-rule specific changes, the following 
general testing sequence is proposed for 
gathering histopathological data: 

(/) General staining. A general 
staining procedure shall be performed 
on all tissue specimens in the highest 
treatment group. Hematoxylin and eosin 
(H&E) shall be used for this purpose. 

The staining shall be differentiated 
properly to achieve bluish nuclei with 
pinkish background. 

(2) Special stains. Based on the results 
of the genera! staining, selected sites 
and cellular components shall be further 
evaluated by the use of specific 


techniques. If HftE screening does not 
provide such information, a battery of 
stains shall be used to assess the 
following components in all appropriate 
required samples: neuronal body (e.g.. 
Einarson's gailocyanin), axon (e.g., 
Bodian), myelin sheath (e.g.. Kluver’s 
Luxol Fast Blue) and neurofibrils (e.g.. 
Bielchosky). In addition, peripheral 
nerve fiber teasing shall be used. 
Detailed staining methodology is 
available in standard histotechnological 
manuals such as AFIP (1968) under 
paragraph (f)(1) of this section. Ralis et 
al. (1973) under paragraph (f)(5) of this 
section, and Chang (1979) under 
paragraph (f)(2) of this section. The 
nerve fiber teasing technique is 
discussed in Spencer and Schaumberg 
(1980) under paragraph (f)(6) of this 
section. A section of normal tissue shall 
be included in each staining to assure 
that adequate staining has occurred. 

Any changes shall be noted and 
representative photographs shall be 
taken. If a lesion(s) is observed, the 
special techniques shall be repeated in 
the next lower treatment group until no 
further lesion is detectable. 

(3) Alternative technique. If the 
anatomical locus of expected neuro¬ 
pathology is well-defined, epoxy- 
embedded sections stained with 
toluidine blue may be used for small 
sized tissue samples. This technique 
obviates the need for special stains for 
cellular components. Detailed 
methodology is available in Spencer and 
Schaumberg (1980) under paragraph 
(f)(6) of this section. 

[4] Electron microscopy. Based on the 
results of light microscopic evaluation, 
specific tissue sites which reveal a 
lesion(s) shall be further evaluated by 
electron microscopy in the highest 
treatment group which does not reveal 
any light microscopic lesion. If a lesion 
is observed, the next lower treatment 
group shall be evaluated until no 
significant lesion is found. Detailed 
methodology is available in Hayat (1970) 
under paragraph (f)(3) of this section. 

(F) Examinational) General. AU 
stained microscopic slides shall be 
examined with a standard research 
microscope. Examples of cellular 
alterations (e.g., neuronal vacuolation, 
degeneration, and necrosis) and tissue 
changes (e.g., gliosis, leukocytic 
infiltration, and cystic formation) shall 
be recorded and photographed. 

(2) Electron microscopy. Since the 
size of the tissue samples that can be 
examined is very small, at least 3 to 4 
tissue blocks from each sampling site 
must be examined. Tissue sections must 
be examined with a transmission 
electron microscope. Three main 
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categories of structural changes must be 
considered: 

(/) Neuronal body. The shape and 
position of the nucleus and nucleolus as 
well as any change in the chromatin 
patterns shall be noted. Within the 
neuronal cytoplasm, cytoplasmic 
organelles such as mitochondria, 
lysosomes. neurotubules, 
neurofilaments, microfilaments. 
endoplasmic reticulum and 
polyribosomes [Nissl substance). Colgl 
complex, and secretory granules shall be 
examined 

(//) Neuronal processes. The structural 
integrity or alterations of dendrites, 
axons [myelinated and unmyelinated), 
myelin sheaths, and synapses shall be 
noted. 

(///) Supporting cells. Attention must 
also be paid to the number and 
structural integrity of the neuroglial 
elements (oligodendrocytes, astrocytes, 
and microglia) of the central nervous 
system, and the Schwarm cells, satellite 
cells, and capsule cells of the peripheral 
nervous system. Any changes in the 
endothelial cells and ependymal lining 
cells shall also be noted whenever 
possible. The nature, severity, and 
frequency of each type of lesion in each 
specimen must be recorded. 
Representative lesions must be 
photographed and labeled 
appropriately. 

(e) Data collection . reporting, and 
evaluation. In addition to information 
meeting the requirements stated under 
40 CFR Part 792 Subpart J. the following 
specific information should be reported: 

(1) Description of test system and test 
methods. A description of the general 
design of the experiment should be 
provided. This should include a short 
justification explaining any decisions 
where professional judgment is involved 
such as fixation technique and choice of 
stains. 

(2) Results. All observations shall be 
recorded and arranged by test groups. 
This data may be presented in the 
following recommended format: 

(i) Description of signs and lesions for 
each animal. For each animal, data must 
be submitted showing its identification 
(animal number, treatment, dose, 
duration), neurologic signs, location(s) 
nature of, frequency, and severity of 
lesion(s). A commonly-used scale such 
as 1 -f. 2+. 3+. and 4+ for degree of 
severity ranging from very’ slight to 
extensive may be used. Any diagnoses 
derived from neurologic signs and 
lesions including naturally occurring 
diseases or conditions, should also be 
recorded. 

(ii) Counts and incidence of lesions, 
by test group. Data shall be tabulated to 
show: (A) The number of animals used 


in each group, the number of animals 
displaying specific neurologic signs, and 
the number of animals in which any 
lesion was found; (B) The number of 
animals affected by each different type 
of lesion, the average grade of each type 
of lesion, and the frequency of each 
different type and/or location of lesion. 

(iii) Evaluation of data. (A) An 
evaluation of the data based on gross 
necropsy findings and microscopic 
pathology observations shall be made 
and supplied. The evaluation shall 
include the relationship, if any. between 
the animal's exposure to the test 
substance and the frequency and 
severity of the lesions observed. 

(B) The evaluation of dose-response, if 
existent, for various groups shall be 
given, and a description of statistical 
method must be presented. The 
evaluation of neuropathology data 
should include, where applicable, an 
assessment in conjunction with other 
neurotoxicity studies performed (eg. 
electrophysiological, behavioral, 
neurochemical). 

(f) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) AFIP. Manual of Histologic 
Staining Methods. (New York: McGraw- 
Hill (1968). 

(2) Chang. LW. A Color Atlas and 
Manual for Applied Histochemistry . 
(Springfield. Ik Charles C Thomas. 
1979). 

(3) Hayat. M.A. "Vol. 1. Biological 
applications." Principles and techniques 
of electron microscopy. (New York: Van 
Nostrand Reinhold. 1970) 

(4) Palay S.L, Chan-Palay. V. 
Cerebellar Cortex: Cytology and 
Organization . (New York: Springer- 
Verlag, 1974. 

(5) Ralis. H.M., Beesley, R.A., Rails. 
Z.A. Techniques in Neurohistology. 
(London: Butterworths, 1973). 

(6) Spencer, P.S.. Schaumburg. H.H. 
(eds). Experimental and Clinical 
Neurotoxicology. (Baltimore: Williams 
and Wilkin9.1980). 

(7) Zeman. W.. JRM Innes, J.R.M, 
Craigie's Neuroanatomy of the Rah 
(New York: Academic. 1963). 

§ 798.8450 NTE neurotox assay. 

(a) Purpose. (1) A variety of 
organophosphorus (O-P) compounds 
cause a type of delayed neurotoxicity 
(OPIDN) in which inhibition of the 
esterase activity of a protein called 
neurotoxic esterase (NTE) in neural 
tissue is the primary biochemical 
correlate and predictor. This guideline 
will describe the conduct of an assay for 
measurement of the inhibition of NTE in 
the brain or spinal cord of animals 


exposed to O-P. It is based on the 
method described by Johnson (1975. 

1977.1982) under paragraph (f) (2).(3), 
and (4) of this section and quotes those 
sources directly. Other methods for 
performing the assay have been 
described by Sprague et al. (1981) under 
paragraph (f)(6) of this section. Soliman 
et al. (1982) under paragraph (f)(7) of this 
section and Caroldi and Lotti (1982) 
under paragraph (f)(1) of this section for 
peripheral nerve. These and other 
assays are reviewed by Johnson (1982) 
under paragraph (f)(4) of this section 
and Johnson and Richardson (1983) 
under paragraph (f)(5) of this section. 
This biochemical test is intended as an 
adjunct to a behavioral and pathological 
study in hens. 

(2) NTE measurements provide 
objective quantitative data on the first 
step in initiation of OPIDN. Thus, they 
can be a great help in evaluating studies 
where the more poorly quantified 
behavioral or pathological data may be 
equivocal, or where the adequacy of a 
negative study is at issue. The second 
step necessary is "aging" of the 
phosphorylated NTE (the Iosb of an R 
group resulting in a negatively charged 
substituent bound to NTE). Not all O-P 
that inhibit NTE. then, cause OPIDN. but 
all neuropathic O-P inhibit NTE. 

(3) Thus, the NTE assay is a valuable 
adjunct to but not a complete 
replacement for in-vivo testing. Johnson 
(1982) (under paragraph (f)(4) of this 
section has proposed a detailed testing 
scheme for combining the NTE assay 
with behavioral and histopathological 
studies in hens. Such combined testing 
can be faster, more accurate, and less 
expensive than the current EPA 
approach. OTS encourages testing 
schemes that combine this assay with 
in-vivo studies. 

(b) Definitions . (1) Organophosphorus 
induced delayed neurotoxicity (OPIDN) 
is a neurological syndrome in which 
limb weakness and upper motor neuron 
spasticity are the predominant clinical 
signs and distal axonopathy of 
peripheral nerve and spinal cord are the 
correlative pathological signs. Clinical 
signs and pathology first appear 
between 1 and 2 weeks following 
exposure which normally inhibits 
greater than 80 percent of NTE (For O- 
Ps that “age"). 

(2) Neurotoxic target esterase (NTE) is 
a membrane-bound neural protein that 
hydrolyzes phenyl valerate and is highly 
correlated with the Initiation of OPIDN. 
NTE activity is operationally defined as 
the phenyl valerate hydrolytic activity 
resistant to paraoxon but sensitive to 
mipafox or neuropathic O-P ester 
inhibition. 
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(c) Principle of the test method The 
test method Is a differential assay of the 
ability of neural tissue, following O-P 
exposure, to selectively hydrolyze a 
phenyl valerate substrate. The principle 
of the assay is first, to determine the 
amount of hydrolysis that occurs in the 
presence of a non-neurotoxic inhibitor, 
paraoxon. (a), which is intended to 
occupy irrelevant sites. Second, we 
determine the activity in the presence of 
paraoxon and a known neuropathic 
inhibitor, mipafox. (b). NTE activity is 
the difference between (a) and (b). that 
is. the proportion of activity inhibited 
only by mipafox. Thus, the ' mipafox 
site” is already occupied following 
exposure to a neuropathic O-P ester and 
the activity of (b) is therefore reduced. 

(d) Testing procedure. Because this 
guideline is intended as an adjunct to an 
in-vivo study, only those aspects of 
study conduct specific to the assay will 
be described. 

(1) Animal selection. The adult 
domestic laying hen is recommended. 
Standard size breeds and strains should 
be employed. 

(2) Number of animals, (i) At least 
four hens/dose or control group should 
be used. 

(if) It is recommended that at least 
two hens be dosed with a known 
neuropathic O-P as a positive control. 
Tri-o-toly! phosphate (TOCP) or 
diisopropyl phosphorofluoridate (DFP) 
can be used but TOCP is recommended 
because of its low acute toxicity. 

(3) Materials, To conduct this assay, 
you will need paraoxon (diethyl 4- 
nitrophenyl phosphate), mipafox (N. N*- 
diisopropylphosphorodianiido 
fluoridate), and phenyl valerate. Johnson 
(1977) under paragraph (f)(3) of this 
section includes a detailed description 
of the steps necessary for the synthesis, 
purification, and storage of these 
chemicals. Paraoxon can be obtained 
commercially. 

(4) Study conduct, (i) The assay 
should be performed on the whole brain 
and spinal cord of subjects sacrificed 24 
hours following acute exposure, and at 
regular intervals, e g., weekly, during 
repeated exposure. The last 
measurement should follow the last 
exposure by 24 or 46 hours. Each assay 
should be performed in duplicate. 

(ii) The assay has four stages: 
preparation of tissue; differential 
preincubation; hydrolysis of substrate; 
and measurement of product. The 
quotations that follow are from Johnson 
(1977) as corrected or modified in 
Johnson (1982). His is the best known 
method for conduct of this assay. Other 
acceptable methods have been used. 
They primarily involve minor technical 
modification (Sprague et al. 1981 under 


paragraph (f)(7) of this section and 
Soliman et al. 1982 under paragraph (f) 
(6) of this section). Testers are 
encouraged to discuss planned methods 
with EPA prior to conducting testing for 
approval. 

(A) Preparation of tissue. '’Normal or 
dosed birds are killed by cervical 
dislocation. The head is cut off and the 
w hole brain removed and cooled in ice* 
cold buffer (50 mM Tris/0.2 mM EDTA 
adjusted to pH 8.0 at 25* with HCL). 
Meninges and blood vessels are rapidly 
removed and the brain is blotted dry. 
weighed, and homogenized thoroughly 
in ice-cold buffer (6.5 ml/g) using a high¬ 
speed rotating perspex pestle with not 
more than 0.25 mm difference in 
diameter between pestle and tube. The 
homogenate is then diluted to 1 g/65 ml 
for assay." 

(B) Differential preincubation, "Paired 
samples of homogenate (equivalent to 
about 6.0 mg tissue) are prc-incubated in 
Tris/EDTA buffer pH 8 at 37* for exactly 
20 minutes with paraoxon (40 to 100 uM) 
plus either (a) buffer or (b) mipafox 
(50uM) in a final volume of 2 ml." This 
step is essential. 

(C) Hydrolysis of substrate, "After 
preincuoation, dispersion (2ml) of 
phenyl valerate is added and the 
incubation is continued for exactly 15 
minutes. The dispersion is prepared by 
adding a solution of Triton X-100 (0.03 
percent in water) (30 vol) to a solution of 
phenyl valerate (15 or 30 mg/ml) in 
redistilled dimethylformamide (1 vol) 
and mixing thoroughly (by swirling); 
other solvents give less satisfactory 
dispersions. Reaction is stopped by 
adding 2 ml of sodium dodecyl sulphate 
(1% w/v) in buffer containing 4- 
aminoantipyrine (otherwise known as 4- 
aminophenazone) (0.25 percent)." 

(D) Measurement of product This 
assay is based on the colorimetric 
detrimination of liberated phenol. 

(/) ‘The coupling of phenol liberated 
in the assay with the aminoantipyrine 
may be performed at any convenient 
time after quenching the enzyme: 1 ml of 
KiFe(CN)* (0.4 percent in water) is 
added and the stable red colour is read 
at 510 run/* 

[2] "A non-tissue blank, kept to 10 
percent of the "B" (paraoxon tube) value 
by maintaining the substrate phenol fee. 
should be included in each group of 
assay tubes. Typical control absorbance 
values would be 0.8 for paraoxon. 0 35 
for paraoxon and mipafox and 0.07 for 
the blank. Colour development takes (1- 
2 min) in solutions stopped with sodium 
dodecyl sulphate. The extinction 
coefficient of phenol under these 
conditions is 1&900. NTE activity is 
represented by the difference in 
absorbance obtained from samples 


incubated under conditions (a) and (b) 

respectively/’ 

($) 'To clarify the incubation media 
when NTE activity of spinal cord 
homogenates is assayed, (up to 16 mg 
wet weight/tube), increase sodium 
dodecyl sulphate concentration to 2 
ercent. Under standard conditions NTE 
ydrolyzes about 2400 umol of 
subatrate/min/g of cortex. 550 for spinal 
cord, and 100 for sciatic nerve/’ 

(e) Data reporting and evaluation —(1) 
Test report. In addition to the reporting 
requirements specified in the EPA Good 
Laboratory Practice Standards under 40 
CFR Part 792, Subpart J. The final test 
report must include the following 
information: 

(1) Neuroioxic esterase data including 
absorbance values for each subject 
tested. 

(ii) Indication of whether each subject 
survived to sacrifice or time of death. 

(iii) Data from control animals and 
blank samples. 

(iv) Statistical evaluation of results. 

(2) Evaluation of results, (i) Results 
should be evaluated in terms the extent 
of inhibition as a function of treatment 
and dose, comparison to inhibition of 
acetylcholinesterase (Ach E) where 
available, lethal potency, and data on 
blank samples and control group results. 

(ii) Results on NTE should be 
compared to and evaluated with 
behavioral and histopathological data. 
Sequential data from repeated 
exposures studies should also be 
evaluated for evidence that the NTE 
level has plateaued. 

(f) References. For additional 
background information on this test 
guideline the following references 
should be consulted; 

(1) Caroldi, S,, Lotti. M. "Neuroioxic 
Esterose in Peripheral Nerve: Assay, 
Inhibition, and Rate of Resynthcsis," 
Toxicology and Applied Pharmacology , 
62. 498-501 (1982). 

(2) Johnson. MX. "The Delayed 
Neuropathy Caused By Some 

Organophosphorus Esters: Mechanism 
and Challenge," Critical Reviews In 
Toxicology . 3, 289-316 CRC Press, Inc. 
(1975). 

(3) Johnson. M.K. 'improved Assay of 
Neurotoxic Esterase for Screening 
Organophosphote8 for Delayed 
Neurotoxicity Potential/* Archives of 
Toxicology . 37.113-115 (1977). 

( 4 ) Johnson. M.K. ‘The Target of 
Initiation of Delayed Neurotoxicity by 
Organophosphorus Esters: Biochemical 
Studies and Toxicological 
Applications," Reviews in Biochemical 
Toxicology. 4. Eds, Hodgson. E.. Bend, 
Jr. Philpot. R.M., (Elsevier New York, 
1982): pp. 141-212. 
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(5) Johnson. MIC, Richardson. R.J. 
"Biochemical Endpoints: Neurotoxic 
Esterase Assay.” Neurotoxicology. 4(2): 
311-320(1983). 

(6) Soliman, S.A., Linder. R.. Farmer, 

J.. Curley. A. "Species Susceptibility to 
Delayed Toxic Neuropathy in relation to 
in vivo inhibition of Neurotoxic Esterase 
by Neurotoxic Organophosphonis 
Esters,” Journal of Toxicology and 
Environmental Health. 9,189-197 (1982). 

(7) Sprague. G.L, Sandvik, L.L.. 
Bickford, A.A. 'Time course for 
neurotoxic esterase activity In hens 
given multiple diisopropyl 
fluorophosphate injections,” 
Neurotoxicology. 2, 523-532 (1981). 

$ 798.6500 Schedule-con trotted operant 
behavior. 

(a) Purpose . (1) In the assessment and 
evaluation of the potential human health 
effects of substances, it may be 
necessary to test for functional 
neurotoxic effects. Substances that have 
been observed to produce neurotoxic 
signs in other toxicity studies (e.g. CNS 
depression or stimulation), as well as 
substances with a structural similarity 
to known neurotoxicants should be 
evaluated for these effects. 

(2) This guideline defines procedures 
for conducting studies of schedule- 
controlled operant behavior, one way of 
evaluating functional neurotoxic effects 
(Dews, 1972 under paragraph(f)(1) of this 
section: NAS 1975,1977.1982 under 
paragraph (f)(4). (5) and (6) of this 
section). Our purpose is to evaluate the 
effects of acute and repeated exposures 
on the rote and pattern of responding 
under schedules of reinforcement. 
Operant behavior tests may be used to 
evaluate many other aspects of behavior 
(Laties, 1978 under paragraph (f)(3) of 
this section). Additional tests may be 
necessary to completely assess the 
behavioral effects of any substance. 
Behavioral evaluation should be used in 
conjunction with neuropathologic 
evaluation and the evaluation of other 
toxic effects. 

(b) Definitions —(1) Neurotoxicity. 
Neurotoxicity or a neurotoxic effect is 
an adverse change in the structure or 
function of the nervous system following 
exposure to a chemical agent. 

Behavioral toxicity is an adverse change 
in the functioning of the organism with 
respect to its environment following 
exposure to a chemical agent 

(2) Operant, operant behavior, 
operant conditioning. An operant is a 
class of behavioral responses which 
change or operates on the environment 
in the same way. Operant behavior is 
further distinguished as behavior which 
is modified by its consequences. 

Operant conditioning is the 


experimental procedure used to modify 
some class of behavior by reinforcement 
or punishment. 

(3) Schedule of reinforcement A 
schedule of reinforcement specifies the 
relation between behavioral responses 
and the delivery of reinforcers, such as 
food or water (Ferster and Skinner, 1057 
under paragraph (f)(2) of this section). 
For example, a fixed ratio (FR) schedule 
requires a fixed number of responses to 
produce a reinforcer (e.g. FR 30). On a 
fixed interval (FI) schedule, the first 
response after a fixed period of time is 
reinforced (e g. FI 5 minutes). 

(c) Principle of the test method. 
Experimental animals are trained to 
perform under a schedule of 
reinforcement and measurements of 
their operant behavior are made. 

Several doses of the test substance are 
then administered according to the 
experimental design (between groups or 
within subjects) and the duration of 
exposure (acute or repeated). 
Measurements of the operant behavior 
are repeated. A descriptive and 
statistical evaluation of the data is made 
to evaluate the nature and extent of any 
changes in behavior in relation to 
exposures to the test substance. 
Comparisons are made between any 
exposures that influence the behavior 
and exposures that have 

neuropaBiological effects or effects on 
other targets of the chemical. 

(d) Test procedures —(1) Experimental 
design. These test procedures may be 
used to evaluate the behavior of 
experimental animats receiving either 
acute or repeated exposures. For acute 
exposure studies, either within-subject 
or between groups, experimental 
designs may be used. For repeated 
exposure studies, between groups 
designs should be used, but within 
subject comparisons (pre-exposure and 
post-exposure) are recommended and 
encouraged. 

(2) Animal selection —(i) Species . (A) 
For most studies, the laboratory mouse 
or rat is recommended. Standard strains 
should be used. 

(B) Under some circumstances other 
species may be recommended. 

(ii) Age. Experimental animals should 
be young adults. Rats or mice should be 
at least 14 and 6 weeks old, respectively, 
prior to exposure. 

(iii) Sex . (A) Approximately equal 
numbers of male and female animals are 
required for each dose level and control 
group. 

(B) Virgin females should be used. 

(tvl Experimental history. Animals 
should be experimentally and 
chemically naive. 

(3) Humber of animals. Six to twelve 
animals should be exposed to each level 


of the test substance and/or control 
procedure. If post exposure effects are 
examined, a separate group, 6 to 12 
additional animals not sacrificed for 
pathology, will required in subchronic 
studies. 

• (4) Control groups —(i) Untreated 
controls. A concurrent "sham” exposure 
or vehicle control group or session 
(according to the design of the study) is 
required. The subjects should be treated 
similarly except that administration of 
the test substance is omitted. 

(ii) Positive controls. Positive control 
data is required to demonstrate that the 
experimental procedures, under the 
specific conditions in the testing 
laboratory, arc sensitive to substances 
known to affect operant behavior. Both 
increases and decreases in response 
rate should be demonstrated. Data 
based on acute exposures will be 
adequate. Data should be collected 
according to the same experimental 
design as that proposed for the test 
substance. Historical data on the 
procedure collected in the same species 
and under the same conditions irv the 
testing laboratory may be acceptable, 
but the presentation of concurrent 
control data is strongly encouraged 
since it provides evidence that the test 
has remained sensitive. 

(5) Dose levels and dose selection . At 
least 3 doses, equally spaced over a log 
scale (e.g.. 10, 30.100). over a range of at 
least 1 log unit shall be used in addition 
to a zero dose or vehicle administration. 
The data should be sufficient to produce 
a dose-effect curve. 

(i) The highest dose shall produce: (A) 
Clear behavioral effects; or (B) life- 
threatening toxicity. 

(ii) The data from the lower doses 
must show either (A) Graded dose- 
dependent effects at 2 dose levels; or (B) 
no effects at 2 dose levels, respectively. 

(6) Duration of exposure. The duration 
and frequency of exposure will be 
specified in the test rule. 

(7) Route of Administration . The route 
of administration will also be specified 
in the test rule and will usually be 
identical to one of the anticipated or 
actual routes of human exposure. For 
some chemicals, another route (e.g. 
parenteral) may be justified. The 
exposure protocol should conform to 
that outlined in the appropriate acute or 
subchronic toxicity study guideline 
under SubpaVt B or Subpart C of this 
Part. 

(8) Study conduct —(i) Apparatus. 
Behavioral responses and the delivery of 
reinforcers shall be controlled and 
monitored by automated equipment 
located so that its operation does not 
provide unintended cues or otherwise 
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interfere with the ongoing behavior. 
Individual chambers should be sound 
attenuated to prevent disruptions of 
behavior by external noise. The 
response manipulanda. feeders, and any 
stimulus devices shoutd be tested before 
each session: these devices should 
periodically be calibrated. 

(ii) Chamber assignment. Concurrent 
treatment groups should be balanced 
across chambers. Each subject should 
be tested in the chamber to which it is 
initially assigned. 

(iii) Deprivation and training. (A) If a 
nonpreferred positive reinforcer is used, 
all subjects should be deprived of food 
until they reach a fixed percentage (e.g. 
80 to 90 percent, commonly) of their ad 
libitum body weight or for a fixed period 
(e.g.. 18 hours) prior to training. 
Deprivation should be kept constant 
throughout the study. 

(B) Subjects must be trained until they 
display demonstrable stability in 
performance across days prior to 
exposure. One simple end useful 
criterion is a minimum number of 
sessions on the schedule and no 
systematic trend during the 5 days 
Iiefore exposure. 

(C) Cumulative records of cumulative 
responding over time for each animal 
should be presented to demonstrate that 
the pattern of responding is 
representative of that generated by the 
schedule of reinforcement. 

(i v) Time . frequency , and duration of 
testing —(A) Time of testing. All 
experimental animals should be tested 
at the same time of day and with respect 
to the time of exposure. For acute 
studies, testing should be performed 
when effects arc estimated to peak, 
usually shortly after exposure. For 
subchronic studies, subjects should be 
tested prior to daily exposure in order to 
assess cumulative effects. 

(B) Frequency of testing. The 
maintenance of stable operant behavior 
normally will require regular and 
frequent (e.g.. 5 day9 a week) testing 
sessions. Animals should be weighed on 
each test day. 

(C) Duration of testing. (/) 
Experimental sessions should be long 
enough to reasonably sec the effects of 
exposure, but brief enough to be 
practical. Under most circumstances, a 
session length of 30-40 minutes should 
be adequate. 

(2) If the nature or duration of effects 
following cessation of repeated 
exposure are a concern, animals from 
the high dose group should be tested 
following exposure for a suitable period 
of time. 

(v) Schedule selection. The schedule 
of reinforcement chosen should generate 
response rates that may increase or 


decrease as a function of exposure. 
Many schedules of reinforcement can do 
this: a single schedule maintaining a 
moderate response rate: fixed-interval 
schedules, which engender a variety of 
response rates in each interval: or 
multiple schedules, where different 
components may maintain high and low 
response rates. 

(e) Data reporting and evaluation. In 
addition to the reporting requirements 
specified under 40 CFR Part 792. Subpart 
| the final test report should contain the 
following information: 

(1) Description of system, test 
methods , experimental design, and 
control data, (i) A description of the 
experimental chamber, programming 
equipment, data collection devices, and 
environmental conditions. 

(ii) A description of the experimental 
design including counterbalancing 
procedures, and the stability criterion. 

(iii) A description and statistical 
evaluation of positive control and other 
control data, including standard 
measures of central tendency, 
variability, coefficient of variation of 
response rates, and the slope of the 
dose-cffect curve. 

(2) Results, (ij Data for each animal 
should be arranged by test group in 
tabular form including the animal 
identification number, body weight, pre- 
exposure rate of responding, changes in 
response rate produced by the chemical, 
and group data for the same variables, 
including standard measures of central 
tendency, variability and coefficient of 
variation. 

(ii) A description and statistical 
evaluation of the test results: With 
particular reference to the overall 
statistical procedures (e.g., parametric 
or nonparametric) dose-cffect curve, and 
calculation of slope. Presentation of 
calculations is encouraged. 

(f) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Dews. P.B. “Assessing the Effects 
of Drugs.** Methods in Psychobiology. 
Vol. 2, Ed.. R.D. Myers (New York: 
Academic Press. 1972) 83-124. 

(2) Ferster. C.B. Skinner. B.F. 

Schedules of Reinforcement. (New York: 
Appleton-Century-Crofts. 1957). 

(3) Laties, V.G. “How Operant 
Conditioning can Contribute to 
Behavioral Toxicology, H Environmental 
Health Perspectives. 28: 29-35 (1978). 

(4) National Academy of Science. 
Principles for Evaluating Chemicals in 
the Environment. (Washington. DC: 
National Academy of Sciences, 1975). 

(5) National Academy of Science. 
Principles and Procedures for 
Evaluating the Toxicity of Household 


Substances. (Washington. DC: National 
Academy of Sciences, 1977). 

(6) National Academy of Science. 
“Strategies to determine needs and 
priorities for toxicity testing.** Appendix 
3D. Reference Protocol Guidelines For 
Neurobehavioral Toxicity Tests . 2:123- 
129(1982). 

} 798.6540 Acute delayed neurotoxicity of 
organophosphorus substances. 

(a) Purpose. Organophosophorus 
substances should be considered as 
candidates for delayed neurotoxicity 
studies using the adult hen as the test 
animal. This test has certain limitations, 
e.g.. in predicting effects from repeated 
exposures. These limitations may be 
minimized by conducting an adjunct test 
in which inhibition and aging of 
neurotoxic esterase of hen neural tissue 
are measured. 

(b) Definitions. Acute delayed 
neurotoxicity is a prolonged, delayed- 
onset locomotor ataxia resulting fh)m 
single administration of the test 
substance, repeated once if necessary, 

(cj Principle of the test method. The 
test substance is administered orally in 
a single dose to domestic hens (Callus 
gallus domesticus) which have been 
protected from acute cholinergic effects, 
when appropriate. The animals are 
observed for at least 21 days for delayed 
neurotoxicity, with redosing and 
observation for another 21 days if no 
effects or equivocal responses are seen. 
The animals are observed daily for 
behavioral abnormalities, locomotor 
ataxia and paralysis. Histopalhological 
examination of selected neural tissues is 
undertaken on all animals surviving the 
initial cholinergic phases. 

(d) Test procedures—(\) Animal 
selection. The adult domestic laying 
hen. aged 8 to 14 months, is 
recommended. Standard size breeds and 
strains should be employed. 

(2) Number of animals. A sufficient 
number of hens should be utilized so 
that at least six survive the observation 
period. 

(3) Control groups —(i) General. 
Appropriate control groups should be 
used. These should include a positive 
control group of at least two hens 
treated with a known delayed 
neurotoxicant and a concurrent control 
group of at least six hens treated in a 
manner identical to the treated group, 
except that administration of the test 
substance and any protective agents is 
omitted. 

(ii) Reference substances . A 
substance which is known to produce 
acute delayed neurotoxicity should be 
used as a positive control. Examples of 
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such substances are trior thocresyl 
phosphate (TOCP) and leptophos. 

(4) Housing and feeding conditions. 
Cages or enclosures which are large 
enough to permit free mobility of the 
hens and easy observation of gait 
should be used. Where the lighting is 
artificial, the sequence should be 12 
hours tight. 12 hours dark. Appropriate 
diets should be administered as well as 
an unlimited supply of drinking water. 

(5) Dose level The selected dose level 
of the test substance should not be less 
than the unprotected LDvo dose. 

Atropine or another noninterfering 
protective agent may be used to prevent 
death due to acute cholinergic effects. 
Doses of test substances higher than 
5000 mg/kg of body weight need not be 
tested. 

(6) Dose selection. A preliminary LQ* 
test using an appropriate number of 
animals, dosages and dose groups, as 
recommended in $ 798.1175, should be 
performed in unprotected hens to 
establish the dose level to be used in 
this te9t. Healthy young adult hens free 
from interfering \iral diseases and 
medication and without abnormalities of 
gait should be acclimatized to the 

•laboratory conditions for at least 5 days 
prior to randomization and assignment 
to treatment and control groups. 

(7) Route of administration. Dosing 

with the test substance should normally 
be by the oral route using gavage, 
gelatine capsules, or u comparable 
method • 

(8) Study conduct —(i) General. The 
test or control substance should be 
administered and observations begun. 

All hens should be carefully observed at 
least once daily for a period of at least 
21 days and signs of toxicity recorded, 
including the time of onset, degree and 
duration. Observations should include, 
but not be limited to. behavioral 
abnormality, locomotor ataxia and 
paralysis. At least twice a week the 
hens should be taken outside the cages 
and subjected to a period of forced 
motor activity, such as ladder climbing, 
in order to enhance the observation of 
minimal responses. If neurotoxic 
responses are not observed or if 
equivocal responses are seen, then the 
dose should be administered again and 
the animals observed for an additional 
21 days. The bens should be weighed 
weekly. Any moribund hens should be 
removed and sacrificed. 

(ii) Pathology —(A) Gross necropsy. In 
the presence of clinical signs of delayed 
neurotoxicity useful information may be 
provided by gross necropsy. 

(B) Histopathology. All animals 
should be subjected to microscopic 
examination. Tissues should be fixed in 
situ, preferably using perfusion 


techniques. Sections should include 
medulla oblongata, spinal cord and 
peripheral nerves. The spinal cord 
sections should be taken from the upper 
cervical bulb, the midthoracic and the 
lumbo-sacral regions. Section of the 
proximal region of the tibial nerve and 
its branches should be taken. Sections 
should be stained with appropriate 
myelin and axon-specific stains. 

(e) Data reporting and evaluation —(1) 
Test report »In addition to the reporting 
requirements specified under 40 CFR 
Part 792, Subpart J the final test report 
must include the following information: 

(1) Toxic response data by group with 
a description of clinical manifestations 
of nervous system damage: where a 
grading system is used the criteria 
should be defined. 

(ii) For each animal, time of death 
during the study or whether it survived 
to termination. 

(iii) The day of observation of each 
abnormal sign and its subsequent 
course. 

(iv) Body weight data. 

(v) Necropsy findings for each animal, 
when performed. 

(vi) A detailed description of all 
histopalhological findings. 

(vii) Statistical treatment of results, 
where appropriate. 

(2) Treatment of results. Data may be 
summarized in tabular form, showing for 
each test group the number of animals at 
the start of the test, the number of 
animals showing lesions or effects, the 
types of lesions or effects and the 
percentage of animals displaying each 
type of lesion or effect. 

(3) Evaluation of results. The findings 
of an acute delayed neurotoxicity study 
should be evaluated in terms of the 
incidence and severity of neurotoxic 
effects and of any other observ ed effects 
and histopo Biological findings in the 
treated and control groups. 

(f) References. For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Ankier. S.I. ”New hot plate tests to 
quantify antinociceptic and narcotic 
antagonist activities,” European journal 
of Pharmacology 27: 1-4 (1974). 

(2) Coughenour, LL. McLean. J.R.. and 
Parker R.B. “A new device for the rapid 
measurement of impaired motor function 
in mice/* Phurmacology, Biochemistry 
and Behavior 6: 351-353 (1977). 

(3) D‘Amour, F.E. Smith. D.L "A 
method for determining loss of pain 
sensation,” Journal of Pharmacology 
and Experimental Therapeutics, 72: 74- 
79(1941). 

(4) Deuel. R.K.” Determining sensory 
deficits in animals,” Methods in 


Psychobiology Ed. R.D. Myers (New 
York: Academic Press. 1977) pp. 99-125. 

(5) Edwards. P.M.. Parker. V.H. ”A 
simple sensitive and objective method 
for early assessment of acrylamide 
neuropathy in rats,” Toxicology and 
Applied Pharmacology 40: 589-591 
(1977). 

(6) Evans. W.O. ”A new technique for 
the investigation of some analgesic 
drugs on reflexive behavior in the rat." 
Psychopharmacologia . 2: 318-325 (1961). 

(7) Irwin. S. "Comprehensive 
observational assessment: la. A 
systematic quantitative procedure for 
assessing the behavioral and 
physiologic state of the mouse." 
Psychopharmacologia, 13:222-257 
(1968). 

(8) Marshall. ).F.. Turner. B.H., 
Tcitlbaum, P. "Sensory neglect produced 
by lateral hypothalamic damage.” 
Science, 174: 523-525 (1971). 

(9) Meyer. O.A. Tilson, H.A.. Byrd. 
W.C., Riley, M.T. "A method for the 
routine assessment of fore- and 
hindlimb grip strength of rats and mice," 
Ncurobehavioral Toxicology' 1: 233-238 
(1979). 

§ 796.6560 Subchronic delayed neuro¬ 
toxicity of organophosphorus substances 

(a) Purpose . In the assessment and 
evaluation of the toxic characteristics of 
organophosphorus substances the 
determination of subchronic delayed 
neurotoxicity may be carried out. 
usually after initial information on 
delayed neurotoxicity has been 
obtained by acute testing or by the 
demonstration of inhibition and aging of 
neurotoxic esterase in hen neural tissue. 
The subchronic delayed neurotoxicity 
test provides information on possible 
health hazards likely to arise from 
repeated exposures over a limited 
period of time. It will provide 
information on dose response and can 
provide an estimate of a non-effect level 
which can be of use for establishing 
safety criteria for exposure. 

(b) Definitions . Subchronic delayed 
neurotoxicity is a prolonged, delayed- 
onset locomotor ataxia resulting from 
repeated daily administration of the test 
substance. 

(c) Principle of the test method. 
Multiple dose levels of the test 
substance are administered orally to 
domestic hens (Gallus gallus 
domesticus) for 90 days. The animals 
are observed at least daily for 
behavioral abnormalities, locomotor 
ataxia and paralysis. Histopothoiogical 
examination of selected neural tissues is 
undertaken at the termination of (he test 
period. 
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(d) Test procedures —(1) Animal 
selection. The adult domestic laying 
hen. aged 8 to 14 months, is 
recommended. Standard size breeds and 
strains should be employed. 

(2) Number of animals. Ten hens 
should be used for each treatment and 
control group. 

(3) Control group —(i) General. A 
concurrent control group should be used. 
This group should be treated in a 
manner identical to the treated group, 
except that administration of the test 
substance is omitted. 

(ii) Reference substances. If a positive 
control is used, a substance which is 
known to produce delayed neurotoxicity 
should be employed. Examples of such 
substances are triorthocresyl phosphate 
(TOCP) and leptonhos. 

(4) Housing and feeding conditions . 
Cages or enclosures which are large 
enough to permit free mobility of die 
hens and easy observ ation of gait 
should be used. Where the lighting is 
artificial, the sequence should be 12 
hours light, 12 hours dark. Appropriate 
diets should be administered as welt as 
an unlimited supply of drinking water. 

(5) Dose levels . At least three dose 
levels should be used in addition to the 
control group(s). The highest dose level 
should result in toxic effects, preferably 
delayed neurotoxicity, but not produce 
an incidence of fatalities which would 
prevent a meaningful evaluation. The 
lowest dose level should not produce 
any evidence of toxicity. 

(6) Route of administration. Oral 
dosing each day for at least 5 days per 
week should be carried out. preferably 
by gavnge or administration of gelatine 
capsules. 

(7) Study conduct —(i) General. 

I leatthy young adult hens free from 
interfering viral diseases and 
medication and w ithout abnormalities of 
gait should be acclimatized to the 
laboratory conditions for at least 5 days 
prior to randomization and assignment 
to treatment and control groups. The test 
or control substance should be 
administered and observations begun. 

All hens should be carefully observed at 
least once daily throughout the test 
period. Signs of toxicity should be 
recorded, including the time of onset, 
degree and duration. Observations 
should include, but not be limited to. 
behavioral abnormality, locomotor 
ataxia and paralysis. At least once a 
week the hens should be taken outside 
the cages and subjected to a period of 
forced motor activity, such as ladder 
climbing, in order to enhance the 
observation of minimal responses. The 
hens should be weighed weekly. Any 
moribund hens should be removed and 
sacrificed. 


(ii) Pathology —(A) Gross necropsy. In 
the presence of clinical signs of delayed 
neurotoxicity useful information may be 
provided by gross necropsy. 

(BJ Histopathology. Tissues from all 
animals should be fixed in situ. using 
perfusion techniques. Sections should 
include medulla oblongata, spinal cord 
and peripheral nerves. The spinal cord 
sections should be taken from the upper 
cervical bulb, the mid-thoracic and 
lumbosacral regions. Sections of the 
proximal region of the tibial nerve and 
Its branches and of the sciatic nerve 
should be taken. Sections should be 
stained with appropriate myelin and 
axon-specific stains. Microscopic 
examination should be carried out on all 
hens in the control and high-dose 
groups. Microscopic examination should 
also be carried out on hens in the low 
and intermediate dose groups when 
there is evidence of effects in the high- 
dose group. 

(e) Data reporting and evaluation —(1) 
Test report In addition to the reporting 
requirements specified under 40 CFR 
Part 792. Subpart J the final test report 
must include the following information: 

(1) Toxic response data by croup with 
a description of clinical manifestations 
of nerv ous system damage; where a 
grading system is used the criteria 
should be defined. 

(ii) For each animal, time of death 
during the study or whether it survived 
to termination. 

(iii) The day of observation of each 
abnormal sign and its subsequent 
course. 

(iv) Body weight data. 

(v) Necropsy findings for each animal, 
w hen performed. 

(vi) A detailed description of all 
histopathological findings. 

(vii) Statistical treatment of results, 
where appropriate. 

(2) Treatment of results. (1) Data may 
be summarized in tabular form, showing 
for each test group the number of 
animats at the start of the test, the 
number of animals showing lesions or 
effects, the types of lesions or effects 
and the percentage of animals 
displaying each type of lesion or effect. 

(ii) All observed results should be 
evaluated by an appropriate statistical 
method. Any generally accepted 
statistical method may be used; the 
statistical methods should be selected 
during the design of the study. 

(3) Evaluation of results. The findings 
of a subchronic delayed neurotoxicity 
study should be evaluated in 
conjunction with the findings of 
preceding studies and considered in 
terms of the incidence and severity of 
observed neurotoxic effects and any 
other observed effects and 


histopathological findings in the treated 
and control groups. A properly 
conducted subchronic test should 
provide a satisfactory estimation of a 
no-effect level based on lack of clinical 
signs and histopathological changes. 

(f) References . For additional 
background information on this test 
guideline the following references 
should be consulted: 

(1) Abou-Donia, M B. 
"Oiganophosphorus ester-induced 
delayed neurotoxicity'’ Annual Review 
of Pharmacology and Toxicology, 
21:511-548 (1981), 

(2) Abou-Donia. M.B., Pressing. S.H. 
"Delayed neurotoxicity from continuous 
low-dose oral administration of 
leptophos to hens." Toxicology and 
Applied Pharmacology . 38:595-608 
(1976). 

(3) Baron. R.L. (ed). "Pesticide Induced 
Delayed Neurotoxicity," Proceedings of 
a Conference. February 19-20.1978, 
Washington. D.C. U.S. Environmental 
Protection Agency. EPA Report No, 600/ 
1-76-025, Washington. DC (1976). 

(4) Cavanaugh. J.B. "Peripheral 
neuropathy caused by chemical agents" 
Critical Reviews of Toxicity . 2:365-417 
CRC Press, Inc. (1973). 

(5) (ohannsen. F.R., Wright. P L. 
Cordon. D.E., Levinskas. C.L, Radue, 
R.W.. Graham. P.R. "Evaluation of 
delayed neurotoxicity and dose- 
response relationship of phosphate 
esters in the adult hen," Toxicology and 
Applied Pharmacology, 41:291-304 
(1977). 

(6) Johnson. M.K. "Orgnnophosphorus 
esters causing delayed neurotoxic 
effects: mechanism of action and 
structure/activity studies," Archives of 
Toxicology. 34:259-288 (1975). 

§ 798.6650 Peripheral nerve function. 

(a) Purpose. The techniques in this 
guideline are designed to develop data 
on neurophysiological changes in the 
nervous system for chemical substances 
and mixtures subject to such testing 
under the Toxic Substances Control Act 
The data will characterize the 
neurophysiological changes produced by 
substances known to be peripheral 
neurotoxicants and determine dose- 
effect. The EPA will use these data to 
assess the risk of neurotoxic effects 
these chemicals may present to human 
health. 

(b) Definitions. (1) Neurotoxicity or a 
neurotoxic effect is an adverse change 
in the structure or function of the 
nervous system following exposure to a 
chemical agent. 

(2) Conduction velocity is the speed at 
which the compound nerve action 
potential traverses a nerve. 
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(3) Amplitude is the voltage excursion 
recorded during the process of recording 
the compound nerve action potential. It 
is an indirect measure of the number of 
axons Firing. 

(c) Principle of the test method The 
test substance is administered to several 
groups of experimental animals, one 
dose being used per group. The 
peripheral nerve conduction velocity 
and amplitude are assessed using 
clectrophysiological techniques. A dose- 
effect function is determined. 

(d) Test procedure —(1) Animal 
selection —(i) Species and strain. 

Testing should be performed on a 
laboratory rodent unless such factors as 
the comparative metabolism of the 
chemical or species sensitivity to the 
toxic effects of the test substance, as 
evidenced by the results of other 
studies, dictate otherwise. All animals 
should have been la bora lory-reared to 
ensure consistency of diet and 
environmental conditions across groups 
and should be of the same strain and 
from the same supplier. If this is not 
possible, groups shall be balanced to 
ensure that differences are not 
systematically related to treatment. 

(ii) Age and weight Young adult 
animals (at least 60 days for ruts) must 
be used Age (± 15 days for rats) must 
not vary across groups. Weights should 
be within ± 10 percent of the mean. 

(iii) Sex. Either (or both) sex(es) may 
be used Sex must not vary across 
groups. 

(2) Number of animals . Sufficient 
numbers of animals shall be used to 
detect a 10 percent change from normal 
conduction velocity at the 5 percent 
level with 90 percent power. Generally. 
20 animals/group will satisfy this 
requirement. 

(3) Control groups, (i) A concurrent 
control group is required. This group 
must be an untreated group, or, if a 
vehicle is used in administering the test 
substance, a vehicle control group. If the 
toxic properties of the vehicle are not 
known or cannot be made available, 
both untreated and vehicle control 
groups are required. 

(ii) A satellite group may be treated 
with the high dose level for 90 days and 
observed for reversibility, persistence, 
or delayed occurrence of toxic effects 
for a post-treatment period of 
appropriate length, normally not less 
than 28 days. 

(4) Dose levels and dose selection . At 
least 3 doses, equally spaced on a log 
scale (e.g., Vfr log units) over a range of 
at least 1 log unit shall be used in 
addition to a zero dose or vehicle 
administration. The data should be 
sufficient to produce a dose-effect curve. 


(i) The highest dose shall produce (A) 
clear effects on nerve conduction 
velocity and/or amplitude or (B) life- 
threatening toxicity. 

(ii) The data from the lower doses 
must show either (A) graded dose- 
dependent effects at two dose levels or 

(B) no effects at two dose levels, 
respectively. 

(5) Duration of testing. The exposure 
duration will be specified in the test 
rule. This will generally be 90 days of 
exposure. 

(6) Route of administration. The test 
substance shall be administered by a 
route specified in the test rule. This will 
usually be the route most closely 
approximating the route of human 
exposure. The exposure protocol shall 
conform to that outlined in the 
appropriate acute or subchronic toxicity 
guideline. 

(7) Combined protocol The test 
described herein may be combined with 
any other toxicity study, as long as none 
of the requirements of either are 
violated by the combination. 

(8) Study conduct —(i) Choice of 
ncrve(s). The nerve conduction velocity 
test must separately assess the 
properties of both sensory and motor 
nerve axons. Either a hind limb (e.g., 
tibial) or tail (e.g.. ventral caudal) nerve 
must be chosen. Response amplitude 
may be measured in a mixed nerve. 

(ii) Preparation. (A) In vivo testing of 
anesthetized animals is required. A 
barbiturate anesthetic is appropriate. 
Care should be taken to ensure that all 
animals arc administered an equivalent 
dosage and that the dosage is not 
excessive. If dissection is used, extreme 
caution must be observed to avoid 
damage to either the nerve or the 
immediate vascular supply. 

(B) Both core and nerve temperature 
must be monitored and kept constant 
(±0.5 *C) during the study. Monitoring 
of skin temperature is adequate if it can 
be demonstrated that the skin 
temperature reflects the nerve 
temperature In the preparation under 
use. Skin temperature should be 
monitored with a needle thermistor at a 
constant site, the midpoint of the nerve 
segment to be tested. 

(C) Electrodes —(/) Choice of 
Electrodes. Electrodes stimulation and 
recording may be made of any 
conventional electrode material, such as 
stainless steel, although electrodes for 
nan-polarizing materials are preferable. 
If surface electrodes are used, care must 
be taken to ensure that good electrical 
contact is achieved between the 
electrode and the tissue surface. 
Following each application, any 
electrode must be throughly cleaned. 


( 2) Electrode placement. Electrode 
placement must be constant with 
respect to anatomical landmarks across 
animals (e.g., a fixed number of mm 
from the base of the tail). Distances 
between electrodes used to calculate 
conduction velocity must be measurable 
to ±0.5 mm. The recording electrodes 
should be as far from the stimulating 
electrodes as possible. A 40 mm 
separation is adequute in the caudal tail 
nerve of the rat. 

(.7) Recording conditions . The animal 
should be grounded at about the 
midpoint between the nearest 
stimulating and recording electrodes. 
The recording conditions must be such 
that the stimulus artifact has returned to 
baseline before any neural response is 
recorded which is used in the analysis, 
under condition of maximal band width 
of the preamplifier. 

(D) The electrical stimulator must be 
isolated from ground. Biphasic or 
balanced pair stimuli to reduce 
polarization effects are acceptable. A 
constant current stimulator is preferred 
(and required for polarizable electrodes) 
and should operate from about 10 uA to 
about 10 mA. If a constant voltage 
stimulator is used, it should operate to 
250V. All equipment shall be calibrated 
with respect to time, voltuge, and 
temperature. 

(E) The recording environment should 
be enclosed in a Faraday cage unless 
electromagnetic field pick-up can be 
shown to be more than 1.5 times the 
amplifier baseline noise, under 
recording conditions. The recording 
output should be amplified sufficiently 
to render the compound action potential 
easily measurable with an oscilloscope. 
The amplifier should pass signals 
between 2.0 Hz and 4 kHz without more 
than a 3dB decrement. The preamplifier 
must be capacitotively coupled or. if 
direct coupled to the first stages, must 
be able to tolerate any DC potentials 
which the electrode-preparation 
interface produces, and to operate 
without significant current leakage 
through the recording electrodes. 

(F) A hard copy must be available for 
all waveforms or averaged waveforms 
from which measurements are derived, 
and for all control recording required by 
this standard. Hard copies must include 
a time and voltage calibration signal. 

(iii) Procedure— (A) General. 
Stimulation should occur at inter¬ 
stimulus interval significantly below the 
relative refractory period for the nerve 
under study. Stimulus intensity should 
be increased gradually until the 
response amplitude no longer increases. 
At this point the '‘maximal" stimulus 
current is determined. An intensity 25- 
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50 percent (a fixed value in a given 
study) above the maximal intensity so 
determined should be used for 
determining response peak latency and 
response amplitude. Response peak 
latency* may be read off the oscilloscope 
following single sweeps or determined 
by an average of a fired number of 
responses. The baseline-to-peak height 
technique (Daube. 1980) is acceptable 
for determination of the nerve 
compound action potential amplitude, 
but in this case, at least 16 responses 
must be averaged. 

(B) Motor none. Motor conduction 
velocity may be measured from a mixed 
nerve by recording the muscle action 
potential which follows the compound 
action potential of the nerve. The 
stimulus intensity is adjusted so that the 
amplitude of the muscle action potential 
is supramaximal. Measurement of the 
latency from stimulation to the onset of 
the compound muscle action potential 
gives a measure of the conduction time 
of the motor nerve fibers. To calculate 
the conduction velocity, the nerve must 
be stimulated sequentially in two places 
each with the same cathode-anode 
distance, and with the cathode located 
toward the recording electrode. The 
cathode to cathode distance between 
the two sets of stimulating electrodes is 
divided by the difference between the 
two latencies of muscle action potential 
in order to obtain conduction velocity. 
Placement of electrodes shall be 
described-site of nerve stimulation may 
differ from point of entry through skin. 

(C) Sensory nenv. The somatosensory' • 
evoked potential may be used to 
determine the sensory nerve conduction 
velocity in a mixed nerve. The cathode 

is placed proximally at the two 
stimulation locations with the same 
cathode-anode distances. The recording 
electrodes are placed on the skull. The 
conduction velocity is calculated by 
dividing the distance between the two 
stimulating cathodes by the difference 
between the two latencies of the largest 
primary peak of the somatosensory 
evoked potential. Between 64 and 128 
responses should be averaged. The 
stimulation frequency should be about 
0.5 11 z. Stimulus intensity should be the 
same as that used for determining the 
motor conduction velocity. Should the 
peak of the somatosensory response be 
so broad that ft cannot be replicated 
with an accuracy of less than 5 percent 
of the latency difference observed, then 
a point on the rising phase of the 
potential should be chosen, e.g. at a 
voltage 50 percent of the peak voltage. 
Alternatively, the sensory nerve 
conduction velocity can be obtained 
from a purely sensory nerve or from 


stimulation of the dorsal rootlets of a 
mixed nerve, using two recording 
electrode pairs. 

(e) Data collection . reporting and 
evaluation. In addition to information 
meeting the requirements stated under 
40 CFR Part 792. Subpnrt the following 
specific information should be reported: 

(1) Description of test system and test 
methods . (i) Positive control data from 
the laboratory* performing the test which 
demonstrate the sensitivity of the 
procedure being used. 

(it) Hard copies of waveforms from 
which measurements were made as well 
as control recordings. 

(iii) Voltage and time calibration 
referable to the standards of the Bureau 
of Standards or to other standards of 
accuracy sufficient for the 
measurements used. 

(iv) Data demonstrating that nerve 
temperature was maintained constant 
throughout the recording period. 

(2) Results . The following information * 
must be arranged by test group (dose 
level): 

(i) In tabular form, data must be 
provided showing for each animal: 

(A) Its identification number. 

(R) Body weight nerve conduction 
velocity, and amplitude. 

(ii) Group summary data should also 
be reported- 

(3) Evaluation of data . An evaluation 
of the test results (including their 
statistical analysis) must be made and 
supplied. This submission must include 
dose-effect curves for conduction 
velocity and amplitude and a 
description of statistical methods. 
Deviation from conventional parametric 
techniques must be justified. 

(f) References. For additional 
background information on this test 
guidline the following references should 
be consulted: 

(1) Amtnoff. M.J. (Ed). 

Electrodiagnosis in Clinical Neurology. 
(New York: Churchill Livingstone, 1980). 

(2) Daube. J. "Nerve Conduction 
Studies." EJcctrodiagnosis in Clinical 
Neurology. Ed. M.J. Amlnoff (New York: 
Churchill Livingstone. 19801. pp. 229-264. 

(3) Clatl, A.F„ 1LN. Talaat and W.P. 
Koella 'Testing of peripheral nerve 
function in chronic experiments in rats/* 
Pharmacology and Therapeutics . 5:539- 
534 (1979). 

(4) Johnson. E.W. Practical 
Electromyography. (Baltimore: Williams 
and W'ilkins. 1980). 

Subpart H—Special Studies 

} 798.7100 Metabolism. 

(a) Purpose. (1) Data from studies on 
the absorption, distribution, excretion 
and metabolism of a test chemical are 


desirable to aid in the evaluation of test 
results from other toxicology studies and 
in the extrapolation of data from 
animals to man. Such studies should be 
done on each chemical of toxicological 
concern. The concern may be predicated 
on the level and type of toxicity 
observed (or anticipated) and by the 
magnitude of potential human exposure 
to the chemical. The main purpose of 
metabolism studies is to produce data 
which fortify the understanding of the 
safety of the chemical in consideration 
of its intended uses and anticipated 
human exposure. In addition to the 
general reasons stated above, a 
metabolism study may be performed for 
the follow ing purposes: 

(i) To determine the amount and rate 
of absorption of the test chemical at 
different dose levels. 

(ii) To determine the pattern of 
distribution of the test chemical among 
tissues, organs and fluid compartments 
at different dose levels, after single and 
repeated doses. 

(iii) To identify and. to the extent 
possible, quantify significant 
metabolites. 

(iv) To characterize route(s) and 
rate(s) of excretion. 

(v) To determine any possible 
bioaccumulation (bioretention) of the 
lest substance and/or metabolites. 

(vi) To determine absorption, 
metabolism, excretion and distribution 
as a function of single or repeated doses. 
For certain chemicals, metabolism 
studies may not adequately define all of 
these. 

(b) Definitions. Bioaccumulation 
(bioretention) is the uptake and. at least 
temporary, storage of a chemical by an 
exposed animal. The chemical can be 
retained in its original form and/or as 
modified by enzymatic and non- 
enzymatic reactions In the body. 

(c) Test procedures —(1) Animal 
selection--^ i) Species. The preferred 
species is the rat. If another mammalian 
species is used, the tester should 
provide justification/reasoning for its 
selection. Commonly used laboratory 
strains should be employed. Preliminary 
studies may be performed in several 
species to develop information on 
comparative metabolism. Information 
derived from preliminary studies may 
help in the selection of species for 
subsequent toxicity tests. 

(ii) Age. Young adult animals should 
be used. For specific purposes, a 
comparative study using very young 
animals may provide information about 
the effects of age on metabolism. 

(iii) Sex . (A) Equal numbers of 
animals of each sex should be used at 
each dose level. 
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(B) Females should be nulliparous and 
imnpregnant. 

(iv) Numbers, At least eight animals 
(four females and four males) should be 
used at each dose level. 

(2) Dose levels and dose selection, (i) 
At least two dose levels should be used. 

(ii) The low dose should correspond to 
a no-effect-Ievel. 

(iii) The upper dose should produce 
toxic or pharmacologic signs, but not 
severe effects or a high incidence of 
mortality which would prevent a 
meaningful evaluation. 

(iv) The determination of absorption, 
tissue distribution and elimination 
should be studied as a function of single 
or repeated doses. 

(v) The conclusive identification of a 
chemical, and its metabolites, requires 
the use of suitable analytical methods. 

(3) Observation period. Animals 
should be kept in individual metabolism 
cages for 7 days after the radioactive 
dose or until 95 percent of the 
administered dose is excreted 
(whichever occurs First), at which time 
all of the animals should be killed. 

(4) Administration of the test 
substance . (i) The study should be done 
using the oral route (capsule or gavage). 
If another route of administration is 
used, the tester should provide 
justifleation/reasoning for its selection. 
When vehicles are used, attention 
should be given to the possibility that 
they tnay interfere with the kinetics of 
the test chemical. 

(ii) Labeled test materia!: (A) Single 
dose testing should be performed with 
an analytically pure grade of the active 
ingredient, usually in an isotopically 
labeled form. 

(B) Labeled compound may not be 
required if sufficiently selective and 
sensitive physical-chemical tests for 
identifying the compound and its 
metabolites are used. The label may be 
radioactive such as *<C, “S. and *01 or 
stable such as ,8 N and In some 
cases, more than one label per molecule 
may be advantageous. Labels should be 
placed in positions that may be 
expected to follow the "core** of the 
molecule or significant portions thereof. 
If possible, one should avoid placing 
labels such as in positions from 
which it may be expected to enter the 
carbon pool of the test animal. Use of 
readily exchangeable labeling, should 
be avoided. 

(iii) The following four groups of 
animals should be studied: 

(A) Croup A animals shall each 
receive a single intravenous dose of the 
labeled test substance at the low dose. If 
it is not possible to dissolve the test 
substance in physiological saline or 
water, this group should be omitted. 


(B) Group B animals should each 
receive o single oral dose of the labeled 
test substance at the low dose. 

(C) Croup C animals should each 
receive a series of single dally oral 
doses of the nonlabeled test substance 
(by capsule or intubation) over a period 
of at least 14 days, followed tit 24 hours 
after the last dose by a single oral dose 
(by capsule or intubation) of the labeled 
test substance. Each dose should be at 
the low dose level. 

(D) Group D animals should each 
receive a single oral dose (by capsule or 
intubation) of the labeled test substance 
at the high dose level. 

(5) Obsenation of animals —(I) 
Distribution. Concentration and 
quantity of test chemicals in the tissues 
and organs should be measured at the 
time of sacrifice. 

(ii) Metabolism. For determining the 
extent of biotransformution. urine 
samples and fecal extracts should be 
analyzed by suitable techniques. Major 
metabolites of the chemical should be 
identified by appropriate methods. It is 
also important to determine the 
metabolite pattern of the test chemical 
after repeated doses. 

(iii) Excretion. When determining 
excretion of the test chemical by 
laboratory animals, the use of individual 
metabolism cages is recommended for 
collection of urine and fecal samples. 
The quantities of test chemical and 
major metabolites in urine, feces and in 
expired air should be measured at 
several time points after exposure (i.e.. 

4, 8.12 and 24 hours) and daily 
thereafter, until approximately 95 

C ercent of the administered dose has 
een excreted or until 7 days after 
dosing. 

(iv) (A) in the rat. quantities of label in 
urine. Feces and expired air should be 
measured at appropriate intervals (i.e, 4, 
8. 12. and 24 hours. 1.5. 2. 3. 4. 5. 6. and 7 
days) throughout the study for all 
animals. However if a preliminary study 
shows no volitile labeled materials are 
exhaled during the period of zero to 24 
hours after dosing such evidence may be 
submitted in lieu of measuring label in 
the expired air for this study. In the dog, 
quantities of label in urine and feces 
should be measured at appropriate 
intervals (i.e., every 6 hours for the First 
48 hours after dosing and every 12 hours 
for the remaining 5 days) throughout the 
study for all animals. 

(B) For all animals in groups B. C. and 
D. the quantity of label in tissues and 
organs should be measured at sacrifice 
by suitable methods writh particular 
attention to bone, brain, fat. gonads, 
heart, kidney, liver, lungs, muscle, 
spleen, tissues which displayed 


pathology (in this or prior studies), and 
residuul carcass. 

(v) Urine and feces from all groups 
should be analyzed by suitable methods 
in order to determine the extent of 
absorption and biotransfonnation and to 
identify the metabolites. An assay 
method for detection of each major 
metabolite may be requested by the 
Agency. 

(d) Data and reporting —(1) Treatment 
of results. Data should be summarized 
in tabular form. 

(2) Evaluation of results. All observed 
results, quantitative or incidental, 
should be evaluated by an appropriate 
statistical method. 

(3) Test report. In addition to the 
reporting requirements as specified 
under 40 CFR Part 792, Subpart J the 
following specific information should be 
reported: 

(i) Quantity of isotope, together with 
percent recovery of the administered 
dose, in feces, urine, and the follow ing 
tissues and organs of animals in all 
groups: bone, brain, fat. gonads, heart, 
kidney, liver, lungs, blood, muscle, 
spleen, tissues which displayed 
pathology (in this or prior studies), and 
residual carcass. 

(ii) Percent absorption. If possible by 
the oral route in groups B, C, and D. 

(iii) A full description of the 
sensitivity and precision of ail 
procedures used to produce the data. 

(iv) Information on the degree (i.e.. 
specific activity for a radiolabel) and 
site(s) of labeling of the test substance. 

(v) Counting efficiency data should be 
made available to the Agency upon 
request. 

(vi) Species and strain. 

(e) Additional metabolism studies . 
Additional, more speciFic studies may be 
required to clarify important points. 
Some areas for possible further study 
include: identification of tissue residues; 
binding by macromolecules in the blood, 
liver, gonads and other tissues: placental 
transfer, entrance into breast milk: 
biotransfonnation by specific organs, 
tissues and cell fractions: and 
absorption by derma! or inhalation 
routes of exposure. Plasma binding 
studies may be conducted, usually in 
vitro with plasma. Placental transfer of 

a chemical substance may be 
determined by dosing pregnant rodents 
with chemicals end assaying their 
fetuses for the chemical. Additional 
species may be utilized as the rat and 
dog differ significantly in metabolic 
pattern. 

(FK Doc. 85-23076 Filed 9-20-65; 8:45 am) 

BtLUMtt COOC *5*0-60-41 
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40 CFR Part 796 

IOPTS-46015; FRL 2896-21 

Toxic Substances Control Act Test 
Guidelines 

agency: Environmental Protection 
Agency (EPA). 

ACTION: Final rule. 

summary: This rule presents cerlain 
Toxic Substances Control Act (TSCA) 
Test Guidelines. These guidelines have 
been published as Organization for 
Economic Cooperation and 
Development (OECD) Guidelines for the 
Testing of Chemicals. Elsewhere in this 
issue of the Federal Register, additional 
TSCA test guidelines previously 
published or prepared by publication by 
EPA ore also codified. 
effective DATE: September 27. 1985. 

FOR FURTHER INFORMATION CONTACT: 

Edward A. Klein. Director. TSCA 
Assistance Office (TS-799). Office of 
Toxic Substances. Rm. E-543. 401 M St.. 
SW.. Washington. D C 20400. Tull free: 
(800-424-0065), in Washington. D.C.: 
(534-1404). Outside the USA: (Operator- 
202-554-1404). 

SUPPLEMENTARY INFORMATION: This 
notice codifies certain TSCA test 
guidelines which have been published 
by OECD. Elsewhere in this issue of the 
Federal Register, additional test 
guidelines, previously published by 
NTIS. ore also codified into the TSCA 
test guidelines. 

Section 4(b)(1) of the Toxic 
Substances Control Act (TSCA) 
specifies that test rules shall include 
standards for the development of test 
data. This action codifies guidelines 
which will be used to establish 
standards in future TSCA section 4 test 
rules. 

These guidelines have been published 
in the Organization for Economic 
Cooperation and Development (OECD) 
Guidelines for the Testing of Chemicals. 
The OECD test guidelines contain 
generally formulated internationally 
accepted procedures for the laboratory 
testing of a property or effect deemed 
important for the evaluation of health or 
environmental hazards of a chemical. 

These guidelines will be used in 
developing test standards in future 
TSCA section 4 test rules; therefore, the 
Agency finds it necessary to codify 
these guidelines. This process will make 
chemical specific rules under Part 799 
more usable and understandable. 
Elsewhere in this issue of the Federal 
Register additional OTS guidelines, 
previously published by NTIS. are also 
codified into TSCA test guidelines. 


Codification of these guidelines does 
not impose any regulatory obligation on 
any person who may be subject to a 
TSCA section 4 test rule. Specific 
guidelines will not become mandatory 
test standards until they are 
promulgated as such in individual 
section 4 rulemakings. When 
promulgated in such test rules, the 
pertinent TSCA guidelines will become 
test standards for only that particular 
section 4 rule and will not serve as 
generic test standards. EPA may 
propose modifications to the various 
guidelines as they are utilized for 
chemical-specific test rules. In each 
chemical-specific rule, the proposed test 
standards and any modifications wifi be 
subject to public comment. 

List of Subjects in 40 CFR Part 7% 

Testing, Environmental protection. 
Chemical fate. Chemicals. 

Dated: Srptemlwr 23.1985 
John A. Moore. 

Assistant Administrator for Pesticides and 
Toxic Substances . 

PART 796—| AMENDED] 

Therefore, 40 CFR Part 796 is 
amended as follows: 

1. The authority citation for Part 796 
continues to read: 

Authority: 15 U.S.C. 2603. 

2. Subpart B is amended by adding 
55 796.1050. 796.1220. 790.1370 and 
796.1520 to read as follows: 

§ 796.1050 Absorption In aqueous 
solution: Ultraviolet/visible spectra. 

(a) Introductory information, 

(1) Guidance information . (i) 
Molecular formula, (ii) Structural 
formula. 

(2) Standard documents . The 
spectrophotometric method is based on 
national standards and consensus 
methods which are applied to measure 
the absorption spectra. 

(b) Method —(l)(i) Introduction, 
purpose, scope, relevance, application 
and limits of test . (A) The primary 
environmental purpose in determining 
the ultraviolet-visible (UV-VIS) 
absorption spectrum of a chemical 
compound is to have some indication of 
the wavelengths at which the 
compounds may be susceptible to 
photochemical degradation. Since 
photochemical degradation is likely to 
occur in both the atmosphere and the 
aquatic environment, spectra 
appropriate to these media wifi be 
informative concerning the need for 
further persistence testing. 


(B) Degradation will depend upon the 
total energy absorbed in specific 
wavelength regions. Such energy 
absorption is characterized by both 
molar absorption coefficient (molar 
extinction coefficient) and band width. 
However, the absence of measurable 
absorption does not preclude the 
possibility of photodegradation. 

(ii) Definitions and units. The UV-VIS 
absorption spectrum of a solution is a 
function of the concentration, c*. 
expressed in mol/L of all absorbing 
species present; the path length, d, of the 
spectrophotometer cell, expressed in cm: 
and the molar absorption (extinction) 
coefficient. <*, of each species. The 
absorbance (optical density) A of the 
solution is then given by: 


1 

And 

i 

For a resolvable absorbance peak, the 
band width X is the wavelength range, 
expressed in nm = 10*m, of the peak at 
half the absorbance maximum. 

(iii) Reference substances. (A) The 
reference substances need not be 
employed in all cases when 
investigating a new substance. They are 
provided primarily so that calibration of 
the method may be performed from time 
to time and to offer the chance to 
compare the results when another * 
method is applied. 

(B) Reference compounds appropriate 
for the calibration of the system are: 

(7) Potassium dichromate (m 0.005 
mol/L. ILSO* solution) from J.A.A. 
Ketelaor, paragraph (d)(2) of this 
section: 


log €_ 3.56 3 63 3.16 3.50 

Xinnm- 235 257 313 350 


[2] Fluoranthene (in methanol) from 
C.R.C. Atlas of Spectral Data, paragraph 
(d)(3) of this section: 

log €_ 4.75 4.18 4.73 3.92 

X in run_ 237 236 28 a 339 357 


(,?) 4-nitrophenol (in methanol) from 
C.R.C. Atlas of Spectral Data. paragraph 
(d)(3) of this section: 


log c....._ 3,88 4.04 

X in nm 288 311 


See also paragraph (d)(1) of this section 
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(iv) Principle of the test method. This 
method utilizes a double-beam 
spectrophotometer which records only 
the absorption differences between the 
blank and test solutions to give the 
spectrum of the chemical being tested. 

(v) Quality criteria—Reproducibility 
and sensitivity, (A) Reproducibility and 
sensitivity, need not be measured 
directly. Instead, the accuracy of the 
system in measuring the spectra of 
reference compounds will be defined so 
as to assure appropriate reproducibility 
and sensitivity. It is preferable to use a 
recording double-beam 
spectrophotometer to obtain the UV-VIS 
spectrum of the test compound. Such an 
instrument should have a photometric 
accuracy of ±0.02 units over the 
absorbance range of 0 to 2 units. It 
should be capable of recording 
absorbances at wavelengths of 200 to 
730 nanometers nm with a wavelength 
accuracy of ±0.5 nm. The cells 
employed with the instrument must 
necessarily be transparent over this 
wavelength range and must have a path 
length determined to within 1 percent. 

To ensure that the instrument is 
performing satisfactorily, spectra for test 
solutions of (for absorbance 

accuracy) and holmium glass (for 
wavelength accuracy) should be run 
periodically. 

(B) In the event that a recording 
double-beam instrument is not 
available, it will be necessary to 
determine the absorbance of the test 
solution in a single-beam instrument at 
5-nm intervals over the entire 
wavelength range and at 1-nm intervals 
where there are indicated absorbance 
maxima. Wavelength and absorbance 
tests should be done as with the double¬ 
beam instrument. 

(2) Description of the test procedure — 

(i) Preparation—(A) Preparation of test 
solutions. (1) Solutions should be 
prepared by accurately weighing an 
appropriate amount of the purest form of 
the test substance available. This should 
be made up in a concentration which 
will result in at least one absorbance 
maximum in the range 0.5 to 1.5 units. 

(2) The absorption of a compound is 
due to its particular chemical form. It is 
often the case that different forms are 
present, depending on whether the 
medium is acidic, basic, or neutral. 
Consequently, spectra under all three 
conditions are required where solubility 
and concentration allow. Where it is not 
possible to obtain sufficient 
concentrations in any of the aqueous 
media, a suitable organic solvent should 
be used (methanol preferred). 

[3] The acid medium should have a pH 
of less than 2. and the basic medium 
should be at least pH 10. The solvent for 


the neutral solution, and for preparing 
the acidic and basic ones, should be 
distilled water, transparent to ultraviolet 
radiation down to 200 nm. If methanol 
must be used, acidic and basic solutions 
can be prepared by adding 10 percent by 
volume of HC1 or NaOH in aqueous 
solution (jHCI]. [NaOHJ = l mol/L). 

(*/) In theory, all chemical species 
other than that being tested are present 
in both beams and would therefore not 
appear in the recorded spectrum of a 
double-beam instrument. In practice, 
because the solvent is usually present in 
great excess, there is a threshold value 
of wavelength below which it is not 
possible to record the spectrum of the 
test chemical. Such a wavelength will be 
a property of the solvent or of the test 
medium. In general, distilled water is 
useful from 200 nm (dissolved ions will 
often increase this), methanol from 210 
nm. hexane from 210 nm. acetonitrile 
from 215 nm and dichloromethane from 
235 nm. 

(B) Blank solutions . A blank must be 
prepared which contains the solvent and 
all chemical species other than the test 
chemical. The absorption spectrum of 
this solution should be recorded in a 
manner identical to that of the test 
solution and preferably on the same 
chart. This "baseline’' spectrum should 
never record an absorbance reading 
varying more than ±0.05 from the 
nominal zero value. 

(C) Cells . Cell pathlengths are usually 
between 0.1 cm and 10 cm. Cell lengths 
should be selected to permit recording of 
at least one maximum in the absorbance 
range of 0.5 to 1.5 units. Which set of 
cells should be used will be governed by 
the concentration and the absorbance of 
the test solution as indicated by the 
Beer-Lambert Law. The cells should be 
transparent over the range of the 
spectrum being recorded, and the path- 
lengths should be known to an accuracy 
of at least 1 per cent. Cells should be 
thoroughly cleaned in an appropriate 
manner (chromic acid is useful for 
quartz cells) and rinsed several times 
with the test or blank solutions. 

(ii) Performance of the test. Both cells 
to be employed should be rinsed with 
the blank solution and then filled with 
same. The instrument should be set to 
scan at a rate appropriate for the 
required wavelength resolution and the 
spectrum of the blank recorded. The 
sample cell should then be rinsed and 
filled with the test solution and the 
scanning repeated, preferably on the 
same spectrum chart, to display the 
baseline. The test should be carried out 
at 25* C. 

(c) Data and reporting —(1) Treatment 
of results, (i) The molar absorption 
coefficient c should be calculated for all 


absorbance maxima of the test 
substance. The formula for this 
calculation is 


A 

c=- , 

c.,xd 

where the quantities are as defined 
above (see Definitions and unitsj. 

(ii) For each peak which is capable of 
being resolved, either as recorded or by 
extrapolated symmetrical peaks, the 
bandwidth should be recorded. 

(2) Test report . (i) The report should 
contain a copy of each of the three 
spectra (3 pH conditions). If neither 
water nor methanol solutions are 
feasible, there will be only one 
spectrum. Spectra should include a 
readable wave-length scale. Each 
spectrum should be clearly marked with 
the test conditions. 

(ii) For each maximum in each 
spectrum, the e value and bandwidth 
(when applicable) should be calculated 
and reported, along with the wavelength 
of the maximum. This should be 
presented in tabular form. 

(Hi) The various test conditions should 
be included, such as scan speed, the 
name and model of the spectrophotom¬ 
eter, the slit width (where available), 
cell type and path length, the 
concentrations of the test substance, 
and the nature and acidity of the solvent 
medium. A recent test spectrum on 
appropriate reference materials for 
photometric and wavelength accuracy 
should also be submitted (see 
Reproducibility and sensitivity). 

(d) Literature references . For 
additional background information on 
this test guideline, the following 
references should be consulted: 

(1) Miiazzo, G., Caroli. S., Palumbo- 
Doretti, M.. Violante, N.. Analytical 
Chemistry. 49: 711 (1977). 

(2) Katelaar, J.A.A., Photoelectric 
Spectrometry Group Bulletin. 8, 
(Cambridge, 1955). 

(3) Chemical Rubber Company. Atlas 
of Spectra / Data. (Ciiffland, Ohio). 

§ 796.1220 Bolling polnt/boiUng range. 

(a) Introductory information . 
(Ebulliometric Method; Dynamic 
Method; Distillation Method: Siwoloboff 
Method; Photocell Detection Method). 

(1) Qualifying statement. The methods 
and devices described in this test 
guideline can be applied to liquids, 
prov ided that Ihese do not undergo 
chemical reaction at temperatures below 
the boiling point (for example: 
autoxidation. rearrangement, 
degradation, etc.). 
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(2) Additional comments. The 
Dynamic Method was tested in the 
OECD Laboratory Intercomparison 
Testing Programme. Part 1,1979. for 
vapor pressure determination. 

(3 ) Stundard documents. In this 
guideline, five methods to determine the 
boiling point are described. The 
Ebulliometric Method is based on the 
ASTM D1120-72. The Distillation 
Method is based on the standards ISO R 
918 and the draft ISO D1S 4826. BS 4359/ 
68, BS 4591/71, DIN 53171. The 
Siwoloboff Method is based on JIS K 
0084-1966. The Photocell Detection 
Method is based on the manufacturer's 
manual (4). 

(b) Method. (l)(i) Introduction . 
purpose . scope . relevance, application, 
and limits of test. (A)(/) The boiling 
point of a substance is an 
environmentally relevant physical 
chemical property because it is 
important for identification purposes 
and is one factor influencing the states 
in which the substance will exist in the 
environment. 

(2) The emphasis in this test guideline 
has been placed on the description of 
the method using photocell detection, 
because this method allows the 
determination of melting as well as 
boiling points. Moreover, the 
measurements can be performed 
automatically. 

(B) The Dynamic Method has the 
advantage that it can also be applied for 
the determination of vapor pressure and 
that it Is not necessary to correct the 
boiling temperature to the normal 
pressure (101.325 kPa) because the 
standard pressure can be adjusted 
during the measurement. However, this 
method is not at present automated. (For 
a detailed description, see OECD Test 
Guideline 104 for the Vapor Pressure 
Curve.) 

(C) Note: In the literature, different 
boiling points are sometimes quoted for 
the same substance. These differences 
are due to such variables as the 
dimension of the apparatus (for 
example, the fit of the thermometer), the 
type of the thermometer, the stem 
correction, the pressure correction, and 
the accuracy of the pressure 
measurement. Therefore, the above- 
mentioned international and national 
standardised methods contain precise 
requirements for these specified 
conditions. 

(D) The influence of impurities on the 
determination of the boiling point 
depends greatly upon the kind of 
impurity. Thus, the effect can be 
considered if a highly volatile solvent is 
present in the sample. Impurities will 
usually increase/decrease the measured 
boiling temperature. 


(ii) Definitions and units. (A) The 
standard boiling point is described as 
the temperature at which the pressure of 
the saturated vapor of a liquid is the 
same as the standard pressure. 

(B) The measured boiling point is 
dependent on the atmospheric pressure. 
This dependence can be described 
quantitatively by the Clausius- 
Clapeyron equation as follows: 


log p 


+ constant 

2.3 RT 


(where p is the vapor pressure of the 
substance. A H, is its heat of 
vaporization, and R is the universal 
molar gas constant. R=8.31441 | mol *K 
*• The temperature T is expressed in K). 

(C) The temperature at the boiling 
point (boiling temperature) is stated in 
K. with regard to the ambient pressure 
during the measurement If no pressure 
is given, the result refers to a standard 
pressure of 101.325 kPa. 

(D) Conversions: 

Pressure —(units—kPa) 

100kPa = 1 bar=01 MPa 
(“bar” units are still permissible but no! 
recommended) 

133 Pa-1 mm Hg=l Torr 
(the units mm llg and Torr are no longer 
permissible) 

Temperature —(units—K) 

I =T-273.15 
t in • C. and T in K 

(/) At small deviations from the 
normal pressure (max. ± 5 kPa). the 
boiling point temperatures are 
normalized to T„ by means of the 
following number-value-equation by 
Sidney-Young: 

T,*T-f f T Ap 
where: 

Ap -(101.325—p) note sign 
p=barometer measurement in kPa 
f T *= rate of change of boiling point with 
pressure In K/kPa 

T« measured boiling temperature in K 
T.=boiling temperature corrected to normal 
pressure in K 

(2) The temperature-correction factors 
f T and equations for their approximation 
are included in the international and 
nationul standards mentioned in 
paragraph (b)(2) of this section for muny 
substances. For example, the DIN 53171 
method mentions the following rough 
corrections for solvents included in 
paints under the following Table 1: 


Table 1 —Temperati/he-Correct ion- 
factors f t 


Ta*rip0r»1i«» 

COMCW 

factor 

Tame*'**** 

Corractoo 

facto* 

T 

U 

T 

Jr 

K 

K/kP* 

K 

K/kP» 

323 IS 

028 

47315 

0.39 

3*4 15 

028 

498 15 

0 41 

3*315 

031 

523 15 

044 

3*8 15 

033 

548 15 

045 

*2315 

4*815 

035 
0 3* 

573.15 

047 




A table of temperature-correction 
factors for organic solvents (see ISO/ 
DIS 4626) is included in the following 
Table 2: 

Table 2—Temperature-Correction Fac- 
tors for Organic Solvents (See ISO/DIS 
4626) 
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Table 2—Temperature-Correction Fac¬ 
tors for Organic Solvents (See ISO/OIS 
4626)—Continued 



Ther- 

Bo-bng 

101 326 

4PA 

Rate of change of 
Doting port *ith 
P«tui*c 


nonv^e* 

K X/01 
XPACC/ 
mba r) 

K X/ 

mm Mg 

E*Hyl ftenjooA 

41 C 

‘362 

0037 

0049 

Eiftyiona glycol 
£»ryt*no 
5-y>inooo- 

KMC 

197 6 

0032 

0 043 

rs tx^yl ®0>Af 

Erryana 

flfyco*- 

monoo#*! 

»03C 

1712 

0 035 

0<M7 

. . 

EirrylenA 

Pfroo*-^ 

wonotTyf 

o 

t0?c 

136 1 

0 033 

0 044 

a.- 1 

Ethylene 

monoflWiy 

102 C 

1563 

0035 

0 046 

•I tm _, 

EttVanp 

g*eo**<nono- 

*o-P»apyt 

41 C 

1245 

0031 

0041 

««f*r__, 

2£fry 

102 C 

1420 

0 033 

0044 

he**nof 

Et»y-*o-*my! 

KMC 

164 8 

0034 

0046 

*«rtor«._ 

n-Heryt 

103 C 

1562 

0007 

0 049 

ACAtAtA.- . 
Ma*Y«A"A 

103 C 

1716 

0 039 

0050 

g*toi 

KMC 

197 1 

0034 

0045 

V'lp^XXOOA- 

lOSC 

2I5J 

0043 

0057 

MvAitytondA 

4-Melo«y-4- 

madiyl2- 

41 C 

1290 

0095 

0047 

pAntanonA 

109 C 

160.6 

0097 

0 049 


39 C 

646 

0025 

0033 

Me"*1i*o* 

102 C 

1462 

0039 

0 049 

A*nyl ktlonA 

butyl 

102 C 

1449 

0036 

0 049 

CArt>nol w . ( _ 

MemylrtO- 

41 C 

131.9 

0091 

0041 

butyl kouno. 
Mono^lhAnQl 

41 C 

1162 

0095 

0046 

•mma_ 

Po'cWoroAthy- 

103 C 

170 7 

0090 

0040 

. 

•vProoyl 

41 C 

1212 

0096 

0 049 

AC4MAIA _ _ 

do Propyl 

40 C 

1016 

0092 

0042 

AGAMl* 

nPropyl 

40 C 

985 

0091 

0041 

Moohol - 

*AO> Propyl 

40 C 

972 

0026 

0034 

Aoohol —. 
PropyionA 

40 C 

623 

0025 

0033 

gftcoi -_ 

PropylAOA 

104 C 

197.6 

0.032 

0049 

onbA 

30 C 

343 

0027 

0036 

Pyndif»--- 

41 C 

1154 

0.095 

0046 

TcAjaha 

Trwtby'or* 

41 C 

HOC 

0 035 

0046 

1 

Tnetfrylyn# 

flfycoF 

monoetbyl 

10 ? c 

2976 

0039 

0050 

_— 

TncMoroofSyi. 

too c 

2554 

0099 

0051 

An#_ 

40 C 

97.1 

0032 

0 049 

Vinyl ftCciAta 

39 C 

72.7 

0090 

0 040 

***» *pnt ....... 
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(iii) Reference substances. The 
standard methods listed include 
specifications for calibration and 
evaluation substances. These 
compounds need not be employed in all 
cases when investigating a new 
substance. They should primarily serve 
to calibrate the method from time to 
time .and to offer the chance to compare 
the results when another method is 
applied. 

(iv) Principle of the test methods. All 
methods for the determination of the 
boiling point (boiling range) arc based 
on the measurement of the boiling 
temperature. 

(A) Determination by use of the 
EbuUiometer. See paragraph (d) (1) and 
(4) of this section. Ebulliometers were 
originally developed for the 
determination of molecular weight by 
boiling point elevation, but they are also 
suited for exact boiling point 
measurements. A very simple apparatus 
is described in ASTM D 1120-72. The 
liquid is heated in this apparatus under 
equilibrium conditions at atmospheric 
pressure until it boils. The determined 
temperature of the liquid, corrected to 
standard pressure, is the boiling point. 

(B) Dynamic method. See paragraph 
(d)(2) of this section. This method 
measures the vapor recondensation 
temperature by means of a 
thermocouple in the reflux while boiling. 
The pressure can be varied in this 
method. 

(C) Distillation method for boiling 
point (and boiling range). This method 
involves distillation of the liquid and 
measurement of the vapor 
recondensation temperature and 
determination of the amount of 
distillate. 

(D) Method according to Siwoloboff. 
See paragraph (d)(2) of this section. A 
sample is heated in a sample tube which 
is immersed in a heat-bath liquid. A 
fused capillary, containing an air bubble 
in the lower part is dipped in the 
sample tube. The temperature at which 
a regular string of bubbles escapes from 
the capillary or the temperature at 
which the string of bubbles stops and 
the fluid suddenly starts rising in the 
capillary (Siwoloboff under paragraph 
(d)(2) of this section] is determined. 

(E) Photocell detection. See paragraph 
(d)(3) of this section. Using the principle 
according to Siwoloboff. Measurements 


are automatic, the rising bubbles being 
detected photo-electrically. 

(v) Quality criteria. The different 
methods for the determination of the 
boiling point (boiling range) are 
compared with regard to their use and 
precision and possibility to standardize/ 
automate in the following Table 3: 

Table 3 —Comparison of tkf Methods 
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(2) Description of the test procedure's. 
The procedures of several of the test 
methods have been established by 
various international and national 
standards mentioned above. Reference 
is made here to those standards which 
prescribe details of preparations, test 
conditions, and conduct of the test. 

(i) EbuUiometer . See: ASTM I) 1120- 
72, Standard Test Method for Boiling 
Point of Engine Antifreezes, and 
reference under paragraph (d)(4) of this 
section. 

(ii) Dynamic method. See: OECD Test 
Guideline 104 for Vapour Pressure 
Curve, Principle of the test methods. The 
boiling temperature observed with an 
applied pressure of 101.325 kPa is 
recorded. 

(iii) Distillation process (bolting 
range). 

See: ISO/R 918, Test Method for 
Distillation (Distillation Yield and 
Distillation Range). 

ISO 4826/1980, Volatile Organic 
Liquids—Determination of Boiling Range 
of Organic Solvents Used us Raw 
Materials. 

BS 4349/88. Method for Determination 
of Distillation of Petroleum Products, 
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BS 4591/71, Method for the 
Determination of Distillation 
Characteristics. 

DIN 53171, Losungsmittel fur 
Anstrichstoffe. Bestimmung des 
Siedeverlaufes, 

DIN 51751, Priifung flussiger 
Mineralkohlenwasserstoffe— 
Bestimmung des Siedeverlaufes. 

(iv) Method according to Slwoloboff. 

(A) The sample is heated in a melting 
point apparatus in a sample tube, with a 
diameter of approximately 5 mm in the 
following Figure 1: 

Figure 1—Apparatus for the 
determination of melting and boiling 
point (|ISK 0064-1966). With 
Specifications in mm. 



A. MEASURING TUBE 
B: CORK STOPPER 
C: VENT 

0: THERMOMETER 
£: AUXILIARY THERMOMETER 
F: BATH UOUIO 

G SAMPLE TUBE; MAX 5mm OUTER OIAMETER; 
CAPILLARY TUBE. APPROX. 1mm INNER 
OIAMETER, ANO APPROX. 0.2mm TO 
0 3mm WALL THICKNESS 
H SIDE TUBE 


(B) A capillary tube (boiling capillary) 
fused about 1 cm above the lower end is 
placed in the sample tube. The level to 
which the test substance is filled is such 
that the fused section of the capillary is 
below the surface of the liquid. The 
sample tube containing the boiling 
capillary is fastened either to the 
thermometer with a rubber-band or is 
fixed with a support from the side under 
the following Figure 2: 


Figure 2—Principle According to 
Siwoloboff 


(C) The bath liquid is chosen 
according to boiling temperature. At 
temperatures of up to 573 K sulfuric acid 
or silicon oil can be used. Liquid 
paraffin may only be used up to 473 K. 
The heating of the bath liquid should be 
adjusted to a temperature rise of 3 K/ 
min at first. The bath liquid must be 
stirred. At about 10 K below the 
expected boiling point, the heating is 
reduced so that the rate of temperature 
rise is less than 1 K/min. When the 
boiling temperature is approached, 
bubbles begin to emerge from the boiling 
capillary*. 

(D) The boiling point is reached when 
the string of bubbles stops and fluid 
suddenly starts rising in the capillary. 
The corresponding thermometer reading 
is the boiling temperature of the 
substance 

(E) In the modified principle, under 
the following Figure 3. the boiling point 
is determined in the melting point 
capillary which is stretched to a fine 
point about 2 cm in length (1) and a 
small amount of the sample is aspirated 
The open end of the fine capillary is 
closed by melting. 90 that a small air 
bubble is located at the end. When 
heated in the melting point apparatus 
(2). the air bubble expands. The boiling 
point corresponds to the temperature at 
which the substance plug reaches the 
level of the surface of the bath liquid (3). 



Figure 3—Modified principle. 



(A) (B) (C) 


(v) Photocell detection. (A) The 
sample is heated in a capillary tube 
inside a heated metal block. A light 
beam is directed via suitable holes in 
the block through the substance onto a 
precisely calibrated photocell. During 
the increase of the sample temperature, 
single air bubbles emerge from the 
boiling capillary'. When the boiling 
temperature is reached, the amount of 
bubbles increases immensely. 

(B) This causes a change in the 
intensity of light, which is recorded by a 
photocell and gives a stop signal to the 
digital indicator reading out the 
temperature of a platinum resistance 
thermometer, located in the block. 

(C) This method is especially useful 
because it allows determinations below 
room temperature as low as 253.15 K 

(-20*C) without any changes in the 
apparatus. The instrument merely has to 
be placed in a cold room or cooling bath 
The exact execution of the boiling point 
determination can be obtained from the 
instrument manual. 

(3) General remarks . (i) The results 
obtained for mixtures or impure samples 
are to be interpreted with care. With an 
impure sample, for instance, the 
emergence of a low boiling component 
will be registered as the boiling point. 
Repeated determinations with the same 
impure sample can change the 
composition from measurement to 
measurement due to the volatilization 
of low boiling components: continously 
increasing values are obtained in these 
circumstances. 
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(H) Liquids with a tendency to 
superheat can yield incorrect results. 

The values obtained are usually too 
high. This happens more frequently at 
higher temperatures. Distillation 
methods or the dynamic vapor pressure 
method are more suitable for these type* 
of compound. 

(c) Data and reporting — (1) Treatment 
of results . (i) The boiling point to be 
determined should be a mean of at least 
two measurements, which are in the 
range of approximate accuracy 
indicated in Tuble 2 under paragraph 
(b)(l)(v) of this section. If 
determinations are not reproducible, 
other methods should be considered (see 
General remarks, above). 

(ii) The measured boiling points and 
their mean should be stated in K. and 
the pressure(s) at which the 
mea5urement(s) was (were) made 
should be recorded in kPa. Where a test 
substance boils over a temperature 
range, this range should be provided. 

The measured values should also be 
corrected to standard pressure. 

Estimates of accuracy should be 
provided for all results. 

(iii) The method used should be 
indicated, including any deviations from 
procedures described in this Test 
Guideline. 

[2) (Reserved) 

(d) Literature references. For 
additional background information on 
this test guideline the following 
references should be consulted: 

(I) Kienitz, H. Methoden der 
Organischen Chemie ed. Houben-Weyl, 
Vol. 2. (Georg Thieme Verlag. Stuttgart. 
1953, pp. 815-821. 

(2) Test Guideline 104 for Vapour 
Pressure Cun'e . A 80/5 
Umweltbundesamt, Berlin (1980). 

(3) Siwoluboff. A. Bench te-Deutsche 
Chemische Gesellschaft 19: 795 (1886). 

(4) Manual of Apparatus FP5 + FP51. 
FP 52 and FP 53, Mettler Instrumente 
AG. CH-8006 Cieifensee-Zurich. 
Switzerland. 

(5) European Pharmacopoeia , 1:75 

(1974). 

4 796.1370 Dissociation constants In 

water. 

(a) Introductory information. 

(Titration Method: Spectrophotometric 
Method; Conductometric Method) 

(1) Prerequisites, (i) Suitable 
analytical method, (ii) Water solubility. 

(2) Guidance information, (i) 

Structural formula, (ii) Electrical 
conductivity for conductometric method. 

(3) Qualifying statements, (i) All test 
methods may be carried out on pure or 
commercial grade substances. The 
possible effects of impurities on results 
should he considered. 


(ii) The titration method is not 
suitable for low solubility compounds 
(see Test solutions, under paragraph 

;|i)(A) of this section. 

(iii) The spectrophotometric method is 
only applicable to compounds having 
appreciably different UV/VIS- 
absorption spectra for the dissociated 
and undissociatcd forms. This method 
may also be suitable for low solubility 
compounds and for non-acid/baae 
dissociations, e.g. complex formation. 

(iv) In cases where the Onsager 
equation holds, the conductometric 
method may be used, even at 
moderately low concentrations and even 
in cases for non acid/base equilibria. 

(4) Standard documents. This Test 
Guideline is based on methods given in 
the references listed in Section 4 and on 
the Preliminary Draft Cuidance for 
Premanufacture Notification FJ'A, 

August 18,1978. 

(b) Method— (1) Introduction. Purpose . 
Scope. Relevance. Application and 
Limits of Test (i) The dissociation of a 
chemical in water is of importance in 
assessing its impact upon the 
environment. It governs the form of the 
substance which in turn determines its 
behavior and transport. It may affect the 
adsorption of the chemical on soils and 
sediments and adsorption into biological 
cells. 

(ii) Definitions and units. Dissociation 
is the reversible splitting into two or 
more chemical species which may be 
ionic. The process is indicated generally 
by 

RX^R* + X* 

and the concentration equilibrium 
constant governing the reaction is 

- * i r :u x j. 

|RX| 

For example, in the particular case 
where R is hydrogen (the substance is 
an acid), the constant is 


or 

(X*| 

pK.=pH-M- 

(HX1 

(iii) Reference substances. (A) The 
following reference compounds need not 
be employed in all cases when 
investigating a new substance. They are 
provided primarily so that calibration of 
the method may be performed from time 
to time and to offer the chance to 


compare the results when another 
method is applied. 
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(B) It would be useful to have a 
substance with several pK‘s as indicated 
in Principle of the method, under 
paragraph (b)(t)(iii) of this section. Such 
a compound could be: 



P*. (8) 


CKnc aod __..... .. .. 

P> *14 

20 


C?) 4 77 

20 


(31839 

20 


(iv) Principle of the test method. The 
chemical process described is generally 
only slightly temperature dependent in 
the environmentally relevant 
temperature range. The determination of 
the dissociation constant requires a 
measure of the concentrations of the 
dissociated and undissociated forms of 
the chemical substance. From a 
knowledge of the stoichiometry of the 
dissociation reaction indicated in 
Definitions and units, above, the 
appropriate constant can be determined. 
In the particular case described in this 
guideline the substance is behaving as 
an acid or a base, and the determination 
is most conveniently done by 
determining the relative concentrations 
of ionized and unionized forms of the 
substance and the pH of the solution. 
The relationship between these terms is 
given in the equation for pK # in 
Definitions and units, ubnvc. Some 
compounds exhibit more than one 
dissociation constant and similar 
equations can be developed. Some of 
the methods described herein are also 
suitable for nun-acid/base dissociation. 

(v) Quality criteria. (A) Repeatability. 
The dissociation constant should be 
replicated (a minimum of three 
determinations) to within ±0.1 log units. 

(B) (Reserved! 

( 2) Description of the test procedures. 
(i) There are two basic approaches to 
the determination of pK # . One involves 
titrating a known amount of substance 
with standard acid or base, as 
appropriate, the other involves 
determining the relative concentrations 
of the ionized and un-ionized forms and 
their pi I dependence. 

(ii) Preparations. Methods based on 
those principles may be classified as 
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titration, spcctropho tome trie and 
conductometric procedures 

(A) Test solutions, [t) For the titration 
method and the conductometric method 
the chemical substance should be 
dissolved in distilled water. For 
spectrophotometric and other methods 
buffer solutions are used. The 
concentrations of the test substances 
should not exceed the lesser of 0.01 M or 
half the saturation concentration, and 
the purest available form of the 
substance should be employed in 
making up the solutions. If the substance 
is only sparingly soluble, it may be 
dissolved in 8 small amount of a water- 
miscible solvent prior to adding to the 
concentrations indicated above. 

(2) Solutions should be checked for 
the presence of emulsions using a 
Tyndall beam, especially if a co-solvent 
has been used to enhance solubility. 
Where buffer solutions are used, the 
buffer concentration should not exceed 
0.05 M. 

(B) (Reserved! 

(Hi) Test conditions. (A) Temperature. 
(/) The temperature should be controlled 
to at least ±1 *C.The determination 
should preferably be carried out at 20X. 

(2) If a significant temperature 
dependence is suspected, the 
determination should be carried out at 
at least two other temperatures. The 
temperature intervals should be 10 *C in 
this case and the temperature control 
±0.1 *C. 

(B) Analyses. The method will be 
determined byUhe nature of the 
substance being tested, it must be 
sufficiently sensitive to allow 
determination of the different species at 
the test solution concentrations. 

(iv) Performance of the test . (A) 
Titration method. The test solution is 
determined by titration with the 
standard base or acid solution as 
appropriate, measuring the pH after 
each addition of titrant At least 10 
incremental additions should be made 
before the equivalence point. If 
equilibrium is reached sufficiently 
rapidly, a recording potentiometer may 
be used. For this method both the total 
quantity of substance and its 
concentration need to be accurately 
known. Precautions must be taken to 
exclude carbon dioxide. Details of 
procedure, precautions, and calculation 
are given in standard tests, e.g.. 
references under paragraph (d)(1), (2), 
and (4) of this section. 

(B) Spectrophotometric methods. A 
wavelength is found where the ionized 
and un-ionized forms of the compound 
have appreciably different extinction 
coefficients. The 1>V/VIS absorption 
spectrum is obtained from solutions of 
constant concentration under a pH 


condition where the substance is 
essentially un-ionized and fully ionized 
and at several intermediate pH’s. This 
may be done either by adding 
increments of concentrated acid (base) 
to a relatively large volume of a solution 
of the compound in a multicomponent 
buffer, initially at high (low) pH under 
paragraph (d)(5) of this section, or by 
adding equal volumes of a stock solution 
of the compound in, e g., water, 
methanol, to constant volumes of 
various buffer solutions covering the 
desired pH range. From the pH and 
absorbance values at the chosen 
wavelength, a sufficient number of 
values for the pK. is calculated using 
data from at least 5 pH’s where the 
compound is at least 10 percent and less 
than 90 percent ionized. Further 
experimental details and method of 
calculation are given in reference under 
paragraph (d)(1) of this section. 

(C) Conductometric method. Using a 
cell of small, known cell constant, the 
conductivity of an approximately 0.1 M 
solution of the compound in 
conductivity water is measured. The 
conductivities of a number of accurately 
made dilutions of this solution are also 
measured. (The concentration is halved 
each time, and the series should cover at 
least an order of magnitude in 
concentration.) The limiting conductivity 
at infinite dilution is found by carrying 
out a similar experiment with the Na 
salt and extrapolating. The degree of 
dissociation may then be calculated 
from the conductivity of each solution 
using the Onsager equation, and hence 
using the Ostwald Dilution Law the 
dissociation constant may be calculated 
as 

K=a 2 C/l—a where C is the 
concentration in moles per litre and a is 
the fraction dissociated. Precautions 
must be taken to exclude CO*. Further 
experimental details and method of 
calculation are given in standard texts 
and references under paragraphs (d)(1). 
and (7) of this section. 

(c) Data and reporting —(1) Treatment 
of results —(i) Titration method. The pK. 
is calculated for 10 measured points on 
the titration curve. The mean and 
standard deviation of such pK a values 
are calculated. A plot of pH versus 
volume of standard base or acid should 
be included along with a tabular 
presentation. 

(ii) Spectrophotometric methods. The 
absorbance and pH are tabulated from 
each spectrum. At least five values for 
the pK. are calculated from the 
intermediate spectra data points, and 
the mean and standard deviation of 
these results are also calculated. 

(iii) Conductometric method. The 
equivalent conductance. A. is calculated 


for each acid concentration and for each 
concentration of a mixture of one 
equivalent of acid, plus 0.98 equivalent 
of carbonate-free sodium hydroxide. 

(The excess acid is to prevent an excess 
of OH due to hydrolysis.) l/A is plotted 
against VC and A 0 of the salt can be 
found by extrapolation to zero 
concentration. A* of the acid can be 
calculated using literature values for IF 
and Na 4 . The pK* can be calculated 
from a = A,/A # and Ka = a^C/l-o for 
each concentration. Betler values for Ka 
can be obtained by making corrections 
for mobility and activity. The mean and 
standard deviations of the pK» values 
should be calculated. 

(2) Test report (i) All raw data and 
calculated pK. values should be 
submitted together with method of 
calculation (preferably in a tabulated 
format, such as suggested in paragraph 
(d)(1) of this section) as should the 
statistical parameters described under 
paragraph (c)(1) of this section. For 
titration methods, details of the 
standardization of titrants should be 
given. 

(ii) For spectrophotometric methods, 
all spectra should be submitted For the 
conductometric method, details of the 
cell constant determination should be 
reported. Information on technique used, 
analytical methods and the nature of 
any buffers used should be given. 

(iii) The test temperature(s) should be 
reported. 

(d) Literature references. For 
additional background information on 
this test guideline the following 
references should be consulted 

(1) Albert, A. A Sergeant, RP.. 
Ionization Constants of Acids and 
Bases. (Wiley. Inc.. New York. 1962). 

(2) Nelson, N.H. A Faust, S.D.. "Acidic 
Dissociation Constants of Selected 
Aquatic Herbicide*/* Environment 
Science Technology 3: II (1969). 

(3) ASTM D 1293. American Society 
for Testing and Materials. 1916 Race Si.. 
Philadelphia. PA 19103. 

(4) Standard Method 242. Standard 
Methods for the Examination of Water 
and Waste Water. 14th ed.. (American 
Public Health Association: Washington. 
DC. 1976). 

(5) Clark, J. A Cuntiffe. A.EL ’’Rapid 
Spectrophotometric Measurement of 
Ionisation Constants in Aqueous 
Solution," Chem. Ind. (London 1973). 

(6) ASTM D 1125. American Society 
for Testing and Materials, 1916 Race St. 
Philadelphia. PA 19103. 

(7) Standard Method 205. Standard 
Methods for the Examination of Water 
and Waste Water. 14th ed. (American 
Public Health Association: Washington. 
DC. 1976). 
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(0) Handbook of Chemistry and 
Physics. 60th ed (CRC-Press: Boca 
R.iton. Florida, I960). 

§ 796.1520 Particle size distribution/fiber 
length and diameter distributions. 

(a) Introductory information. Method 
A: Particle Size Distribution (effective 
hydrodynamic radius). Method B: Fiber 
length and Diameter Distributions. 

(1) Prerequisites. Method A: Water 
insolubility. Method B: Information on 
fibrous nuture of product; Information 
on stability of fiber shape under 
electron-microscopic conditions. 

(2) Guidance information. Method A: 
Melting point. Method B Melting point. 

(3) Qualifying statements . Both test 
methods can be applied to pure and 
commercial grade substances. 

(i) Method A: (A) This method can 
only be applied to water-insoluble 
(<io 4 g/l). powdered type products. 

(#) The equivalence of the six 
national and international standard 
methods for particle size distribution 
was not tested, and is currently not 
known. There is a particular problem in 
relation to sedimentation and Coulter 
counter measurements. 

(ii) Method B: This method applies 
only for fibrous products. The effect of 
impurities on particle shape should lie 
considered. 

(4) Recommendations. Method A: 
Equivalence of the methods for 
determination of particle size 
distribution should he tested in the 
laboratory. 

(5) Standard documents. The 
“Effective Hydrodynamic Radius 
Determination’* is based on the 
following standards: 

(I) ASTM—D 3300, D422. 

(ii) NF-T 30044. 

(iii) DIN’—06115. 

(ivj DIN—66116, Part 1. 

(v) ASTM—C 678. 

(vi) ANSI—C 690-75. 

and on a test principle described in 
Chem. lag. Tech. 46: 729 (1974). 

(b) Method —(1) introduction, purpose , 
scope, relevance, application and limits 
of test. (i)(A) Many methods are 
available for particle size 
measurements, but none of them is 
applicable to the entire size range. 
Sieving, microscopic sedimentation and 
elutriation techniques are most 
commonly employed. Moreover, in the 
case of uirborne particles (dusts, 
smokes, fumes), radiation scattering and 
inertial methods prove particularly 
useful. Finally, appropriate sampling 
procedures should be selected in order 
to prepare specimens really 
representative of the material under test 
(Method A). 


(B) The first method described in this 
guideline (Method A) is designed to 
provide information on the 
transportation and sedimentation of 
insoluble particles in water and air. In 
the special cose of materials which can 
form fibers, an additional set of 
measurements (Method B) is also 
recommended to help identify potential 
health hazards arising from inhalation 
or ingestion. 

(C) Method A is generally applicable, 
frequent in use and hydrodynamic in 
character: Method B is comparatively 
specialized, infrequently required and 
involves microscopic examination. It 
should be home in mind, however, that 
the original particle size distribution is 
highly dependent on the industrial 
processing methods used and can also 
be affected by subsequent 
environmental or human 
transformations. 

(D) These tests are applicable only to 
water insoluble (solubility <10'*g/l) 
substances. Method B for fibers will be 
applied only if light microscopic 
examination, similarities to known 
fibrous or fiber-releasing substances or 
other data indicate a likelihood that 
fibers arc present. In this context, a fiber 
is a water insoluble particle, of aspect 
ratio (length/diameter) >3 and diameter 
<100 pm. Fibers of length <5 pm need 
not be considered. Method A. which 
determines the effective hydrodynamic 
radius. R*. will be used for both fibrous 
and non fibrous particulates without 
prior inspection. It is useful only in the 
range 2pm<R«<100 pm. 

(ii) Definitions and units. (A) For 
Method A the parameter of interest is 
the effective hydrodynamic radius, or 
effective Stokes radius R* The terminal 
velocity of a small sphere falling under 
the influence of gravity in a viscous fluid 
is given by: 

v*2, RMd,-d,)/thj 

Where 

v = velocity (m/sec), 
g gravitation constant (m/tec*), 

R. *• Stokes radius (m) 
di ■* density of sphere (kg/m 1 ), 
d*- density of fluid (kg/m 9 ), 
q=dyniimic viscosity (Nsec/m^Pa s) of the 
the fluid 

(B) In other situations, similar 
relationships apply. Particle size is 
usually measured in micrometers (*=10" € 
m). 

(C) Method B provides histograms of 
the length (1) and diameter (d) 
distributions of fibres. The ordinate is 
the absolute number of particles in each 
interval of 1 or d. Typical plots are 
provided in Figures 1 and 2 under 
puragraph (b)(l)(iv) of this section. 


(///) Reference substances. (A) Five 
reference substances of defined particle 
size covering the overall range 0.35 to 
650 pm (excepting the 50 to 200 pm 
region) have been certified with respect 
to the cumulative mass distribution of 
particles versus equivalent settling rate 
diameter or equivalent volume diameter. 
The materials will be made available 
from the Community Bureau of 
Reference of the European Economic 
Community and they will be issued with 
certificates of measurement. The 
certification report under paragraph (d) 
(4) of this section will also be available 
from the Community Bureau of 
Reference 

(/) The certification report of five 
reference materials will be available 
from: Commission of the European 
Community, Directorate—General for 
Research, Sc ience and Education. 
Community Bureau of Reference BCR, 
me de In l.oi 200, R-1049 Brussels. 

(.?) Filter equipment for sample 
preparations according to Method B is 
available commercially through the 
following manufacturers; 

(/) Nuclepore Corporation. 7035 
Commerce Circle, Pleasanton California 
fl4568/US A 

(ii) Millipore Corporation. Order 
Service Department, Bedford. 
Massachusetts 01730/USA 

(m] Whatman Filters, WAR Bulston 
Limited, England 

(B) Calibration materials—{!) Method 
A. A binary or ternary mixture of latex 
spheres (2 pm <d <100 pm) is 
suggested 

(2) Method D. No standard reference 
materials are readily available. 

(C) Evaluation materials—(!) Method 
A. A ternary mixture of 2 pm. 50 pm and 
100 pm latex spheres (which provides a 
discrete calibrated distribution) plus a 
sample of crushed quartz (continuous 
distribution). 

(2) Method D. Fibrous chrysotile 
asbestos is recommended (specific 
properties not essential as long as 
enough of a throughly mixed sample is 
available for identical distribution in a 
ring test). 

(iv) Principle of the test methods. (A) 
Method A. (i) There are several 
standard methods available which meet 
the sensitivity requirements: 



i i ■ it- ri ^ 

SfiGTr OCA 

S^<J»mcnU1»on 

ASTM-0 33S0, D 422, WF-T 


30044 tXN—66-115 

Ctntrftugauon —.... 

ASTM—C 678, C^omirvTocft. 


46 729 |1974) 

Court* com** _ 

ANSi-C 600-7S 


(2) The comparability of these 
methods (especially the sedimentation) 
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and the other methods must be 
determined. 

(3) The sample should also be 
subjected to a simple light microscopic 
examination to determine the 
approximate nature of the particles (e.g. 
plates, needles, etc.). 

(B) Method B —Since data must be 
collected on small diameter fibers (>0.1 
pm), scanning (SEM) or transmission 
(TEM) electron microscopy is required. 
There is no standard procedure at 
present, and those currently under 
development for asbestos contamination 
(in which the fibrous material is already 


identified and in high concentration) are 
often more complex and expensive than 
necessary for the needs of this program. 
Extreme care must still be taken during 
sample preparation to avoid fiber 
breaking, clumping and contamination. 
A simple initial procedure is suggested 
below (Description of the test 
procedures). The length and diameter of 
the fiber images can be measured 
manually, semi-automatically or 
automatically and the results tabulated 
in histogram form (see the following 
Figures 1 and 2): 


Figure 1—Sample fiber length distribution (method B). 



Figure 2.—Sample fiber diameter distribution (method B). 



(V) Quality criteria —(A) 
Repeatability . (7) The effective 
hydrodynamic radius distribution 
(Method A) should be measured three 
times, with no two values differing by 
more than 20 percent. 

[2] The length and diameter 
distributions of fibers (Method B). if 
required, should be measured at least 
twice—using separate samplings and 
preparations—with at least 70 fibers per 
histogram. No two values in a given 
histogram interval should differ by more 
than 50 percent or 3 fibers, whichever is 
larger. Such repeatability should be 
sufficient for the modeling and decision - 
making procedures currently envisaged: 
however, the presence of long, thin 
fibers—due to their potential adverse 
health effects—would indicate a need 
for further, more precise measurements. 

(B) Sensitivity . In the general case 
(Method A) particles os small as 2 pm 
and as large as 200 pm must be 
measurable. The method requires that 
sufficient numbers of radius intervals be 
used to resolve the radius distribution 
curve. In the case of fibers (Method B), 
diameters as small as 0.2 pm and as 
large as 100 pm and lengths as small as 
5 pm and as large as 300 pm, must be 
measurable. 

(C) Specificity . See paragraph (b)(1) of 
this section. 

(D) Possibility of standardisation. The 
method procedures can be readily 
standardized, if desired, but non- 
uniformity of sampling, preparation and 
prior handling may still cause 
considerable variation in results in 
Method B. 

(E) Possibility of automation. 
Automation or semi-automation of these 
procedures if possible. Full automation 
of fiber 1 and d measurements and 
analysis is also possible. 

(2) Description of the test 
procedures-^ 1) Preparations — (A) 
Method A. The small quantities used as 
samples must be representative of 
product batches comprising many 
kilograms: therefore, sampling and 
sample handling require great care. For 
example, small particles often form 
agglomerates; therefore, sample pre¬ 
treatment (e g., the addition of 
dispersing agents, agitation, or low-level 
ultrasonic treatment) may be required 
before the primary particle size can be 
determined. However, great care must 
be taken to avoid changing the particle 
size distribution. In the case of highly 
stable aggregates, a strict distinction 
between primary particles and 
agglomerates is not always useful. Some 
representative sample preparation 
methods will be found in the standard 
procedures listed in Principle of the test 
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methods (Method A) under paragraph 
(t>Hl)(iv) of this section. 

(D) Method B. Two simple sample 
preparation procedures (B-l, B-2) for 
scanning electron microscopy can be 
suggested. 

(/) Samplepreparation B-L Suspend 
a given amount of sample in 10-100 ml 
of filtered distilled or deionized water 
(the suspension should be relatively 
light, not a slurry). Distribution of the 
particles in suspension may be aided liy 
use of a surfactant, such as small 
amounts (-1 paii/100) of absolute ethyl 
alcohol or a non-tonic detergent. 
Suspension of the powder is achieved 
by gentle hand agitation, vortex mixing 
or magnetic stirring. Filter the 
suspension directly onto a 47 mm 
diameter Nuclepore* filler overlaying a 
47 mm diameter Millipore* membrane 
filter housed in a 47 ram diameter 
Millipore* filter holder (HydrosoL 
stainless) using gentle vacuum. Ensure 
that the powder has not precipitated out 
of suspension. Depending on the size of 
particles of interest various pore-sized 
fillers may be used. The concentration 
of suspended particles determines the 
amount filtered. A less concentrated 
suspension will give a more even 
distribution of particles on the filler 
surface under paragraph (d)(2) of this 
section. Remove the Nuclepore filler 
from the filter housing, being careful not 
to disturb the particles on the surface. 
Place the filter-^particle-coated face 
upward—into a glass or plastic Petri 
dish containing Whatmann No. 1 filter 
paper cover Petri dish and store in a dry 


box or tinder vacuum. When completely 
dried, the filter is cut into pieces of 
appropriate size and mounted, filter face 
up, onto copper tape which has been 
previously mounted onto an SF.M 
specimen holder (using double face 
tape). To ensure stickiness of the tape, 
preheat using infrared or similar heat 
source for 5 to 15 minutes. Trim the edge 
of the filter to fit the SEM specimen 
holder. 

[2) Semple preparation B-2. An 
alternate sample preparation method is 
the direct transfer of the dry powder 
onto copper tape (adhesive electrical 
tape) which has been mounted onto a 
scanning electron microscope (SEM) * 
specimen holder. The powder may also 
be sprayed onto the copper tape surface 
by using an atomizer or pipette equipped 
with a large rubber bulb. 

(ii) Test conditions and apparatus — 
(A) Method A Ambient conditions. 
Measuring apparatus for all methods are 
readily available. Pipettes and 
sedimentation balances are used for the 
sedimentation methodj. 

(B) MethodB. (7) Contamination by 
air-bomc fibers can be a problem. A 
hood or "clean room" should lie used if 
available. 

(2) A small electron microscope and 
support equipment are required. 

(ill) Performance of the tests. (A) 
methods: (7) Method A. To be selected 
from standard procedures listed above 
(Principle of the test methods). 

(2) Method B . Both preparation 
methods {B-l and B-2) provide a 
particulate sample on filter paper or 


copper tape mounted on an SEM 
specimen holder. This can then be 
examined in the SEM. or first coated 
with metal film using a sputtering device 
or vacuum evaporator. Representative 
fields within the sample surface are 
photographed at various magnifications 
to yield a representative sample of the 
population of interest. (IT desired, energy 
dispersive x ray analysis (EDXA) or 
representative particles—to check 
sample contamination—could be 
performed at this time ) 

(B) Particle size distribution can be 
determined by measuring the screen 
directly or from measurements on 
photographs. If the SEM is equipped 
with an image analysis system, 
population statistics can be determined 
directly. Such measurements can be 
automated or semi-automated when 
desired (3). if the image indicates the 
sample is too concentrated, repeat again 
with a more dilute solution. 

tiv) Analysis Measuring the physical 
parameters by different methods can 
result in somewhat different particle 
size distributions; therefore, the 
measuring techniques used should 
always be reported. Representative 
analysis methods arc discussed in 
reference under paragraph (d)(1) through 
(6) of this section, and the following 
' Summary of the Usual Methods for the 
Determination of Particle Size and the 
Important Granular Size Classes," 
(adapted from G. Miillcr, Methoden dvr 
Scdimentuntcrsuchungen , 1**64. p. 303. 
Stuttgart, revised with appropriate 
supplements): 


i 


« 
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(c) Data and reporting— (1) Data, (i) 
Method A: Data should be obtained for 3 
size ranges: >200 pm, <2 pm and the 
region 2 to 200 pm. Only in the latter 
range should the distribution curve be 
prepared. It should have sufficient pm 
increments to resolve the curve 


(subpopulations). A histogram 
presentation is required plus a 
statement on the weight percent of 
material >200 pm and <2 pm. 

(ii) Method B: Full length (1) and 
diameter (d) data are needed on fibers 
of dimensions d>0.1 pm and 1>5 pm. 
Two histogram distributions, based on 


examination of at least 50 fibers each, 
should be prepared. For diameters, the 
ranges should bo 0.1-05. 0.5-1.0.1-2. 2- 
3. 3-5 pm and over 5 pm. For lengths 
they should be 0-5. 5-10. 10-15.15-20. 
(etc) pm. This is illustrated In Figures 1 
and 2. above. 

(2] Test report . (i) Method A: The 
following information should be 
presented: 

(A) Expected percent change of 
reported values in the fiiture (e g., 
variations between production batches). 

(B) Sample preparation methods used. 

(C) Analysis methods used. 

(D) Approximate information on 
particle shape (e g.. spherical, platelike, 
needle shaped). 

|E) Lot number, sample number. 

(F) Suspending medium, temperature, 
pj I. 

(G) Concentration. 

(H) Stake’s (effective hydrodynamic) 
radius R* distribution for 2<R* 200 pm. 

(I) Mean value and approximate 
“area" (percent) of any resolvable peaks 
in R % distribution. 

(|) Percent of particles with R, Z pm. 

|K) Percent of particles with R* 200 

pm. 

(ii) Method B: The following 
information should be presented; 

(A) Sample description, method 
description. 

(B) Number of particles per field. 

(C) Total number of fillers measured. 

(D) 1. d distributions (histograms). 

(E) Mean value and approximate 
H aroa M (percent) of any resolvable peaks 
in the R 4 distribution. 

(d) Literature references. For 
additional background information on 
this test guideline the following 
references should be consulted: 

(1) Allen, T.. Particle Size 
Measurement (Chapman and Hall: 
London. 1975). 

(2) Irani. R.R.. and Callis. C.F., Panicle 
Size Measurement . Interpretation and 
Application. 

(3) Orr. S.. and Dallavalte. J.M.. Fine 
Particle Measurement . 

(4) Certification Report on Particles of 
Defined Particle Size. (Community 
Bureau of Reference: Brussels. 1079). 

(5) McGrath. P.P.. and Ewell. J.B.. 
“Application of Electron Microscopy to 
Problem of Particulate Contaminants in 
Food, Drugs and Biological *Scanning 
Electron Microscopy. Part HI (1976). 

(6) Symposium on Electron 
Microscopy of Microfibers, ed. Asher 
I.M.i and McGrath. P.P.. Proceedings of 
the First FDA Office of Science Summer 
Symposium, (August 23-25.1976). 

3. Subpart C is amended by adding 
55 796.3180, 796.3200. 796.3220, 791U240, 
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790.3200. 790.3300.790.3340. 796.3380. 
796.3400 and 796.3480 to rend as follows: 

$ 796.3160 Ready biodeqrada&lity 
Modified Af NOR test 

(a) Introductory information —(1) 
Prerequisites, (i) The test material must 
be at least soluble at the concentration 
to be tested. 40 mg dissolved organic 
carbon/litcr (DOC/l). 

(ii) The organic carbon content of the 
test material must be established 

(2) Guidance information. (I) 
Information on the relative proportions 
of the major components of the test 
material will be useful in interpreting 
the results obtained, particularly in 
those cases where the result lie* dose to 
the “pass leveL” 

(ii) Information on the toxicity of the 
chemical may be useful in the 
interpretation of low results and in the 
selection of appropriate test 
concentrations. 

(3) Interpretation of results. Because 
of the stringency of this lest a result of 
less than 70 percent loss of DOC (within 
28 days) does not necessarily mean that 
the test compound is not biodegradable 
under environmental conditions, but 
indicates that more work will be 
necessary to establish biodegradability. 

(4) Qualifying statements. (i) The 
method is only applicable to those 
organic test materials which, at the 
concentration used in the test: 

(A) Are soluble in water. 

(B) Have negligible vapour pressure. 

(C) Are not inhibitory to bacteria. 

(DJ Do not significantly adsorb on 

glass surfaces. 

(ii) This test has been found suitable 
by the OECD Expert Croup 
Degradation/Accumulation for 
determining the ready biodegradability 
of organic chemicals under aerobic 
conditions. It has been tested in the 
OECD Laboratory Intercomparison Test 
Program (1976-1980). 

(5) Recommendations. (i) Test 
Chemical* giving a result of greater than 
70 per cent loss of DOC (within 28 days) 
should be regarded as readily 
biodegradable. This level must be 
reached within 10 days of 
biodegradation exceeding 10 percent. 

(ii) If the limits of sensitivity of 
organic carbon analyzers are improved, 
the use of low'er test concentrations may 
be an advantage, particularly for toxic 
compounds. 

(6 j Standard documents. This test is 
based on “Norme Experimental 
AFNOR T 90-302.** 

(b) Method —(1) Introduction, purpose, 
scope, relevance . application and limits 
of test (iMA) The method described in 
this test guideline allows the evaluation 
in aqueous medium of so-called “total** 


biodegrodability under experimental 
conditions which are easy to establish. 
These conventional conditions do not 
necessarily correspond in all cases to 
the optimal conditions which would 
result in the maximal value of 
biodegradability. 

(B) The method is applicable to those 
organic products, alcme or in mixtures* 
which are: 

(/) Soluble in water at the 
concentration used under the conditions 
of the test. 

(2) Non-volatile or at least have a 
negligible vapour pressure under the 
conditions of the lest. 

(J) At the concentration foreseen in 
the test, not inhibitory with respect to 
the bacteria responsible for the 
biodegradation. 

(ii) Reference substances. (A) In some 
cases when investigating a new 
substance reference substances may be 
useful; however, specific reference 
substances cannot yet be recommended 
Aniline, sodium acetate or sodium 
benzoate may be used for this purpose; 
they must exhibit DOC removal of >70 
percent within 28 days, otherwise the 
test is regarded as invalid and should be 
repeated using an inoculum from a 
different source. 

(B) In this specific test glucose is used 
especially for the inhibition test and 
may be used also to check the activity of 
the inoculum. 

(iii) Principle of the test method. The 
biodegradation of organic products 
dissolved in water by chemico- 
organotrophic micro-orgunisms using the 
products as the sole source of carbon 
and energy is observed. These products 
arc studied at a concentration such that 
the initial content of organic carbon is 
40 mg/L The organic carbon remaining 
in solution after 3,7, 14. 28 (and 42) days 
is measured and the corresponding level 
of biodegradation calculated. Tbr 
biodegradability is evaluated on the 
basis of this level. 

(iv) Quality criteria. This is an 
evaluation method and not a method for 
the determination of biodegradability. 

(A) Reproducibility. To date no OECD 
ring test has been performed especially 
for reproducibility, but some general 
ring tests have been made with the 
CEFIC and with AFNOR. which have 
some relevance. 

(B) Sensitivity. This method is 
sensitive to an order of magnitude of 
±10 percent 

(C) Specificity. This Test Guideline is 
applicable to organic products soluble in 
the test medium at a concentration 
equal at least to one containing 40 mg/1 
as carbon. 


(D) Possibility of standardization. 

This method may be standardized in the 
course of work by ISO. 

(El Possibility 9 of automation. 
Automation seems possible. 

(2) Description of the lest procedure — 
(i) Pn'panation 5 —[A) Site. The 
incubation must be carried out in the 
absence of any intense lighting, in an 
incubator maintained at 2S±1 *C and 
free from toxic vapors. 

(B) Reagents. [1] The chemical 
products used must be of recognized 
analytical purity. 

[2] Distilled water must not contain 
more than 2 mg/I of organic carbon. In 
any case the organic carbon content of 
the distilled w'ater must not exceed 10 
percent of the organic cartoon level 
introduced by the test substance. 

(.7) Test medium: (i) Prepare the test 
medium as indicated using sterile 
materia^ For one litre of solution, 
dissolve the following in distilled water: 

Ammonium sulphate (NfLhSO*. 0.300 g 

Ammonium nitrate Nfl<NOa ~_.. 0150 g 

MonopoUssiucn phnsphate 0 300 g. 

KMrPO*. 

Disodium pHotphaie 2-000 p 

Na*HPO«'12H?0. 

Magnesium sulphate M#SO, 71LO- 0.050#. 

Calcium chloride CdCli-ZH-O...._ 0.030 p 

Yeast extract......._____..... 0005 g. 

The pH fa 7.S±0.1. 


Iii) Add 1 ml of trace clement solution 
of the following composition: 

Ferrous sulphate FeSO.* 7H,0.. 0.100 g. 

Manganese sulphate MnSO,- HtO., 0.100 g. 

Potassium molybdate K*MoQ« __0X125 g 

Sodium tetraborate NnJJ.Or 0.025 g. 
lOHXh 

Cobalt nitrate Co{NO,b* 811*0_0025 g. 

Copper chloride CuClr 211*0_ 0.025 g 

2tnc chloride ZnCh_...—_ 0.025 g. 

Ammonium metavanadate 0.010 g. 

Nil, VO* 

Distilled water ... 100 ml 


(*0 The trace element solution can be 
kept for one month at a temperature 
between 4-1 and 4 4 *C. 

(5) Make up to the volume stated (1 
liter) and mix. The medium must be used 
within 12 hours. 

(C) Apparatus. Usual laboratory 
items, and 

(/) Apparatus for the assay of organic 
carbon. 

[2] Spectrophotometer. 

(J) Centrifuge. 4000 ms 1 

(4) Shaker allowing adequate aeration 
and shaking. 

(5) Apparatus far the assay of 
dissolved oxygen. 

(ti) pH meter. 
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(7) 500 ml wideneck conical flasks, 
sterile. 

(0) Apparatus for sterile filtration. 

The glassware must be thoroughly cleaned 
and in particular free from all traces of 
organic or toxic matter. 

(ii) Procedure —(A) Preparation of the 
test solutions . (/) Prepare the following 
solutions: 

(/) Solution of tested product in the 
test medium in such a way as to obtain 
a concentration of 40 mg/1 of organic 
carbon. 

(ii) Solution of glucose in the test 
medium in such a way as to obtain a 
concentration of 40 mg/1 of organic 
carbon. 

(///} Solution containing in the test 
medium the concentrations of product 
and glucose used for the preparation of 
solutions. 

f/v) An adequate volume of teat 
medium should be available. 

[2] Mix the four solutions individually 
and sterilize by filtration through a 
membrane filter of 0.22 pm porosity. 

(B) Preparation of the inoculum. (/) 
Take an adequate volume of a mixture 
of three samples from polluted surface 
water (effluent from town sewage 
works) free from major specific 
pollutants. The bacterial count for each 
sample must be at least 10* bacteria/ml. 

(2) The samples must be used for the 
inoculation within a period of 12 hours, 
including transportation, and must not 
remain for more than 6 hours without 
aeration. 

(3) Filter through paper to eliminate 
the larger insoluble particles, collect the 
filtrate and pass through a membrane 
filter of pore size 0.22 pm. Wash with 
any isotonic solution. Take up the 
bacteria deposited on the membrane 
filter in a small volume of solution or 
with any other isotonic solution. Mix 
well. Measure the absorbance at 620 nm 
and from this deduce the concentration 
of bacteria in relation to a standard 
curve obtained previously by means of 
solid medium counts of Pseudomonos 
fluoirsrens strain ATCC15453. Add the 
volume of solution required to adjust the 
concentration of bacteria to 5±3xlO T / 
ml. Use the inoculum within the next 
hour. 

(C) Actual test performance. (1) All 
the necessary manipulations must be 
carried out by sterile methods. Divide 
solutions into the test flasks (previously 
sterilized) according to the following 
scheme: 

Flask No. 1 (test) ........ 150 ml solution 1. 

Flask No. 2 (test).-....... 150 ml solution 1. 

Kiosk No. 3 (test) ..... 150 ml solution 1. 

Flask No. 4 (sterile 150 ml solution 1 . 

control). 


Flask No. 5 (glucose 150 ml solution 2. 
control). 

Flask No. 6 (control of 150 ml solution 3. 
inhibitory action). 

Flask No. 7 (inoculum 150 ml solution 4. 
control). 


(J?) Seed flasks 1. 2, 3, 5, 6 and 7 with 
1.5 ml of inoculum and mix well by 
manual shaking. 

(J) Take an aliquot of 3-5 ml from 
each flask. Centrifuge the aliquots at 
4000 ms'* for 15 minutes, keeping the 
temperature below 28 *C. In certain 
cases, and especially in presence of 
relatively low specific gravity insoluble 
fractions, it may be necessary to 
centrifuge for a longer time or with a 
higher acceleration. Collect the 
supernatants for assays of organic 
carbon at time 0. 

(*/) Place the flasks on the shaker and 
leave them there throughout the test 
period; the shaking must be such that 
the validity clause is fulfilled. 

(5) In the same way as for the assay of 
organic carbon at time 0, carry out this 
assay on flasks 1. 2, 3. 5. 6 and 7 after 3. 
7,14. 28 (and 42) days of incubation. 
However, if the reduction in carbon 
content reaches 95 percent of the initial 
content in flasks 1,2 and 3. consider the 
test as ended. 


% elimination of carbon at time t 3 


where 

C» — the mean level of organic carbon at time 
0 in flasks 1, 2 and 3 (or the orgunic 
carbon content at time 0 in one of the 
flasks 4. 5 or 0). 

Co* -the organic carbon level in flask 7 at 
time a 

C, = the mean level of organic carbon at time 
t in flasks 1. 2 and 3 (or the organic 
carbon level at time t in one of the flasks 
4. 5 or 8). 

Cy=lhe organic carbon level in flask 7 at 
time t. 

(B) The level of biodegradation is the 
percentage elimination of the organic 
carbon. 

(C) Set up a table of biodegradation 
levels as a function of time. Draw the 
curve of the change in biodegradation 
level as a function of time when a large 
enough number of significant points is 
available. 

(ii) Note: The comparison of the 
percentage eliminations of carbon in 
flasks 1. 2 and 3. on the one hand, and in 
flask 4. on the other hand, allows the 
causes of the degradation observed to 
be differentiated: the physical-chemical 


(6) The test can be finished before the 
28th day in the case where a plateau is 
observed before the 28th day. In the 
case where a degradation has obviously 
started on day 28 but has not reached a 
plateau on day 28. it is considered good 
practice to extend the experiment for 1 
of 2 weeks longer. 

(7) At the end of the test carry out an 
assay of orgunic carbon in flask 4 in the 
same manner as at time 0. 

(8) If the assays of organic carbon 
contents have to be deferred, keep the 
supernatant at 4 *C in the dark in 
hermetically sealed glass flasks: the 
maximum acceptable duration of 
preservation is 24 hours. If the analysis 
cannot be carried out within 24 hours, 
then freeze at a temperature below -18 

•c. 

(0) To compensate for loss of water 
due to evaporation, before each 
sampling verify the volume of medium in 
the flask and. if necessary. fill up with 
distilled water sterilized by filtration 
through a membrane of 0.22 pm pore 
size to restore the volume measured 
after the previous sampling. 

(c) Data and reporting —(1) Treatment 
of the results, (i) Calculation: 

(A) Determine the percentage 
elimination of soluble organic carbon for 
each sampling, using the following 
formula: 

(C*-C*J(Ct - CJ 

—-- X100 

(C,-CJ 


mechanisms in flask 4 and the physical- 
chemical plus biological mechanisms in 
flasks 1. 2 and 3. 

(2) Validity of the results. If one of the 
following conditions (i) to (iii) is not 
fulfilled, begin the test anew. In the case 
of condition (i), the level of shaking must 
be increased in the new test. 

(i) The concentration of dissolved 
oxygen on day 3 in flask 5 must be at 
least 5 mg/I. 

(ii) The level of glucose degradation in 
flask 5 must be at least 80 percent by 
day 7. 

(iii) At the end of the teat, flask 4 must 
still be sterile. Check this by seeding 
into a tube of liquid culture medium 
(Dehydrated yeast extract. 3 g; 
Pancreatic caseine peptone. 8 g; Water, 
1000 ml—Dissolve the components or 
the dehydrated complete medium in 
boiling water. If necessary, adjust the 
pH in such a way that after sterilisation 
it is 7.2±0.2 at 20 *C) and incubating at 
25 *C for 5 days. The level of glucose 
biodegradation in flask 8 mont, by day 7, 
be at least 75 percent of that observed in 
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flask 5. If this limit is not reached, 
consider that the product subjected to 
the test presents an inhibitory effect 
towards the bacteria present and that 
the method is not applicable to it at the 
concentration laid down by this 
standard. 

(3) Interpretation of results. See 
paragraph (a) of this section. 

(4) Test report. (i) Mention the 
following points in particular 

(A) Motivation for any rejection of the 
test. 

(B) Extent of the disappearance of the 
product in flask 4 at the end of the lest. 

(C) Any inhibition phenomena 
observed. 

(ii) Biodegradability: Express the 
biodegradability as the highest level of 
biodegradation noted during the period 
of 28 days. The course of the 
degradation should be displayed 
graphically in a diagram. 

§ 796.3200 Ready biodegradability: Closed 
bottle test 

(a) Introductory information —(1J 
Prerequisites . The empirical formula of 
the test material is required so that the 
theoretical oxygen demand (TOD) may 
be calculated. If this is unknown, the 
chemical oxygen demand (COD) of the 
test material may serv e as the reference 
point (0). 

(2) Guidance information . (i) 
Information on the relative proportions 
of the major components of the test 
material will be useful in interpreting 
the results obtained, particularly in 
those cases where the result lies close to 
the “pass level.'* 

(ii) Information on the toxicity of the 
chemical may be useful in the 
interpretation of low results and in the 
selection of appropriate test 
concentrations. 

(3) Interpretation of results. Because 
of the stringency of this test, a measured 
BOD (biochemical oxygen demand) 
which is less than 60 percent of TOD 
(within 28 days) does not necessarily 
mean that the test compound is not 
biodegradable under environmental 
conditions, but indicates that more work 
will be necessary to establish 
biodegradability. The possibility that 
nitrogen-containing compounds may 
affect the results should be considered. 

(4) Qualifying statements, (i) The 
method is only applicable to those 
organic test materials which, at the 
concentration used in the test, are not 
inhibitory to bacteria. 

(ii) This test has been found suitable 
by ihe OECD Expert Croup 


Degradation/Accumulation for 
determining the ready biodegradability 
of organic chemicals under aerobic 
conditions. It has been tested in the 
OECD Laboratory Intercomparison Test 
Program (1978-1980). 

(5) Recommendations. (i) Test 
chemicals giving a measured BOD which 
is greater than 60 percent of the TOD 
(within 28 days) should be regarded as 
readily biodegradable. This level must 
be reached within 10 days of 
biodegradation exceeding 10 percent. 

(ii) If the test material is not soluble at 
the test concentration, special measures, 
such as the use of ultrasound dispersion, 
mav have to be employed to achieve a 
good dispersion of test material. 

(6) Standard documents. This test 
guideline is based on n paper found 
under paragraph (d)(8) of this section. 


(b) Method —(1) Introduction . purptfse. 
scope . relevance, application and limits 
of test (i) The purpose of the method is 
the measurement of the biodegradability 
of organic compounds in an aerobic, 
aqueous medium at a test concentration 
of 2 (standard concentration) to 10 mg/1 
of active material. Most data elaborated 
with this test pertain to water-soluble 
compounds: however, volatile 
compounds and those of low water 
solubility may also be tested, at least in 
principle. 

(ii) Definitions and units. The 
degradation is stated as the biochemical 
oxygen demand (BOD) within 28 days as 
a percentage of either the theoretical 
oxygen demand (TOD) or the chemical 
oxygen demand (COD). 

For example: 


Percent biodegra liability; 


or 


Percent biodogradabUity ■ 


where 

TOO m theoretical oxygen demand 

(calculation, see Data and reporting, 
below) 

COD=chemical oxygen demand determined 
experimentally. 

(iii) Reference substances. In some 
cases when investigating a new 
substance, reference substances may be 
useful; however, specific reference 
substances cannot yet be recommended. 
In order to check the activity of the 
inoculum, the use of control substances 
is desirable. Aniline, sodium acetate, 
sodium benzoate, sodium n- 
dodecylsulfate and the sodium salt of 
linear alkylbcnzenesulfonic acid (8.9) 
may be used for this purpose. They must 
exhibit a BOD which is >60 percent of 
their TOD within 28 days, otherwise the 
test is regarded as invalid and should be 
repeated using an inoculum from a 
different source. 

(iv) Principle of the test method. A 
predetermined amount of the compound 
is dissolved in an inorganic medium 
(mineral nutrient solution), providing a 
usual concentration of 2 mg active 
substance per liter (AS/I). The solution 
is inoculated with u small number of 
micro-organisms from a mixed 
population and kept in closed bottles in 
the dark in a constant temperature bath 


mg G*/mg active substance 


mg O ; /mg active substance 


at 20±1 *C. The degradation is followed 
by oxygen analyses over a 28-day 
period. A control with inoculum, but 
without test material, is run parallel for 
the determination of oxygen blanks. 

(v) Quality criteria —(A) 
Reproducibility. The reproducibility of 
the method is appropriate for a 
screening test for "ready 
biodegradability," which has solely an 
acceptance function, but is not sufficient 
for a final decision regarding 
biodcgradlbility. 

(B) Sensitivity. A starting 
concentration of 2 mg AS/1 usually 
allows the determination of 95 percent 
degradation. Compounds with a low 
TOD may require higher starting 
concentrations. 

(C) Specificity. The test is applicable 
for the biodegradability evaluation of 
organic compounds. Most experience 
has been gathered with water soluble 
compounds: however, the test lends 
itself, at least in principle, to the 
biodegradability evaluation of volatile 
and insoluble compounds. 

(D) Possibility of standardization. The 
test is suited for standardization. 

(E) Possibility of automation. 

Although the whole test cannot be 
automated, parts of it. e.g., the analysis, 
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may. The procedure is well suited, 
however, for being operated with whole 
series of test materials. 

(2) Description of the test procedure — 
(i) Preparations —(A) Reagents—(!) 
Distilled or ion exchange water . 
Containing not more that 0 .Q 1 mg Cu/1. 
air saturated Volume according to the 
need of the day. e g., 501. at room 
temperature, as dose as possible to 20 
*C. aerated strongly for 20 minutes with 
compressed air. Generally, the water is 
ready for use after standing for 20 hours 
at 20 *C. Oxygen is determined for 
control purposes. The concentration at 
20 *C should be about 9 mg Oj/1. All 
transfer and Oiling operations of the air 
saturated water must be conducted 
bubble-free by siphon. 

(2) Standard dilution water for BOD 
determinations according to H$ of DEV 
(see paragraph (d)( 1 ) of this section). 

(/) Solution 1 : 8.5g of KH-PO. 21.75g of 
KdlPOi. 33.3gof Na-HPO 4 * 2 H* 0 . and 
1.7g of NH 4 CI are dissolved in 500 ml of 
distilled water. The solution is made up 
to 1 1. The pH ought to be 7.2. 

(//) Solution 2 : 22.5 g of MgSCh-7 H*0/ 

1 . 

(///) Solution 3: 27.5 g of CoCls/l. 

(/V) Solution 4: 0.25 g of FeCU -6 HiO/1. 
1 ml each of solutions 1 to 4 are added 
to 1 litre of aerated distilled water. 

(B) Materials. (/) Calibrated 250-300 
ml BOD bottles with gluss stoppers 
(Uncalibrated narrow nock 250 ml 
bottles with glass stoppers whose 
volumes have been determined may be 
used instead w ithout causing any 
appreciable error.) All glassware is 
cleaned according to the 1 (23 procedure 
under paragraph (d)( 2 ) of this section. 

( 2 ) Several 2 . 3 and 5-1 bottles with 
self-made litre marks for the preparation 
of the experiments and for the filling of 
the BOD bottles. 

( 3 ) Pipettes of 1 to 10 ml volume. 

( 4 ) Funnels and coarse filter paper. 

( 5 ) Baby bottles for the preparation 
and shaking of the inoculum. 

( 0 ) Water bath for keeping the bottles 
at constant temperature under the 
exclusion of light. 

(C] Inoculation. The following inocula 
may be used: 

( 7 ) An aqueous suspension of 
unfertilized garden soil. lOOg of 
unfertilized garden soil (soil from a 
greenhouse which is at constant 
temperature throughout the year is 
especially advantageous) are dispersed 
in chlorine-free tap water (1 liter). After 
30 minutes the suspension is filtered 
through a coarse filter and the first 200 
ml of the filtrate are discarded. The 
main part of the filtrate serves for the 
inoculation (1 drop from a pointed 
pipette per liter of final volume, see 


Procedure, below). The inoculum is 
prepared immediately before the 
experiment. It must be aerated if it is to 
be kept for several hours. The number of 
bacteria may be determined according 
to the pour plate method or with nutrient 
pad sets. There should be no more than 
10* to 10* bacteria per milliliter of final 
volume. 

(2) Effluent from an activated sludge 
plant or trickling filter. Inoculation 
should preferably be made using a 
secondary efTluent of good quality 
collected from a treatment plant dealing 
with predominantly domestic sewage. 
The effluent must be kept under aerobic 
conditions in the period between 
sampling and application. To prepare 
the inoculum the sample is filtered 
through a coarse filler, the first 200 ml 


If chemical analyses are performed 
simultaneously a sufficient number of 
bottles—including the controls for the 
inoculum and the blank—have to be 
prepared [c.g.. 7 or 15 parallel bottles 
are prepared for one test material for the 
0. 5.15 and 28-day tests after a sufficient 
volume of w'ater has been prepared in 
large bottles (see Reagents above)). 

(2) These large bottles are first filled 
to about one third of their volume with 
distilled water by hose. Then the 
individual salt stock solutions are 
pipetted into these bottles according to 
the final volume, and the respective test 
or control materials are added in such 
amounts that final concentrations of 2 


being discarded. The rest of the filtrate 
is kept aerobic until used. The inoculum 
must be used on the day of collection. 

(J) Effluent from a strongly aerated 
laboratory activated sludge plant. The 
inoculum is prepared as described in 
previous section. 

(4) Composite inoculum. Equal 
volumes of the three inoculum samples 
are combined, mixed well and the final 
inoculum drawn from this mixture. The 
suitubility of the inoculum is checked by 
means of a control substance. 

(it) Procedure. (A) (/) Direct 
comparisons are always necessary in 
biological experiments. Therefore 
groups of parallel bottles arc prepared 
for the determination of the BOD of the 
test and control substances in 
simultaneous experimental series, see 
the following Figure 1: 


and sometimes 5 or 10 mg/I (higher 
concentrations only in case of poorly 
degradable compounds and those w ith a 
low TOD) are attained (sec Genera! 
considerations below). Subsequently the 
experimental solution is inoculated with 
1 drop (from a pointed pipette) per liter 
of final volume, and the blank is 
inoculated similarly. Finally, the 
solutions are made up to volume with a 
hose which leaches down to the bottom 
of the flask, which achieves adequate 
mixing. 

(3) Subsequently each prepared 
solution is filled immediately into the 
respective group of bottles by hose from 
the lower quarter (not from the bottom!) 


Figure 1—Scheme for the bottle arrangement for the closed bottle test 
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of the bottle. Furthermore, the zero 
controls are analyzed or preserved for 
the later analyses (for the O*- 
determination by precipitation with 
MnCIt and NaOH; for the surfactant 
determination by preservation with 50 
mg/1 of HgCb). The remaining parallels 
are placed in a water bath at 20 *C. kept 
in the dark, and removed after 5.15 and 
28 days, respectively, from the bath, and 
analyzed. The result is recorded as 
percentage biodegradability and should 
be visualised as a diagram. 

(4) The test can be finished before the 
28th day in the case where a plateau is 
observed before the 28th day. In the 
case where a degradation has obviously 
started on day 28 but has not reached a 
plateau on day 28. it is considered good 
practice to extend the experiment for 
one or two weeks longer. 

(B) General considerations. (7) Each 
series is accompanied by complete 
parallel series for the determination of 
the blank, and the oxygen depletion 
without inoculation. 

[2] The oxygen depletion without 
inoculation should not exceed 0.2 to 0 3 
mg Oj/1 after 5 days and 0.4 mg O a /l 
after 28 days, respectively, the blank 
with inoculation should not exceed 0.4 
to 0.5 mg Oj/l after 5 days and 0.5 to 0.6 
mg Oa/l after 15 to 28 days. Typical 
values for the reference substances can 
be found in the literature references 
under paragraph (d)( 8 ) and ( 9 ) of this 
section. 

(5) Degradability is calculated by (#) 
subtracting the oxygen depletion result 
of the blank from that of the test 
substance and (;V) dividing this number 
by the concentration (W/V) of the test 
material. This calculation gives the 
oxygen depletion in mgCfe/mg of active 
material: this value is transformed to the 
,4<5 b biodegradabiiity'* according to Data 
and reporting under paragraph (c) of this 
section for the day under consideration. 

(4) If the structure or elemental 
composition of the test material is 
unknowm. or it is o mixture of unknown 
organic compounds, the chemical 
oxygen demand (COD) may serve as a 
reference instead of the TOD. 

(5) The concentration of about 9 mg of 
dissolved oxygen per liter of dilution 
water at 20 *C limits the possible 
starting concentration of the test 
material to about 2 mg /1 in order to 
guarantee that an oxygen concentration 
of 4-5 mg/1 remains after the oxidation 
of the test substrate. Substances which 
are only partially degraded or those 


which have a low TOD are 
advantageously tested in parallel 
experiments at 5 or even 10 mg/1 
starting concentrations. 

(C) Inhibition test (7) Organic and 
inorganic materials may easily and 
simply be tested for inhibitory effects in 
the closed bottle test: 

(/) Series 1: 2 mg/1 of a well-degraded 
compound (e.g., fatty alcohol 4 -10 moles 
ethylene oxide). 

( 11 ) Series 2: X mg/1 of test material 
(X is usually 2). 

(///) Series 3: 2 mg/1 of the control 
compound plus x mg/1 of test material. 

[2] If the BOD values of series 3 
correspond to the sum of those of series 
1 and 2. the test material does not 
display inhibitory effects. This control 
experiment 2s always necessary if a 
negative or poor degradability result 
seems illogical in view of the structure 


of the test material. I.e., if there are 
indications that it may be caused by 
inhibition. 

(iii) Analytical means. (A) Oxygen 
determination according to Winkler 
under paragraph (d)(3) of this section or 
electrometrically. if suitability is 
assured. 

(B) In case of anionic surfactants: 
MBAS determination according to H23 
of DEV under paragraph (d)( 2 ) of this 
section. 

(C) In case of nonionic surfactants: 
BiAS(bismuth active substance)* 
determination according to Wickbold 
under paragraph (d)(4) of this section. 

(c) Data and reporting—(\) Treatment 
of results— (i) Calculation of the 
theoretical oxygen demand (TOD). (A) 
The TOD of the compound 
C e H h Cl <r N il i\a ful 0 o P ( ,S 1 of the molecular 
weight is calculated according to: 

- 3n) + 3s ♦ * p ♦ * na - o) 
mol. wt 


(B) This calculation implies that C is mineralised to CO 2 . H to IbO. P to P,Ch and 
Na to NaaO. Halogen is eliminated as hydrogen halide and nitrogen as ammonia. 

Example: Glucose C*Hi 2 Ofc. mol. wt.^180 

16 (2 • 6 ♦ ? • 12 - a) 

TOD --^-* 1.07 mg Oj'ing active substance 

(C) Molecular weights of salts other than those of the alkali metals are calculated 
on ihe assumption that the salts have been hydrolyzed. 

(D) Sulfur is schematically oxidized to the state of -f 6. Example: Alkyl- 
benzenesulfonate. LAS.Ci»Hs*SO»Na. mol. wt.=348 


!6(36+f +3 +! - 3 ) 

-—-*-- 2.34 mg O/mg active substance 

348 

(E) In the case of nitrogen-containing compounds the nitrogen may be eliminated 
as ammonia, nitrite, or nitrate corresponding to different theoretical oxygen 
demands: 


TOD, 


'Ml, 


10 [2c » j|h - cl) + 3»+?n+?p+jna-ol 


mol. wt. 


TOD 


* 0 , 


10 |i!c + * (h - cl) + 3 s + ? n | p » ! na - p) 


mot. wt. 


(F) Suppose full nitrate formation would have been observed by analysis in case of 
a secondary amine: 

(Ci*li 3 »b Nit mol. wt.* 353 
10(48 4 s ! +?) 

TOD M)| =-—- - 3.44 mg 0> mg active substance 


. (ii) Calculation of results . For the 
calculation of the percentage 
biodegradabiiity after n days the 
determined oxygen depletions art 1 


divided by the concentration (W/V) of 
active substance. 

Then— 
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mgOj/mgAS 

Ps-trant biodejjraitabiJitv = -X100 

TOD 

or 


Percent b>ode^radability 

(2) Test report. The raw data may be 
listed in and evaluated according to the 
following form sheet: 

(3) Interpretation of results . See 
paragraph (a) of this section. 

Sample Form Sheet for the Closed 
Bottle Test 

Dale of ft art of !e*t -..- 

Tost/standard material-~~ - 

Theoretical test concent.-*- mgAS/L 
tion. 

Inoculum.... .... 


mgOj/mgAS 

= -X 100 

mgCOD/mgAS 

Sample Form Sheet for the Closed 
Bottle Test—Continued 

Analysis: (Winkler method or - 

oxygen electrode). 

TOD or COD of te»t material... mgOx/mgAS. 
Temp, of the dilution water K 10c). 
after aeration. 

Oj-conc. of the distilled mgOa/L 
(deionised) water after eer- 
ation and standing before 
start of test 


PART I: 02 Determinations: 



Flaaa Ha 

Ar»»>W« 

mgOt't arftor * 

0 

s 

15 

26 

Miner* no*** icMion wrffiouf and 

oocoium 

Mineral rvtneot MfcJbOn miftcut m n imsm* (M 

mfi mocMMm. 

Mineral rxiewni solution mtn last meienal ord m*i 
nocoturv 

o» 

Ci 

Oy 





Control 





Moan 

C*4Ch 





1 

" Wr * 
e» 

Oh 





2 






Ch + C, 





1 

2 

Oh 





9 

A 





i 

: 

1 

m 4 b" - - - 





2 






PART U: a Depletions tmg BOD/I) 
after x days: 


Percent 

biodegraddbitity (I) = 


mg BOD./l 

- .100 

mg AS/LTOD 


BOD, * (mo - m u )-(mo-my.) 


or 


(This difference is important as a check 
for the validity of the test.) 


Percent 

biodegradability (11) = 


mg DOD,/l 

-.100 

mg AS/I.COD 


mg E#00/» •**•» a (My» 


5 

15 




PART III: Evaluation: 


*nt» • day* 


5 

t5 




(d) Literature references . For 
additional background information on 


this test guideline the following 
references should be consulted: 

(1) “Methode H5.“ Deutsclte 
Einheilsverfahren zur 
Wasseruntersuchung, (Verlag Chemie: 
Weinhcim, 1960). 

(2) "Methode H23/ 4 Deutsche 
Einheilsverfahren zur 
Wosserunlersuchung, (Verlag Chemie: 
Weinheim. I960). 

(3) “Methode G2, 44 Deutsche 
Einheitsverfohren zur 
Wasseruntersuchung. (Verlag Chemie: 
Weinheim. 1960). 

(4) Wick bold, R. Waster. 33: 229. 
(1966), 

(5) Wickbuld. R. Tenside Detergents & 
61 (1971). 

(6) “Oxygen Demand/ 4 Standard 
Methods for the Examination of Water 
and Wasteivater. 12 EtL American 
Public Health Association. American 
Water Works Association Water 
Pollution Control Federation. (1965) p. 
510. 

(7) Fisher. WJC.. Fette, Seifen, 
AnstrichnuUel. 65; 37-32 (1963). 

(8) Fischer. W.K.. Gerike. P. and 
Schmid. R.. Wasson und 
Abwasserforschung 7: 99-118 (1974). 

(9) Gerike, P. and Fischer, W.K.. 
Ecotoxicology & Environmental Safety, 
Vol. 3, No. 2, 1S9-173 (1979). 

§ 796.3220 Ready blodegradabiMy: 
Modified MtTI test (t). 

(a) Introductory information —(1) 
Prerequisites . (1) An analytical method 
must be available for determining the 
concentration of the test materia) in the 
test solution. 

(ii) The empirical formula of the test 
material is required so that the 
theoretical oxygen demand (TOD) may 
be calculated. 

(2) Guidance information, (i) 
Information on the relative proportions 
of the major components of the test 
material will be useful in interpreting 
the results obtained, particularly in 
those cases where the result lies close to 
the ' pass level.' 4 

(ii) Information on the toxicity of the 
chemical may be useful to the 
interpretation of low results and in the 
selection of appropriate test 
concentrations. 

(3) Interpretation of results. Because 
of the stringency of this test a result of 
less than 60 percent of BOD 
(biochemical oxygen demand) (70 
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percent LPC floss of parent compound)) 
(within 28 days) does not necessarily 
mean that the test compound is not 
biodegradable under environmental 
conditions, but indicates that more work 
will be necessary to establish 
biodegradahility. The possibility that 
nitrogen-containing compounds may 
affect the results should be considered. 

(4) Qualifying statements . (i) The 
method is only applicable to those 
organic test materials which, at the 
concentration used in the test: 

(A) I lave negligible vapor pressure. 

(D) Are not inhibitory to bacteria. 

(C) Do not reach and react with the 

COs ndsorbanl. 

(ii) This test has been found suitable 
by the OECD Expert Group 
'Dcgradation/Accumulation" for 
determining the "ready biodegradability 
of organic chemicals under aerobic 
conditions.*' It has been tested in the 
OECD Laboratory Intercpmpnrison Test 
Program (1978-1980). 

(5) Recommendations, (i) Test 
chemicals giving a result of greater than 
80 percent BOD. 70 percent LPC, (within 
28 days) should be regarded os readily 
biodegradable.This level must be 
reached within 10 days of 
biodegradation exceeding 10 percent. 

(ii) If the test material is not soluble ut 
the test concentration, special measures, 
such as the use of ultrasound dispersion, 
may have to be employed to achieve a 
good dispersion of the test material. 

(6) Standard documents. This Test 
guideline was based upon the order 
prescribing the items of test, relating to 
new chemical substances of the 
Chemical Substance Control Law 
(Japanese Law No. 117,1973). Order of 
the (apanese Prime Minister, the 
Minister of Health and Welfare, and the 
Minister of International Trade and 
Industry'. No. 1 (July 13.1974). 

(b) Method —(1) Introduction, purpose, 
scope. relevance . application and limits 
of test . (i)(A) Purpose: Measurement of 
biochemical oxygen demand and the 
analysis of residual chemicals, 
intermediates necessary in the 
evaluation of the biodegradability of 
chemical substances. 

(B) Appropriate chemicals; non¬ 
volatile and water soluble (more than 
100 ppm) organic chemicals. 

(C) Applicable chemicals: slightly 
water soluble chemicals; volatile 
chemicals (modified BOD meter should 
be used) (C*. U/ /C,„>1 

(C = concentration)) 


(D) Non-applicable chemicals: volatile (ii) Definitions and units—(A) 

chemical substances {Cm^ t lC Mtt < 1). Definitions. (1) 

BOD-B 

(i) Percentage degradation =■ - >100% 

TOD 


or 

Sb-Sa 

(ii) Percentage degradation = X 100(\) 

Sb 


[2] BOD: Biochemical oxygen demand 
(experimental) (mg) of the test 
compound measured on the BOD curve. 

(£) B: Oxygen consumption 
(experimental) (mg) of basal culture 
medium to which the inoculum is added 
measured on the BOD curve. 

(4) TOD: Theoretical oxygen demand 
(theoretical) (mg) required when the test 
compound is completely oxidised. 

(5) Sa: Residual amount 
(experimental) (mg) of the test 
compound after completion of the 
biodegradability test. 

(6) Sb: Residual amount 
(experimental) (mg) of the test 
compound in the blank test with water 
to which only the test compound has 
been added. 

(B) IKeserved) 

(hi) Reference substances . In some 
cases when investigating a new 
substance reference substances may be 
useful: however, specific reference 
substances cannot yet be recommended. 
In order to check the activity of the 
inoculum, the use of control substances 
is desirable. Aniline, sodium acetate or 
sodium benzoate may be used for this 
purpose. 

(A) Aniline. If the percentage of 
degradation of aniline calculated from 
the oxygen consumption does not 
exceed 40 percent after 7 days or 85 
percent after 14 days, the test is 
regarded as invalid. 

(B) {Reserved] 

(iv) Principle of the test method. This 
test method is based on the following 
conditions: 

(A) Test chemicals as sole organic 
carbon sources, and 

(B) No adaptation of micro-organisms 
to test chemicals. 

An automated closed system oxygen 
consumption measuring apparatus (BOD 
meter) is used. Chemicals to be tested 
are inoculated with micro-organisms in 
the testing vessels. During the test 
period, biochemical oxygen demand is 
measured continuously by the BOD 
meter. Biodegradability is calculated on 
the basis of BOD and supplemental 


chemical analysis is undertaken, such as 
measuring dissolved organic carbon 
concentration, concentration of residual 
chemicals, etc. 

(v) Quality criteria —(A) 
Reproducibility. Generally good, 
especially so for chemicals of water 
solubility greater than 0.1 g/1. 

(B) Sensitivity , (7) Oxygen 
consumption: Detection limit=1 mg 
(oxygen consumption by micro¬ 
organisms) 

( 2 ) Chemical analysis: Depends on the 
sensitivity of analytical methods. 

(C) Specificity. Applicable to every 
kind of chemical, for w hich 

C, J# >1. For volatile chemicals a 
"modified BOD meter," composed of 
capillary tubing and normal BOD meter, 
should be used under paragraph (b)(3) of 
this section. 

(D) Possibility of automation. By using 
a BOD meter under paragraph (b)(3) of 
this section oxygen consumption by 
micro-organisms (in a closed system) is 
recorded automatically. 

(2) Description of the test procedure— 
(i) Preparations —(A) Apparatus. BOD 
meter equipped with 6 bottles (300 ml 
each): 

(7) Bottles 1 and 2: deionized water 
(Distilled water must never contain 
more than 10 percent of organic carbon 
introduced by the test substance). 300 
ml 4- test chemical. 30 mg. 

(2) Bottles 3 and 4: basal culture 
medium. 300 ml 4-activated sludge. 9 mg 
(dry base) 4- test chemical. 30 mg. 

(3) Bottle 5: basal culture medium. 300 
ml 4 activated sludge. 9 mg (dry 

base) 4- aniline, 30 mg. 

(4) Bottle 6: basal culture medium. 300 
ml 4-activated sludge. 9 mg (dry base). 

(B) Pre treatment of test chemical. (7) 
Where the test compound is not soluble 
in water up to the test concentration, the 
test compound pulverized as finely as 
possible is employed. 

(2) Where the test compound is 
volatile, test chemicals should be well 
cooled to prevent evaporation. 
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(2) If necessary, identification of the 
test sample should be undertaken. 

(C) Basal culture medium . To each 3 
ml of solution A, solution 8. solution C 
and solution D. water is added to make 
up to 1000 ml. (Deionized water is used 
throughout.) 

(7) Solution A . 21.75 g of dipotassium 
hydrogen phosphate. 6.5 g of potassium 
acid phosphate. 44.6 g of dibasic sodium 
phosphate dodecahydrate and 1.7 g of 
ammonium chloride are dissolved in 
water and the volume is made up to 1000 
ml. (The pH of the solution is 7.2.) 

(2) Solution B. 22.5 g of magnesium 
sulfate hnptahydrate is dissolved in 
water and the volume is made up to 1000 
ml. 

(3) Solution C. 27.5 g of calcium 
chloride is dissolved in water and the 
volume is made up to 1000 ml. 

(4) Solution D. 0.25 g of ferric chloride 
hexahydrate is dissolved in water and 
the volume is made up to 1000 ml. 

(D) Activated sludge —(7) Sludge 
sampling sites* Sludge sampling is made, 
in principle, at not less than 10 places 
throughout the country, chiefly in those 
areas where a variety of chemical 
substances may be considered to be 
consumed and discarded. For example, 
standard activated sludge of the 
Japanese Chemical Biotesting Center is 
taken up from the following places and 
mixed: 

(/I City sewage plant. 3 plants located 
in the northern, central and southern 
part of Japan. 

(//) Industry sewage plant. One plant 
used for the waste water treatment of 
chemical industries. 

(///) River. 3 rivers located in the 
northern, central and southern parts of 
Japan. 

(/V) Lake. One lake located in the 
middle of Japan. 

(v) Sea. 2 inland seas of Japan. 

(2) Frequency of sludge sampling. 
Sludge sampling should be made, in 
principle, four times a year, in March. 
June, September and December. 

(3) Sludge sampling methods . (/} City 
sewage: 1 liter of return sludge at a 
sewage disposal plant. 

(//) Rivers, lakes and marshes or sea: 1 
liter of surface water and 1 liter of 
surface soil on the beach which is in 
contact with atmosphere. 

(4) Preparation. The sludge samples 
collected from the sampling sites are 
mixed by stirring in a single container, 
and the mixture is allowed to stand. The 
floating foreign matters are removed, 
and the supernatant is filtered with No. 

2 Alter paper. The filtrate is adjusted to 


pi I 7.0±1.0 with sodium hydroxide or 
phosphoric acid, transferred into a 
culture tank and aerated. 

(5) Culture. Thirty minutes after 
stopping the aeration of the solution 
obtained above, approximately Vi of the 
whole volume of the supernatant is 
removed. An equal volume of 0.1 
percent synthetic sewage (0.1 percent 
synthetic sewage: 1 g of glucose. 1 g of 
peptones and 1 g of monopotassium 
phosphate are dissolved in 1 liter of 
water and the solution is adjusted to pH 
7.0±1.0 with sodium hydroxide) is 
added to the remaining portion of the 
supernatant and the mixture is aerated 
again. This procedure is repeated once 
every day. The culturing is carried out at 
25±2 ‘C. 

(t5) Control. For the control of the 
culturing step, the following items are 
checked and necessary adjustments are 
made. 

(/) Appearance of supernatant: The 
supernatant of active sludge should be 
clear. 

(ii) Precipitability of active sludge: 

The active sludge, being in large flocks, 
must have high precipitability. 

(Iff) Slate of formation of active 
sludge: In the case where growth of 
flocks is not observed, either the volume 
of 0.1 percent synthetic sewage to be 
added or the frequency of addition of 
synthetic sewage is increased. 

(#v) The pH of the supernatant is 
7.0±1.0. 

(v) Temperature: The temperature for 
cultivation of active sludge is 25±2 *C. 

(W) Amount of aeration: In replacing 
the supernatant with the synthetic 
sewage, the solution in the culturing 
tank must be sufficiently aerated to 
maintain the dissolved oxygen 
concentration of the solution above 5 
ppm. 

(wi) Microflora of activated sludge: 
When the active sludge is 
microscopically observed (at 
100-400x magnification), a number of 
protozoa of different species together 
with cloudy flocks must be seen. 

( viii) Mixing of fresh and old 
activated sludge: In order to maintain 
fresh and old activated sludges at the 
same activity, the filtrate of the 
supernatant of an activated sludge in 
use in the test is mixed with an equal 
volume of the filtrate of the supernatant 
of an activated sludge freshly collected 
and the mixture is cultured. 

(/x) Checking of activity of activated 
sludge: Activity of activated sludge 
should be checked periodically, at least 
once every three months, with standard 


substances by applying the test method 
provided below. Where fresh and old 
activated sludge samples are mixed, 
especially, careful checking must be 
done in relation to the old activated 
sludge. Examples of preparation of 
activated sludge samples and period of 
use: 


JZL- 


Cultwr* Nr 




of w»« 


rvlturo Mrlotf of u«« 


ewitutt Nrlod 




of 


culture OerfoO of wie 


(The same pattern of preparation and 
use follows.) 

(E) Addition of test compound and 
preparation for test. The following test 
vessels are provided and adjusted to the 
test temperature. 

(7) A test vessel containing the basal 
culture medium, to which is added 100 
ppm (W/V) of test compound: the pH of 
this solution is adjusted to 7 before the 
inoculation of active sludge, if 
necessary. 

(2) A test vessel for the control blank 
test, containing only the basal culture 
medium. 

(3) A test vessel containing water to 
which is added 100 pm (W/V) of the test 
compound. 

(4) A test vessel containing basal 
culture medium to which is added 100 
ppm (W/V) of aniline or any other of the 
control substances. 

(F) Inoculation of active sludge. 
Inoculum is added to the test vessels 1, 2 
and 4 above so that the suspended 
matter defined in the Japanese Industrial 
Standards described under paragraph 
(b](4) of this section is contained at a 
concentration of 30 ppm (V/V). 

(ii) Test conditions. (A) Concentration 
of test chemicals: 100 ppm (W/V). 

(B) Concentration of activated sludge: 
30 ppm (W/V). 

(C) Test temperature: 25 *C ±2 *C. 

(D) Period: 14 days. 

(E) Perform in darkness. Every day. 
the temperature, the change In color of 
the culturing vessel should be Checked. 

(F) Stir vigorously with mechanical 
stirrer. 

(iii) Performance of the test. (A) The 
BOD curve is obtained continuously and 
automatically for 14 days. 

(B) After the 14-day testing period. pH. 
residual chemicals, and intermediates in 
the testing vessels are analysed. 
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Figure 1—Degradation curve of a readily degradable compound. 



M - MAXIMUM DEGRADATION RATE 
R - REQUIRED LEVEL OF DEGRADATION 
T - TIME WINOOW 


The test chemicals in the testing 
vessel without activated sludge are also 
analyzed in order to confirm whether 
there is any change in the test chemical 
during the testing period or any loss of 
the original test chemical by 
evaporation or adsorption by the walls 
of test vessels, etc. 

(ivj Analytical means. (A) If the test 
compound is soluble in water, the 
residual amount of total organic carbon 
is ulso determined 

(/) Where a total organic carbon 
analyzer is used 10 ml of the tested 
solution is sampled from the test vessel 
and centrifuged at 3000 g for five 
minutes. The residual amount of the 
total organic carbon in the supernatant 
is determined on a total organic carbon 
analyzer. 

(*) Where other analyzers are used: 
The total content of a test vessel is 
extracted with a suitable solvent for the 
test compound, and, after proper 
pretreatment such as concentration, the 
residual amount of the lest compound is 


determined on an analyzing instrument 
(gas chromatography, absorptiometry, 
mass spectrometry, atomic absorption 
spectrophotometry, etc.). 

(BJ For volatile chemicals, the 
temperature control hath of the BOD 
meter should be cooled to 10 *C and this 
temperature held for at least 30 min, in 
order to prevent evaporation. The 
analytical procedures (a) and (b) should 
then be started. 

(3) Principle of closed system oxygen 
consumption measuring apparatus, (i) 
The coulometer is an instrument for 
measurement of the oxygen 
consumption of micro-organisms using 
electrochemical analysis process 
(coulometry). 

(ii) The following is a block diagram. 
The BOD meter is produced by Ohkura 
Electric Co.. Ltd., 1-11-16. Shibuya. 
Shibuyaku. Tokyo. Japan. (For volatile 
chemicals, a capillary tube should be 
installed between each testing vessel 
and electrolytic bottle.) (For modified 
BOD meter, hatched part of tube should 
be replaced with capillary tube.) 






















39-192 Federal Register / Vol. 50. No. 188 / Friday. September 27. 1985 / Rules and Regulations 



THE SPECIMEN CONTAINEO IN CULTIVATING BOTTLE (1) IS STIRRED BY MEANS OP A MAGNETIC 
STIRRER (2). WHEN THE REACTION PROGRESSES, THE DISSOLVED OXYGEN IN LIOUIO W1U BE 
CONSUMED. OXYGEN <0»> IN THE SPACE IN THE CULTIVATING BOTTLE IS DISSOLVED IN LIQUID. 
RESULTING IN GENERATION OF C0 2 IN ITS PLACE. 


(A) The specimen contained in 
cultivating bottle (1) is stirred by means 
of a magnetic stirrer (2). When the 
reaction progresses, the dissolved 
oxygen in liquid will be consumed. 
Oxygen (Oj) in the space in the 
cultivating bottle is dissolved in liquid, 
resulting in generation of CO* in its 
place. 

(B) As this COs is absorbed by soda 
lime (3). the partial pressure of oxygen 
in the space and the total pressure 
decrease. 

(C) The drop in pressure is detected 
and converted into an electric signal by 
means of an electrode type manometer 
(4) and i*> amplified by an amplifier (5) 
for operating a relay circuit (6). resulting 
in operation of a synchronous motor (8). 
Simultaneously, by constant current, 
electrolytic oxygen is generated from 
sulfuric acid copper solution contained 
in an electrolytic bottle (7). 

|D) This oxygen is supplied to the 
cultivating bottle and restoration of 
pressure is detected by means of the 
manometer, resulting in switching off of 
the relay circuit and stopping the 
electrolytic and synchronous motor. 

(E) ‘rfe upper space in the cultivating 
bottle is olways kept under a constant 
pressure of oxygen and the quantity of 
oxygen consumed in the cultivating 
bottle is proportional to the quantity of 
electrolytic oxygen. As this quantity of 
electrolytic oxygen is proportional to 
electrolytic time, there is a constant 


electrolysis current. Accordingly, the 
revolution angle of a synchronous motor 
(9) is converted to on mV signal by 
means of the interlocking potentiometer, 
resulting in an indicator quantity of 
consumed oxygen at the recorder (10). 

(4) Suspended matter, (i) (From 
Japanese Industrial Standards K0102- 
10 . 2 .) 

(A) Suspended matter is that material 
which can be separated by filtration or 
by means of a centrifugal separator. It 
can be determined by any of the 
methods described below. When the test 
water is difficult to filter the centrifugal 
separation method should be applied; 
when the test water contains an 
extremely large quantity of suspended 
matter, the Buchner funnel method 
should be used. 

(B) Test water is taken from the waste 
water passed through a 2 mm mesh 
sieve. At least 5 mg of the filtrate are 
necessary for the determination. 

(ii) Filtration through filter paper— (A) 
Sintered glass filter method—{!) 
Apparatus —(/) Sintered gloss filter. A 
crucible-type sintered glass filter IG2 or 
a Buchner funnel-type sintered glass 
filter 3G2. 

[ii] (Reserved) 

[2] Prmcdure. Prepare two sintered 
glass Biters of the same type and of 
approximately the same weight; lay six 
sheets of filter paper in them and pour 
water through several times so that they 
adhere by suction. Then transfer the 


filters to an air oven and dry them for 
two hours at 105-110 *C. Allow them to 
cool in a desiccator, and weigh. (When a 
chemical balance is used, the lighter 
filter may be used as a supplementary 
weight.) Pour a suitable amount of the 
test water into the heavier Tiller (take 
sufficient test water to give a weight of 
suspended matter of not more than 5 mg 
after drying. Ordinarily. 200 ml of the 
test water is enough. However, if the 
test water is difficult to filter. 10 ml from 
each test water sample must be added 
from the 10 ml measuring cylinder 
during the filter process.), filter it by 
suction, and wash the wall of the filter 
several times with the filtrate, in order 
to remove substances adhering to the 
wall. Next, pour the filtrate Into the 
lighter filter several times and filter it by 
suction. Dry the two filters in the air 
oven for two hours at 105-110 "C. and 
allow them to cool in a desiccator. 

Weigh each filter (when a chemical 
balance is used, the lighter filter may be 
used as a supplementary weight), obtain 
the difference in weight before and after 
the filtration, and calculate the quantity 
of the suspended matter in ppm 
according to the following formula: 

1000 

S=(a—b)x ~ 

wh*re 

S: Suspended matter (ppm) 
a: Difference In weight before «md after the 
filtration of test water [mg] 
b: Difference in weight before and after thp 
filtralicm of the filtrate (mg) (when a 
chemical balance U used. b«0) 

V: Amount o? test water (ml) 

(5) Remarks , (/) To determine the 
ignition loss of volatile suspended 
matter, a test should be carried out in 
accordance with the Glass Fiber Paper 
Method under paragraph (b)(4)(ii)(A)(.?) 
[Hi] of this section, or. after washing the 
suspended matter together with filter 
paper into a crucible or an evaporating 
dish, dry and ignite in muffle furnace. 

[ii] When the soluble evaporated 
residue is less than 5000 ppm. correction 
(for difference in weight of the filtrate 
before and after filtration) may be 
omitted. However, when a chemical 
balance is used, the lighter filter should 
be used as a supplemental weight so the 
filtration of the filtrate can be carried 
out at the same time. Even when a direct 
reading balance is used the weight 
varies with the hygroscopic properties of 
substances contained in the test water, 
and with other conditions, so it is 
desirable that a correction be performed 
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by obtaining the blank test value of the 
filter through which the filtrate is 
passed. In the case of the test water 
containing fats and oils, grease, wax. 
etc., a portion of these substances 
should be determined as the suspended 
matter. When the determination of the 
suspended matter exclusive of oils and 
fats is required, pour 10 ml volumes of n- 
hexane several times through the filter 
which has been dried and weighed after 
filtration and wash out the fats and oils. 
Then dry the filter and weigh. 

(///) Class Fiber Paper Method (GFP 
Method): Fix an appropriate GFP 
(Whatman GF/B or equivalent) of 
known weight, which has been dried at 
105 to 110 *C for 2 hours after washing, 
on a suitable supporting plate. Add the 
amount of test water to give a weight of 
the suspended matter after drying of 
over 5 mg. After filtration by suction, 
return a portion of the filtrate to the 
container holding the original test water. 
Wash down the suspended matter 
adhering to the walls of container and 
filter again on GFP by suction. Repeat 
this operation several times. Detach CFP 
from the filter and transfer it onto a 
water glass. Then operate as described 
for the Buchner funnel method under 
paragraph (b)(4)(ii)(B) of this section, 
and determine ppm of the suspended 
matter. After determination of the 
suspended matter determine the ignition 
residue of the suspended matter, if 
necessary, according to the operation 
described in the section on Filtration 
through asbestos layer, under paragraph 
(b)(4)(iii) of this section. 

(B) Buchner funnel method. This 
method is applicable to samples 
containing a large quantity of suspended 
matter such as siudge. 

(/ ) Apparatus —(/ ) Perforated plate. 
Stainless steel (SUS 27 or 28). 
approximately 0.5 mm in thickness. 50 
mm or 90 mm in diameter. It is shaped 
like a watchglass with a slightly bent 
edge. Small holes about 0.5 mm in 
diameter are bored at suitable intervals 
all over its flat surface. 

(//) Rubber packing. A rubber ring 2 to 
5 mm in thickness, 10 mm to 90 mm in 
diameter and about 10 mm in width, can 
be put in a Buchner funnel and can be 
used for filtration by suction, with the 
perforated plate on it 

(///) Buchner funnel. 50 mm or 90 mm. 

(2) Testing procedure. (/} Prepare two 
perforated plates. Put rubber packing in 
Buchner funnel and place the perforated 
plate on it. Position the filter paper 
(grade 6), pour water on the filter paper 
several times and suck. Remove the 
filter paper with the perforated plates 
and dry at a temperature of 105 to 110 *C 
for 2 to 3 hours. Allow to cool in a 
desiccator and weigh to constant 


weight. (When chemical balance is used, 
the lighter perforated plate is used as 
supplemental weight.) 

(//) Next put the heavier perforated 
plate together with the filter paper in the 
funnel and filter 200 to 400 ml of the test 
water by suction. Pour the filtrate into 
the lighter plate with filter paper several 
times and continue as for first plate. 

(///) Obtain the difference in weight 
before and after this operation, and 
calculate ppm of the suspended 
substances contained in the test water 
by the following formula: 

1000 

S«(a-b)x — 

V 


where: 

S: Suspended substances (ppm) 
a: Difference in weight before and after 
filtration of the test water (mg) 
b: Difference in the weight before and after 
filtrotion of the filtrate (mg) (when 
chemical balance is used b 0J 
V: Test water (ml) 

See also Remarks under paragraph 
(b)(4)(ii)(A)(J) of this section. 

(iii) Filtration through asbestos 
layer—{A) Apparatus . Gooch crucible. 
25 to 35 ml. 

(B) Reagents. Suspension of asbestos: 
add water to 15 g asbestos and, after 
removing fine portion by decantation 
several times, add water to make 1 liter. 

(C) Procedure. (7) Prepare two Gooch 
crucibles (same shape and 
approximately same weight). After 
dry* n & pour about 20 ml of the well- 
stirred asbestos suspension to obtain a 
layer of asbestos about 3 mm thick 
(about 0.3 g) (when half the amount of 
asbestos solution is poured out put in 
the perforated plate and pour the other 
half of the solution) and suck gently. 

(2) Next put the Gooch crucibles into 
the air oven. After drying for two hours 
at a temperature of 105 to 110 *C, allow 
to cool to constant weight in the 
desiccator and measure the weight of 
each crucible (when chemical balance is 
used, the lighter crucible is used as the 
supplemental weight). Attach the 
heavier crucible to the suction bottle 
and pour in enough test water to give a 
weight of suspended matter of more 
than 5 mg after drying and gently filter 
by suction. At this time, repeat the 
filtration of the initial portion nf the 
filtrate. 

(3) Next pour a small amount of 
filtrate into the lighter crucible several 
times using suction, then dry in the air 
oven for two hours at 105 to 110 'C. and 
allow to cool in a desiccator. Weigh the 
crucible and obtoin the difference in 
weight using the crucible as a 


supplemental weight and calculate ppm 
of the suspended matter by the 
following formula: 

1.000 

S*(a~b)x 

V 

(See paragraph (b)(4)(ii)(B](m) of this 
section for clarification of symbols.) 

(D) Remarks. The test water should be 
sampled as specified in glass filter 
method. When the soluble volatile 
residue is less than 5000 ppm, refer to 
remark 2 in the same section. 

(tv) Centrifugation method (A) This 
method is applicable to samples which 
are very difficult to filter due to their 
content of suspended matter. 

(7) Apparatus. Centrifugal separator 
about 2000 rpm. Precipitation tube 50 to 
100 ml. 

[2) Procedure. (#) Pour into the 
precipitation tube enough test water to 
give more than 5 mg suspended matter. 

(//) After weighing each tube, 
centrifuge at about 2000 rpm for 20 
minutes and precipitate the suspended 
matter in the test water. Remove the 
supernatant liquid by decantation. 
(When the determination of soluble 
evaporated residue is to be performed, 
keep the supernatant liquid). 

(///) Add 10 ml of the water to the 
precipitate, centrifuge again and remove 
the supernatant liquid by decantation. 

(/V) Transfer the precipitate into an 
evaporating dish which has been 
previously heated to constant weight at 
105 to 110 *C, and evaporate to dryness 
on the steam bath. After drying in the 
dryer at 105 to 110 "C. for 2 hours, allow 
to cool in a desiccator and weigh. 

(When a chemical balance is used, an 
evaporating dish of the same shape 
should be used «3 a supplemental 
weight after the blank test for it has 
been performed.) Obtain the difference 
in weight before and after this 
operation. Calculate ppm of the 
suspended matter by the fallowing 
formula: 


1000 

S = ax- 

V 


(See paragraph (b)(4)(ii)[B)(2) of this 
section for clarification of symbols.) 

(J) Remarks. There should be a 
certain degree of difference in density 
between the dispersed phase and the 
dispersion medium to make centrifugal 
separation possible. When a particle of 
1 mg is centrifuged at an angular 
velocity of w rad/sec at a position of r 
cm from the center of rotation, the 
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centrifugal force which a particle 
receives is as follows: 

(/) Supposing that the mass of the 
dispersion medium expelled by a 
particle is 1 mg 

F 

then RCF = 

(m-m)g 


(///) From the equation under 
paragraph (b)(4)(iv)(A)f J) of this section, 


Depth of the liquid lnyrr — 


In this test, a centrifugal separator 
whose bottom is 13 cm from the central 
rotation axis at a rotational frequency of 
2000 rpm is regarded as standard. 

(B) Calculation of suspended matter 
from the difference in weight of 
evaporated residue: Calculate the 
suspended matter from the difference 
between the total evaporated residue 
and the soluble evaporated residue. 

A B-C 
where: 

A - suspended matter (ppm) 

B tot.il evaporated residue (ppm) 

C» soluble evaporated residue (ppm) 

(5) Suspended matter formed at pH 7 
(From Japanese Industrial Standards 
KOI 02-10.3) 

For suspended matter formed when 
the test water is neutralized to pH 
7+0.5. 

(i) Reagents. (A) NaOH (sodium 
hydroxide) solution (4 to 24 w/v %) 

(B) Acetic acid, diluted 1:2 to 1:16. 
acid.water. 

(ii) Procedure . Place enough test water 
to give more than 5 mg suspended 
matter in a beaker and neutralize it with 
sodium hydroxide solution or with 
diluted acetic acid, according to the 
acidity/alkalinity of the test water, 
taking care to minimize the increase in 
the volume of the solution during 
neutralization. Then proceed according 
to procedures in the methods above to 
obtain amount of suspended matter at 
pH 7 and calculate ppm of the 
suspended matter formed at pH 7 by the 
following formula. 

A - B C (See paragraph (b)(4)(iv)(B) of 
this section for clarification of symbols.) 

(iii) Remarks . (A) Depending on the 
kind of waste water, the weight of 
suspended matter may decrease when it 
is neutralized. In such cases, the weight 


then F (m~m‘) w*r 

(//) Supposing that the specific 
centrifugal force is RCF and rotational 
frequency per minute is N (rpm) 

w*r 

— sraooooinarN* 

8 


it is clear that the centrifugal force near 
the surface differs from that at the 

(RCF at the bottom) - [RCF at the surface) 
(RCF al the bottom) 

of suspended matter should be reported 
as suspended matter formed at pH 7. 

(B) Suspended matter formed at pH 7 
may be determined with the supernatant 
liquid or filtrate after removing the 
suspended matter. This method is 
applicable to test water which contains 
a relatively small amount of suspended 
matter but which forms a large amount 
of precipitate after neutralization 
(without changing the first suspended 


bottom portion of the liquid. For 
instance, when N—2000 rpm and the 
distunce between the surface of the 
liquid in the precipitation tube and the 
center of rotation is 5 cm (r -= 5 cm). RCF 
is 223 g: when the distance between the 
bottom of the precipitation tube and the 
central axis of rotation is 13 cm. RCF 
becomes 581 g. Therefore!, the RCF value 
near the surface and that at the bottom 
should both be reported. 


matter) or to waste water which forms a 
relatively small amount of precipitate. 
The method should not be applied to 
waste water which is apt to cause the 
formation of a complex precipitate or a 
dissolution reaction by neutralization. 

(c) Data and reporting —(1) Treatment 
of results . (i) Method for calculating the 
percentage degradation from the oxygen 
consumption. 


X (distance from the hot tom) 


BOD-B 

Perrentdg® degradation ■ yiOOf'd 

TOD 


(See Definitions and units, under (ii) Method for calculating the 

paragraph (h)(l)(ii) of this section for percentage degradation from the result 
clarification of symbols.) of direct analysis. 


PurcimUgc degradation 


Sb-Sa 

X100{%) 

Sh 


See Definitions and units, under 
paragraph (b)(1)(H) of this section for 
clarification of symbols. 

(2) Evaluation of results . The 
following calculations are to be made: 

(i) Calculation of theoretical oxygen 
demand. 


EtMWH 

Oud’ecd 

form 

C - -- 

H___ 

N . 

CO, 

HO 

NO* 

s 

so, 


X 




(ii) Recovery rate of analytical 
procedure. 

(3) Test report . The test report should 
include the following points: 

(i) Information on the test chemicals 
Name, structural formula, molecular 
weight, purity, kind of impurities, 
physical chemical properties of test 
chemical, identification data of test 
chemical. 

(ii) Test conditions. (A) Activated 
sludge: sludge sampling site and 
concentration. 

(B) test chemical: concentration. 

(C) Test period. 

(D) Test temperature. 
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(in) Analytical procedure. 

(A) Pretreatment. 

(B) Analytical conditions of 
instalment. 

(C) Recovery rate of analysis. 

(D) Identification of intermediate. 

(iv) Results . (A) BOD curves and 

instrument name. 

(/) BOD (mg). 

12) B(mg). 

(s?) Sa (mg). 

(4) Sb (mg). 

(J) TOD (mg). 

(B) Percentage of degradation by BOD. 

(C) Percentage of degradation by 
chemical analysis. 

(D) Chromatograms or spectra of lest 
chemicals obtained and used for the 
purpose of analysis. 

fv) Remarks. 

(4) Interpretation of results. (•) For the 
purpose of comparison with reference 
substances, the biodegradability of the 
test compound is categorised based on 
the relative degree of degradability 
compared to that of aniline. 

(ii) If the percentage of degradation of 
aniline calculated from the oxygen 
consumption does not exceed 40 percent 
after 7 days or 65 percent after 14 days, 
the test is regarded as invalid. 

(iil) If the recovery' rate of Sb is found 
to be in the order of 10 percent or less, 
the test is also regarded as invalid. 

See also Section 1. 

(d) Literature references . For 
additional background information on 
this test guideline the follow ing 
references should be consulted: 

(1) Biodegradability and 
Bioaccumulation Test of Chemical 
Substances (C-5/98/JAP. 1078). 

(2) The Chemical Substances Control 
Law in Japan, Chemical Products Safety 
Division, Basic Industries Bureau. MITI. 
(C-2/78/JAP. 1978). 

(3) The Biodegradabi/ity and 
Bioaccumulation of New and Existing 
Chemical Substances. 5.8 (03/78/1AP. 
1978). 

$ 796.3240 Ready biodegradabiMy: 
Modified OECD screening test 

(a) Introductory information —(1) 
Prerequisites, (i) Water solubility. 

(ii) The organic carbon content of the 
test material must be established. 

(2) Guidance information, (i) 
Informatioaon the relative proportions 
of the major components of the lest 
material will be useful in interpreting 
the results obtained, particularly in 
those cases where the result lies close to 
the “pass level." 

(it) Information on the toxicity of the 
chemical may be useful to the 
interpretation of low results and in the 
selection of appropriate test 
concentrations. 


(3) Interpretation of results. Because 
of the stringency of this test a result of 
less than 70 per cent loss of DOC— 
dissolved organic carbon—{wi thin 28 
days) does not necessarily mean that 
the test compound is not biodegradable 
under environmental conditions, but 
indicates that more work will be 
necessary to establish biodegradability. 

(4) Qualifying statements . (i) The 
method is only applicable to those 
organic test materials which, at the 
concentration used in the test. 

(A) Are soluble in water (at least 5 to 
40 mg dissolved organic carbon/litcr). 

(B) Have negligible vapour pressure. 

(C) Are not inhibitory to bacteria. 

(D) Do not significantly adsorb on 
glass surfaces. 

(ii) This test has been found suitable 
by the OF.CD Expert Group 
Degradation/Accumulation for 
determining the ready biodegradubility 
of organic chemicals under aerobic 
conditions. It has been tested in the 
OECD Laboratory Intercomparison Test 
Program (1978-1980). 

(5) Recommendations, (i) Test 
chemicals giving a result of greater than 
70 percent loss of DOC (within 28 days) 
should be regarded as readily 
biodegradable. This level is reached 
within 10 days of biodegradation 
exceeding 10 percent 

(U) If the limits of sensitivity of 
organic carbon analysers are improved, 
the use of lower test concentrations may 
be an advantage, particularly for toxic 
compounds. 

(6) Standard documents. This Test 
Guideline constitutes a modification of 
the OKCD Screening Test (OECD) 
Environment Directorate. Proposed 
Method for the Determination of the 
Biodegradability of Surfactants Used in 
Synthetic Detergents. Paris 1976, and 
council directive of Nov. 22. 1973. on the 
approximation of the laws of the 
member states relating to methods of 
testing the biodegradability of anionic 
surfactants (73/405/EEC), Official 
Journal of the European Communities 
No. 4 347/53 of Dec. 17.1973) for the 
application of the dissolved organic 
carbon (DOC) analysis. 

(b) Method— (1) Introduction . purpose, 
scope , relevance, application and limits 
of test (i) The purpose of the method is 
the measurement of the ultimate 
biodegradability of w'ater soluble, 
nonvolatile organic compounds in an 
aerobic, aqueous medium at a starting 
test concentration corresponding to 5-40 
mg DOC/1 (In order to avoid inhibitory 
effects, it is in the investigator's own 
interest to choose as low a starting 
concentration as his analytical 
capability permits.) 


(ii) Definitions and units. (A) 
Definition of biodegradability: 


Where 

D|-degradation in percent DOC-removal at 
time I 

C* • starting DOC concentration of the 
culture medium (mg DOC/I) 

C, =DOC concentration of the culture 
medium at time t (mg DOC/l) 

Cu„ ■ starting DOC concentration of the 
blank (mg DOC/l) 

C Mt = DOC concentration of the blank nl lime 
t (mg DOC/l) 

(B) Degradation is stated as the 
percentage DOC-removal within 28 days 
with respect to the test material (% 
DOCremoval). 

(iii) Reference substances. In some 
cases when investigating a new 
substance reference substances may be 
useful; how r evcr. specific reference 
substances cannot yet be recommended. 
In order to check the activity of the 
inoculum the use of control substances 
is desirable. Aniline, sodium acetate or 
sodium benzoate may be used for this 
purpose. They must exhibit DOC 
removal >70 percent within 28 days, 
otherwise the test is regarded as invalid 
and should be repeated using an 
inoculum from a different source. 

(iv) Principle of the test method. (A) A 
predetermined amount of compound is 
dissolved in an inorganic medium 
(mineral nutrient solution, fortified with 
a trace element and essential vitamin 
solution), providing a concentration 
corresponding to 5-40 mg DOC/I. The 
solution is inoculated with a small 
number of micro-organisms from a 
mixed population and aerated at 20-25 
*C in the dark or at least in diffuse light 
only. The degradation is followed by 
DOC analysis over a 28-day period. The 
procedure is checked by means of a 
standard. 

(B) A control with inoculation, but 
without either test material or standard, 
is run parallelly fur the determination of 
DOC blanks. 

(v) Quality criteria —(A) 
Reproducibility . The reproducibility of 
the method is appropriate for a 
screening test which has solely an 
acceptance but no rejective function. 

(B) Sensitivity. The sensitivity of the 
method is largely determined by the 
sensitivity limit of the organic carbon 
analysis, which is 0.5 mg C/liter at 
present. 

(C) Specificity. This method is 
applicable for the biodegradability 








39496 Federal Register / Vol. 50, No. 188 / Friday, September 27, 1985 / Rules and Regulations 


evaluation of water soluble, non-volatile 
organic compounds. 

(D) Possibility of standardization . The 
test version with specific analyses for 
anionic and nonionic surfactants is 
standardized as the “OECD Screening 
Test.” 

(E) Possibility of automation . (/) Parts 
of the test, e.g., the analysis, can be 
automated, although hardly the total 
procedure. 

(2) The procedure is, however, well 
suited for being operated with whole 
scries of test materials. 

( 2 ) Description of the test procedure — 
(i) Preparations —(A) Reagents 

(7) Deionised water —{/) Deionized or 
distilled water free of toxic substances 
(copper in particular), for general use as 
a solvent. Water which has been 
deionized by distillation or ion exchange 
is suitable. Distilled water will never 
contain more than 10 percent of organic 
carbon introduced by the test mutcrial. 

(>/) The high purity of this test water is 
necessary in view of the DOC analyses 
in the concentration range of (MO mg/1. 
Contamination may result from inherent 
impurities but also from the ion 
exchange resins and microbial 
developments (bacteria, algae under the 
influence of light, etc.). Only one water 
charge must be used for each test series, 
whicn is to be controlled beforehand by 
DOC analysis. If necessary, suitable 
water may be obtained by UV 
irradiation or other means. 

[2] Nutrient solution. Mix 1 ml each of 
the following solutions (/) to [vi] and 
make up to a volume of 1 liter with 
water, under paragraph (b)(2)(i){A)(7}(/) 
of this section. (A.R. means analytical 
reagent). 

w 

KlbPO« AR. 8.5 g 

K,IIPO« A.R. 21.75g 

Na.!!P0, 2H,0 A.R. 3X4 g 

NH 4 CI A.R. 20.0 g 


In 1000 ml of water under paragraph 
(b)(2)(1)(A)(7)(/) of this section the pH 
value should be 7.2. 

(/;*) 22.5 g of MgSQi 7H*0 A.R. 
dissolved in 1000 ml of water. 

[Hi] 27.5 g of CaCl* A.R. dissolved in 
1000 ml of water. 

(yV) 0.25 g of FeCb-Cl 1*0 A.R. 
dissolved in 1000 ml of water. 

This solution is prepared freshly 
immediately before use. 

(v) Trace element solution: 

MnSCM IbO 39.9 mg (30.23 mg 

MnSQ.440) 

HiBOx 57.2 mg 


ZnS0.7H*0 42.8 mg 

(XHLUMojOj* 34.7 mg (3X85 mg 

(NH.)«MofO»<4H,0) 


Fe—chelate (FeClj. EDTA), 100 mg; 
water under paragraph (b)(2) (i)(A)(/)(/) 
of this section, 1000 ml. 

Sterilization of the trace element stock 
solution at 120 *C (393 K). 2 atm.. 20 min. 
(vi) Vitamin solution: 

Biotin—___— 0.2 mg. 

Nicotinic acid..™.. 2.0 mg 

Thiamine —..«.«. 1.0 mg. 

p-Aminobenzoic acid . 1.0 mg. 

Pantothenic add.—..« 1.0 mg. 

Pyridoxamine-- —54) mg. 

Cyanocobalamiae.——™...—.. 2.0 mg. 

Folic acid___«__—.—«...— 5.0 mg. 

Water (above).™™—«- «—100 ml. 


The solution is filtered sterile (0.2 pm). 
Instead of solution (vi) under paragraph 
(b)(2)(i)(A)(2) of this section, 15 mg of 
yeast extract may be used per 100 ml of 
water under paragraph (b)(2)(i)(A)(7)(/) 
of this section. 

(3) Control substances. See Reference 
substances. Aniline must be freshly 
distilled. 

(B) Materials . (7) Shaking machine 
accommodating 2 liters. Erlenmeyer 
flasks either with automatic temperature 
control or used in a constant 
temperature room at 20-25 *C (293-298 

n 

[2] Narrow neck. 2 liter Erlenmeyer 
flasks (creased fluted flasks are 
recommended). The flasks must be 
carefully cleaned with, e.g., alcoholic 
hydrochloric acid, before use. rinsed and 
dried in order to avoid contamination 
with residues from previous tests. The 
flasks must also be cleaned before the 
first use since they may be 
contaminated. 

(3) Membrane filtration apparatus. 

(/) Membrane filters. 0.2 pm. 

(5) Carbon analyzer. 

(C) Inoculation. Either of the following 
three alternatives under paragraph 
(b)(2)(i)(C) (7). [21 and (3) of this section 
may be used as inoculum or a composite 
sample thereof under paragraph 
(b)(2)(i)(C)(4) of this section. 

(/) Inoculum from secondary effluent 
The inoculum is gained preferably from 
a secondary effluent of good quality 
collected from a treatment plant dealing 
with a predominantly domestic sewage. 
The effluent must be kept under aerobic 
conditions in the period between 
sampling and use. To prepare the 
inoculum the sample is filtered through a 
coarse filter, the first 200 ml being 
discarded. The filtrate is kept aerobic 


until used. The inoculum must be used 
on the day of collection. 

(2) Inoculum from soil (i) 100 g of soil 
(fertile, not sterile) are suspended in 
1000 ml of chlorine-free drinking water 
(soils with an extremely large content of 
clay, sand or organic carbon are 
unsuitable). After stirring the suspension 
is allowed to settle for 30 minutes. 

(//) The supernatant is filtered through 
coarse filter paper, the first 200 ml being 
discarded. The filtrate is aerated 
immediately and continuously until use. 
The inoculum must be used on the day 
of collection. 

(3) Inoculum from a surface water (#) 
An inoculum is drawn from a suitable 
surface water. 

(//) The sample is filtered through a 
coarse paper, the first 200 ml being 
discarded. The filtrate is kept aerobic 
until used. The inoculum must be used 
on the day of collection. 

(4) Composite inoculum . Equal 
volumes of the 3 inoculum samples are 
combined, mixed well, and the final 
inoculum drawn from this mixture. The 
suitability of the inoculum is checked by 
means of a control substance. 

(ii) Procedure. (A) The test materials 
are evaluated simultaneously in 
duplicate together with the 
biodegradability standard and a control 
test with inoculation but without either 
test or standard material for the 
determination of DOC blanks. 

(B) The control material must attain 
>70 percent DOC removal within 28 
days at a starting concentration 
corresponding to 20 mg DOC/1. If <70 
percent DOC removal is not achieved 
the whole series must be discarded. 
(This limit is based on present 
experience with the 19-day version of 
the test. A revision of this limit or even 
of the standard might have to be 
considered after the accumulation of 
experience with the new 28-day version 
of the test.) 

(C) A stock solution of the test 
material in water under paragraph 
(b)(2)(i)(A)(7)(/) of this section is 
prepared. Enough stock solution is 
added to the nutrient solution (above) to 
achieve a carbon concentration of 5-44) 
mg DOC/1. The starting concentration of 
the control substance is. however. 20 mg 
DOC/I. 

(D) Two reaction vessels are each 
filled with 900 ml of the nutrient solution 
and inoculated with 0.5 ml/1 of the 
inoculum. The opening of the vessel is 
covered (e g., aluminum foil) in such a 
way that the exchange of air between 
the flask and the surrounding 
atmosphere is not unduly impeded. 
(Cotton wool is unsuited because of the 
DOC analysis.) The vessels are then 
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inserted in the shaking machine. The 
temperature of 20-25 *C (293-208 K) 
must be maintained unchanged during 
the test, and the vessels should be 
shielded from light. The air should be 
free of pollutants and toxic materials 
(chlorinated solvents, etc.) 

(E) In the course of the biodegradation 
test the DOC concentrations are 
determined in duplicate at the beginning 
(day 0). and on the 27th and 28th day. 
Three additional analyses must be 
performed at regular time intervals (7th, 
14th, and 21st day) 

(F) The analyses are registered on the 
form sheet (below) and evaluated. 

(G) Only the necessary volumes of 
culture medium should be drawn for 
each determination: however, they must 
be large enough for the membrane 
filtration or centrifugation preceding the 
carbon determination. The latter 
requires differing volumes for the 
different instruments. Evaporation 
losses of the culture medium are to be 
made up by adding water under 
paragraph (b)(2){i)(A)(/)(/) of this 
section in the required amounts. The 
culture medium is to be mixed well 
before withdrawing a sample. Material 
adhering to the wall of the vessel must 
be dissolved or suspended before 
sampling. The membrane filtration or 
centrifugation must be done 
immediately. The filtered or centrifuged 
samples must be analyzed on the same 
day, otherwise they must be preserved 
with 0.05 ml of the HgCb solution for 
each 10 ml of nutrient medium or by 
storing at 2-4 # G The biodegradubUity 
test is valid provided the standard 
exhibits a degradation rate within the 
specified range. The test can be finished 
before the 28th day if complete 
mineralization has been accomplished. 
Where degradation has obviously 
started on day 28 but did not reach a 


plateau on day 28, it is considered good 
practice to extend the experiments for 
one or two weeks longer. 

(H) All steps require great care and 
cleanliness of the vessels, pipettes, etc. 
but not sterility. 

(iii) Analytical means— [A ) 
Membrane filter . (1 ) 0.2 pm. 25 mm 
diameter. Preparation of the fillers: 
membrane filters are impregnated with 
suifactants for hydrophilic lion. Thus 
each filter contains up to several mg of 
soluble carbon which would interfere in 
die biodegtadability determinations. 
Therefore, the filters are purified from 
surfactants und other soluble organic 
interferences by boiling them in 
deionized water for three periods each 
of one hour. These filters may be stored 
in water (above) for at least one week. 

(i?) Other membrane filters are 
suitable if it is assured that they neither 
release carbon nor adsorb the 
compound in the filtration step. 

(.7) If the samples are centrifuged, this 
must be done at 40.000 msec*’ (4000g) 
for 15 minutes, preferably in a 
refrigerated centrifuge, in any case <40 
C. 


(*/) (Remark: the differentiation TOC: 
DOC by centrifugation at very low 
concentrations does not seem to work 
well since either not all bacteria are 
removed or carbon as pert of the 
bacterial plasma is redissolved At 
higher test concentrations (>10 mg C/1) 
and the same small inoculation the 
centrifugation error seems to be 
comparatively small.) 

(B) The DOC measurement. (/) The 
sample withdrawn from the culture 
medium (about 30 ml) is centrifuged or 
membrane filtered immediately in the 
filtration apparatus using the membrane 
filters prepared as stated ubove. The 
first 20 ml of the filtrate arc discarded. 


(2) The DOC concentration is 
determined twice in the remaining 
filtrate (about 10 ml) by means of the 
TOC/DOC instrument. If the filtrate 
cannot be analyzed on the same day it 
must be preserved as stated above. The 
DOC measurements (mgC/l) obtained 
are registered on the attached data 
sheet and the DOC concentrations of the 
culture medium and of the blanks 
calculated for each sampling time. 

(c) Data and reporting —(1) Treatment 
of results . (i) The degradation at time t is 
calculated from the determinations of 
the DOC concentrations at the beginning 
(Co) and at time t (C,) according to— 


D,= 


[ i —^=-1 

1 C.-C*. J 


X100 


where: 

D,= degradation in peicent at time t 
Co= measured starting DOC concentration of 
the inoculated culture medium (mg DOC/ 

C«= DOC concentration of the culture 
medium at time t (mg DOC/I) 
starting DOC blank of the mineral 
nutrient solution with inoculation, but 
without test material (mg DOC/I) 

C*n» DOC blank of the mineral nutrient 
solution with inoculation, but without 
test material at time t (mg DOC/1) 

(ii) The degradation rates are 
calculated to the nearest 0.1 percent. 

The means of the D t values are 
calculated and reported to the nearest 
full percent. Results ending in 0.5 are 
rounded up to the nearest whole 
number. The course of the degradation 
test is presented graphically in a 
diagram. 

(2) Test report. The results may be 
reported on the following data sheet: 

VflUMO COO€ SS60-50-M 
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SAMPLE FORM SHEET FOR THE MODIFIED OECD SCREENING TEST 
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(3) Interpretation of results, (i) The 
results of the degradation test are valid 
if the condition is met that in the same 
left series the control yields 70 percent 
DOC-removal. 

(ii) Because of the stringency of this 
test a result inferior to the recommended 
pass level (70 percent loss of DOC) does 
not necessarily mean that the test 
compound is not biodegradable under 
environmental conditions, but indicates 
that more work will be necessary to 
establish this. 

$ 796.3260 Ready btodcgrndabilfty: 
Modified Sturm test. 

(a) Introductory information —(1) 
Prerequisites. The total organic carbon 
content of the test material should he 
calculated or. if this is not possible, 
analyzed to enable the theoretical yield 
of CO.* to be calculated. 

(2) Guidance information . (i) 
Information on the relative proportions 
of the major components of the test 
material will be useful in interpreting 
the results obtained, particularly in 
those cases where the result lies close to 
the "pass level/' 

(ii) Information on the toxicity of the 
chemical may be useful in the 
interpretation of low results and in the 
selection of appropriate test 

concentrations. 

(3) Interpretation of results. Because 
of the stringency of this test, a result of 
less than 60 percent yield of CO- (within 
26 days) does not necessarily mean that 
the test compound is not biodegradable 
under environmental conditions, but 
indicates that more work will be 
necessary to establish biodegradubiltty. 

(•1) Qualifying statements, 

(i) The method is only applicable to 
those organic test materials which, at 
the concentration used in the test: 

(A) Have negligible vapour pressure. 

(B) Are not inhibitory to bacteria. 

(C) Do not significantly adsorb to 
glass surfaces. 

(ii) This test has been found suitable 
by the OECD Expert Croup 
Degradation/Accumulation for 
determining the ready biodegradability 
of organic chemicals under aerobic 
conditions. It has been tested in the 
OECD Laboratory Intercomparison Test 
Programme (1978-1980). 

(iii) Evolution of a significant amount 
of COj from the blank flask during the 
test would indicate contamination of the 
medium, glassware or air supply A total 
COj evolution in the blank at the end of 
the test exceeding 50 mg CO, per 3 liters 
medium should be considered as 
invalidating the test. 

(5) Recommendations . (i) Test 
chemicals giving a result of greater than 
60 percent yield of CO- (within 28 days) 


should be regarded as readily 
biodegradable. This level must be 
reached within 10 days of 
biodegradation exceeding 10 percent. 

(ii) If the test material is not soluble at 
the test concentration, special measures, 
such as the use of ultrasound dispersion, 
may have to be employed to achieve a 
good dispersion of the test material. 

(6) Standard documents. This test 
guideline is based on biodegradability 
test methods described in paragraph (d) 
(1) and (2) of this section. Various 
improvements have been made in the 
test protocol, the latest ones being the 
object of the paper cited in paragraph 
(d)(3) of this section. 

(b) Method —(1) Introduction, purpose, 
scope, relevance, application and limits 
of test . (i) (A) This test guideline has 
been developed for screening readily 
biodegradable chemicals. When a 
broader understanding of the 
biodegradability of a compound is 
required (particularly for new chemicals 
never discharged into the environment) 
environmentally relevant results may be 
obtained by operating the same test 
guideline but with inoculum preadapted 
to the test compound under paragraph 
(d) (1), (2), and (3) of this section. 

(B) A high biodegradation result in 
this test provides the evidence that the 
test compound is highly biodegradable 
in aerobic systems. 

(C) On the contrary, a low 
biodegradation result may have other 
causes than poor biodegradability of the 
test compound. Inhibition effects of the 
inoculum by the toxicity of the 
compound at the test concentration is 
often a cause for low biodegradatfon. In 
such cases the result is meaningless and 
further work is needed to assess the 
biodegradability of the test compound in 
systems and at concentrations where 
inhibition effects are overcome. 

(D) An estimate of the expected 
environmental concentration will help to 
put toxicity effects into perspective and 
determine test concentrations. 

(E) The proportion of carbon 
incorporated into cellular materia! to 
carbon released as CO* will vary 
depending on the organic substrate, on 
the particular micro~organism(s) 
carrying out the conversion and on the 
environmental conditions under which 
the conversion takes place. In principle, 
this uncertainty is a drawback in the 
interpretation of the results from this 
test. 

(F) However, It has been observed 
that under the conditions of this test 
with a test compound concentration 
(sole source of carbon) ranging from 5 to 
20 mg/I. a majority of substrate carbon 
is used to drive catabolic processes and 
a minimum is used to generate new cells 


under paragraph (d)(3) of this section. 
Under these conditions, the measure of 
CO* evolution becomes an accurate 
measure of the rate and extent of 
catabolism of a given material. 

(ii) Definitions and units. The amount 
of CO* produced by the test compound 
during the test is measured and 
expressed as percent of the theoretical 
CO* it should have produced (TCOa) 
calculated from the carbon content of 
the test compound. Biodegradability is 
therefore expressed as percentage 
TCOj. 

(iii) Reference substances. In some 
cases when investigating a new 
substance reference substances may be 
useful; however, specific reference 
substances cannot yet be recommended. 
In order to check the activity of the 
inoculum, the use of control substances 
is desirable. Aniline, sodium acetate or 
sodium benzoate may be used for this 
purpose. They must give a yield >60 
percent COj within 28 days, otherwise 
the test is regarded as invalid and 
should be repeated using an inoculum 
from a different source. 

(iv) Principle of the test method. (A) A 
chemically defined liquid medium, 
essentially free of other organic carbon 
sources, is spiked with the test material 
and inoculated with sewage micro¬ 
organisms. The COi released is trapped 
as BaCOj. 

(B) After reference to suitable blank 
controls, the total amount of CO* 
produced by the test compound is 
determined for the test period and 
calculated as the percentage of total 
CO* that the test material could have 
theoretically produced based on carbon 
composition. 

(v) Quality criteria —(A) 
Reproducibility . In the absence of 
toxicity effects of the test compound on 
the inoculum, the reproducibility is 
around ±5 percent, relative. When 
toxicity effects start occurring, tba 
reproducibility becomes poor. 

(B) Sensitivity. The endogenous CO* 
production of the inoculum as measured 
in the blank flask (no test materia!) is 
the main reason why the test cannot use 
test compound concentrations lower 
than 5 mg/L (When the test is adapted 
to handle ,4 C labelled test compounds, 
test compound concentrations can be 
very much lower.) 

(C) Specificity. (/) This test is 
adequate for soluble and insoluble 
organic materials. The test material 
must not be volatile. The purity of the 
test material should be high since 
organic impurities will complicate the 
interpretation of the CO* production 
data. 
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[2] Test results are meaningful only if, 
at the test concentration, the material 
hus no toxic effect on the inoculum. 

(D) Possibility of standardisation 
This possibility exists. The major 
difficulty is to standardise the inoculum 
in such a way that interlaboratory 
reproducibility is ensured. The selection 
of test organisms and their handling in 
the laboratory as described below (Test 
organisms) is one way to ensure 
"healthy" inoculum with a mutiplicity of 
micro-organism species. Procedures 
using preadaptation of the inoculum to 
the test compound usually reach higher 
reproducibility. 

(E) Possibility of automation. None at 
present. 

(2) Description of the test prvceilure — 
(/) Preparations—[A] Apparatus 
equipment — ft) CO» scrubbing 
opporatus: For a series of 12 carboys (3 
lest materials): 

(/} Four one-liter plastic bottles, filled 
with 700 ml 10 N NaOH. 

(//) One one-liter Erlenmeyer flask 
containing 700 ml 0.025 N Ba(Ot I)? 
solution. 

(///) One empty one-liter Erlenmeyer 
to prevent liquid carry-over 
These bottles arc connected in series, 
using Tygon tubing, to a pressurized air 
source, and air is sparged through the 
scrubbing solutions at a constant rate. 
For each additional set of carboys, add 1 
additional one-litre plastic bottle filled 
with 700 ml 10 N NaOl 1. 

(2) CCh production apparatus. (/) Four 
5-litrc disposable amber carboys for 
each test material. 

(//) Stoppers, flexible tubing, plastic 
tubing. 

(///) "French squares" (i.e. 100 ml 
barium hydroxide absorber bottles) or 
similar containers. 

(3) Analytical equipment (/I (Carbon 
analyser: optional if sample is well 
characterized.) 

(//) Analytical balance. 

{///) 100 ml-buret. 

(B) Chemicals/reagcnts/matenols— 
(/) Stock solutions for test medium—{i) 
Ferric chloride solution: dissolve 0.25 g 
FeCb OffcO in 1 liter distilled water. 

(//) Magnesium sulfate solution: 
dissolve 22.5 g MgS04*7l bO in 1 liter 
distilled water. 

(/*//) Calcium chloride solution: 
dissolve 27.5 g anhydrous CaCl* in 1 liter 
distilled water. 

(/V) Phosphate buffer solution: 
dissolve 8.5 g KHaPOi. 21.75 g K ? IIPO„ 
33.4 g NajHPOwlfcO and 1.7 g NTLCl in 
1 liter distilled water. 

(v) Ammonium sulfate solution : 
dissolve 40 g (NlbhSO* in 1 liter 
distilled water. 

[2) Test medium. The test medium will 
contain per liter of high quality water 


(High quality water, free of toxic 
substances (copper, in particular), with 
low carbon content (<2.0 mg/liter TOC) 
and with a resistivity >18 megohms.cm. 
(Distilled water must never contain 
more than 10 percent of organic carbon 
introduced by the test material.)) the 
following reagents: 

(/) 1 ml of magnesium sulfate solution 
under paragraph (b)(2)(i)(B)(7)(/7) of this 
section. 

(//) 1 ml of calcium chloride solution 
under paragraph (b)(2)(i)(B)(/)(///) of this 
section. 

(//V) 2 ml of phosphate buffer solution 
under paragraph (b)(2){i)(B)(7)(/v) of this 
section. 

(/V) 4 ml of ferric chloride solution 
under paragraph (b)(2)(i)(B)(7)(./) of this 
section. 

(v) 1 ml of ammonium sulfate solution 
under paragraph (b)(2)(i)(B)(7)(v) of this 
section. 

(J) Barium hydroxide . 0.025 N. 

Dissolve 4.0 g Ba (OH) j*8lfeO per liter 
high quality water. Filter through filter 
paper and seal the clear solution to 
prevent absorption of CO* from the air. 
it is wise to prepure more than 5 liters at 
a time when running series. 

(*/) Test materials. (/) Basic physical- 
chemical data regarding water 
solubility, impurities solvent and 
percentage active must be specified by 
the sample submitter. 

(//) An initial stock solution is 
prepared from the test material by 
weighing out a homogeneous aliquot of 
the sample. The sample is dissolved in 
high quality water to give a solution of 
test material of 1000 jng/l. Stock 
solutions arc made up on the basis of 
percentage of active compound in the 
test material. If the percentage of active 
compound is unknown, stock solutions 
are made up to concentration of 1000 
mg/I on a weight basis. To obtain a 
homogeneous sample, it may be 
necessary to mix w r ell. at the same time 
avoiding foaming which will tend to 
concentrate the active ingredient 
disproportionally. For solid samples, it 
may be necessary to melt and mix the 
entire contents of the sample bottle 
before taking the aliquot. This portion of 
the procedure is extremely important 
since the calculations of percentage of 
biodegradation depend directly on 
having added the correct amount of 
carbon to the test system. 

(///) The pH of the stock solution need 
not be adjusted unless it falls outside 
the range of 3-10, since the phosphate 
buffer in the test medium will control it. 
If the pH lies outside this range, adjust 
an aliquot of the stock solution to pH 7.0 
(±1.0) with 1 N HC1 or NaOH, making 
sure that the solution is being vigorously 


mixed during the addition of acid or 
base. 

(/V) To confirm the nominal 
concentration of organic carbon of the 
test compound, the stock solution (or the 
neutralized aliquot) may be analyzed for 
total organic carbon (TOC). A TOC 
analysis is also required for the control 
stock solution. 

(v) If a test material is insoluble in 
water, add the appropriate amount of 
test material directly to the carboy on a 
weight or volume basis. Total organic 
carbon analysis cannot be performed on 
insoluble test materials. 

(5) Test organisms. (/) The source of 
test organisms is activated sludge 
freshly sampled from a well-operated 
municipal sewage treatment plant. This 
sewage treatment should receive no or 
minimal effluents from industry. 

|/7) Upon arrival at the laboratory, the 
activated sludge is aerated for 4 hours. 
500 ml of the mixed liquor is sampled 
and homogenized for 2 minutes at 
medium speed in a Waring blender. It is 
then settled for V* hour. 

(;//) If the supernatant still contains 
high levels of sludge solids at the end of 
30 minutes, it may be settled for an 
additional 30-00 minutes or adapted to 
laboratory conditions to obtain better 
settleability. 

(/V) The supernatant is decanted to 
provide sufficient volume for a 1 percent 
inoculum for each CO* test flask. Avoid 
carryover of sludge solids which would 
interfere with the measurement of CO.* 
production. 

(v) Although optional, it is useful to 
perform viable counts on the 
supernatant fraction to determine 
microbial numbers. This Inoculum 
should normally contain 10* to 20 x 10* 
colony forming units per ml. It should be 
used on the day it is prepared. The CO. 
production test then proceeds as 
follows. 

(ii) Test conditions. (A) (7) Since a 1 
percent inoculum is used in the CO* test, 
it is necessary to make dilutions in the 
CO? test medium. 

(2) This is most easily achieved as 
follows: 

(/) To each of the 5-liter test carboys, 
add 2470 ml of high quality water. 

[if] To each of the 5-liter test carboys, 
add 3 ml each of the ammonium sulfate, 
magnesium sulfate, and calcium chloride 
stock solutions; add 6 ml of the 
phosphate buffer stock solution and 12 
ml of the ferric chloride solution. 

(///) To each of the 5-liter test carboys, 
add 30 ml of the activated sludge 
inoculum. 

(/V) These additions now total 252F ml 
in each carboy. 
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(B) This mixture is aerated with CO 2 - 
free air for 24 hours, to purge the system 
of carbon dioxide (see CO, scrubbing 
apparatus, above). 

(C) After the aeration period, three 
CO, absorber bottles are filled with 100 
ml 0.025 N Ba (OH), and connected in 
series to the exit air line of each test 
carboy. 


(D) Test material is added to two of 
the four carboys to begin the testing 
period. Each material is tested at two 
concentrations: 10 and 20 mg/1. The 
amount of test material stock solution 
required in the carboy is calculated as 
follows: 


ml of stock solution per carboy is: 


BxC 


where: 

B is test compound concentration in test 
carboy (mg/I), 

A is test compound concentration in stock 
solution (mg/I), 

C is final volume of test medium in test 
carboy (ml). 


(B) On the 26th day. the pH of the 
carboy contents is measured again, and 
then 1 ml of concentrated I id is added 


to each of the test carboys to drive off 
inorganic carbonate. The carboys are 
neruted overnight, and samples are 
removed from each carboy for dissolved 
organic carbon (DOC) analysis. The 
final titration is made on day 28. 

(C) Titrations of the 100-ml Ba(OH), 
solution are made after removing the 
bottles closest to the carboys. The 
Ba(OH), is titrated with 0.05 N HC1, 
using phenophthalein as an indicator. 

(D) The test is run at room 
temperature and temperature is 
recorded during the test period. 

(c) Data and reporting—{ 1) Treatment 
of results, (i) TCO f . (A) The theoretical 
amount of CO, that can be generated by 
a test material, or TCO,. is calculated as 
follows: 


TCOi = rag COj/mg trot material 


N'* of carbons in teat material xmol. wt of CO* 


(E) Sufficient stock solution to reach 
the desired test concentration, as 
calculated above, plus enough distilled 
water to make 473 ml (stock 
solution + high quality water) arc added 
to the appropriate carboys. To the third 
carboy, used as blank control and 
containing no test material. 473 ml of 
high quality water are added. The final 
volume of each carboy is now 3000 ml. 

‘(F) A control substance at a 
concentration of 20 mg/1 is added to the 
lost of the four carboys (see paragraph 
(d) of this section on reference 
substances. 

(iii) Performance of test. (A)(7) The 
test is started by bubbling COa-free air 
through the solution at a rate of 50-100 
ml/min per carboy (approximately 1-2 
bubbles/second). The CO* produced in 
each carboy reacts with the barium 
hydroxide and is precipitated out as 
barium carbonate; the amount of CO* 
produced is determined by titrating the 
remaining BafOIlh with 0.05 N 
standardized HC) (see below). 
Periodically (every 2 or 3 days), the CO, 
absorber nearest the carboy is removed 
for titration. The remaining two 
absorbers are each moved one place 
closer to the carboy, and a new 
absorber filled with 100 ml of fresh 0.025 
N Ba(OH)* is placed at the far end of the 
series. Titrations are made as needed 
(before any BaCO, precipitate is evident 
in the second trap), approximately every 
other day for the first 10 days, and th© 
every fifth day until the 28th day. 

(<?) For water-insoluble test materials, 
incorporated dry into the CO, test 
carboy, agitation can be done with u 
magnetic stirrer. For foaming chemicals. 
CO*-free air bubbling can be replaced 
by overhead aeration and magnetic 
stirring. 


mol. wt of active test material 


(B) For instance, dextrose (GiHi *Q*) 
contains 6 carbon, therefore TCO* of 
dextrose « 


6X44 

«* 1.467 mg COi/mg dextrose 


(C) For mixtures, the TCO, of the total 
active material is a weighted average of 
the TCCVs of the individual 
components. 

(ii) Amount of CO * produced. (A) The 
first step in calculating the amount of 
COa produced is to correct the test 
material carboys for endogenous CO, 
production. The control carboy serves as 
a “seed blank” to correct for CO, which 
may be produced through endogenous 
respiration of the bacteria. The amount 
of CO, produced by a test muterial is 
determined by the difference (in ml of 
titrant) between the experimental and 
blank Ba(OlI), traps. 

For example: 


(B) The next step is to convert ml HC1 
titrated into mg of CO, produced. When 
CO, enters the absorber bottle, it reacts 
in the following manner 

Bu(OJIt4CO, —BaCQ* ) + IIO 

(C) The BaCOj formed is insoluble 
and precipitates. The amount of Ba(OI l), 
remaining in solution is determined by 
titration of the 100 ml with MCI 
according to the following equation; 

Bu(Otlb + 21ICI - BaCla + 2110 

(D) From the above two equations, it 
can be seen that I mmol of CO, is 
produced for every 2 mmol of HC1 
titrated. This means that the number of 
mmol of CO, produced: 

mmol MCI 

mmol CO*=- 

2 

(K) The normality of HC1 used is 0.05 
N. Substituting for mmol gives: 


Blank.. . 


Experimental 

-454) ml MCI titrated 

Test material.. 

—... 34) ml 1 ICI titrated 


mmol CO* a 


(0 05 N)x(ml of MCI 
2 


(F) To convert to mg CO,, the value 
must be multiplied by the molecular 
weight of CO, which is 44: 


mg COj = 


((0.05) x ml titrated 

x 44 1.1 xml of I ICI titrated) 
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(G) Thus, to convert ml of HC1 to mg 
CO 2 , the former is multiplied by 1.1. 

(iii) Percentage of theoretical COj. (A1 


The percentage of theoretical CO? 
produced is calculated from the 
following formula; 


mg CO* produced 

*TCOj~ — — —- - xiuo 

(mg test materia I added in test) (mg COjmg test material) 


mg CO* produced 

- XtOO 

(mg lest material added in test) (TCOi) 


Example 

Blank... 4IL0 ml 0.05 N HCI titrated 

Dextrose ...^.^..45,0 ml 0.05 N HCI titrated 

Difference.3.0 ml 0.05 N HCI titrated 

(B) When multiplied by 1.1. 3.0 is 
equivalent to 3.3 mg COa produced. 


(C) Since dextrose has a TCO* of 1.47 
mg CO»/mg dextrose, and since 60 mg of 
dextrose were placed in the test (*.e. 3 
litresX 20 mg/lj. the percentage of 
theoretical CO* that was degraded on 
thfe particular day was: 


3 3 mg COj produced 

%TCO- =--X100=3.74 

(00 mg dextrose) (1.47 mg COj/mg dextrose) 


(2) Test report, (i) The test material 
should be well identified (source, 
physical-chemical data, organic carbon 
content, purity, etc.). 

(ii) The test concentration at staii 
should be reported with end results. 

(iii) Indicate date and location where 
test organisms were sampled. 

(iv) COD and TOC analyses on the 
stuck solution of the test compound 
should be reported 

(v) Temperature range recorded 
during the test period must be noted. 

(vi) If measured ns suggested above 
(Test organisms), report number of 
micro-organisms per ml (colony forming 
units—CFU/ml). 

(vii) For each titration, calculate 
percentage TCOi evolved. Plot 
cumulative percentage TCOa versus time 
until the end of the test Not only the 
end result is important, but also the 
length of the lag phase and the slope 
(rate). 

(vlii) If the curve reaches a plateau 
before 28 days, the test can be ended 
and the plateau value considered as 
final. 

(ix) If the curve shows that 
biodegradation started before day 28 but 
the plateau is not reached at day 28, 
then the test should be prolonged until 
the plateau is reached. 


(x) If a more rigorous mathematical 
treatment of the data is desired, the 
cumulative COt versus time data can be 
fit into a non-linear regression model to 
generate rate constants for 
mineralization and a final extent of 
degradation at infinite time (asymptote) 

(3). 

(3) Interpretation of results. See 
paragraph (a) of this section. 

(d) Literature references. For 
additional background information on 
this test guideline the following 
references should be consulted: 

(1) Thompson. JJE.. and Duthie. J.R., 
‘The biodegr&dubility of NT A.” Journal 
of Water Pollution Control Federation. 
40: 308-319 (1968). 

12) Sturm. R.N„ “Biodegradability of 
Nonionic Surfactants: Screening Test for 
Predicting Rate and Ultimate 
Biodegradation.” journal of American 
OH Chemistry Society. 50: 159-167 
(1973). 

(3) Larson. R.).. “Estimation of 
Biodegradation Potential of Xenobiotic 
Organic Chemicals.” Applied 
Environmental Microbiology. 38' 1153- 
1181 (1979). 

(4) American Public Health 
Association. Standard Methods for the 
Examination of Water and Wastewater. 
Mth Ed. (American Public Health 


Association, Inc.: New York. 1975) pp. 
514-545. 

(5) AFNOR T-90-302 Test. Methode 
d evaluation en milieu aqueux de 
biodegra da hift Ve des prodnits 
organiques . (1977). 

(8) ISO TC 147 SC5 WG4. OECD 
Screening Tesr modified for the use of 
dissolved organic carbon analysis 
(1978). 

§ 796.3300 Simulation test—aerobic 
sewage treatment; coupled units test. 

(a) Introductory information — (1) 
Prerequisites. (I) Water solubility. 

(ii) The organic carbon content of the 
test material must be established. 

(2) Guidance information, (i) 
information on the relative proportions 
of the major components of the test 
material will be useful in interpreting 
the results obtained, particularly In 
those cases where the result lies close to 
the “pass level”. 

(ii) Information on the toxicity of the 
chemical may be useful to the 
interpretation of low results anti in the 
selection of appropriate test 
concentrations. 

(3) Qualifying statements, (t) The 
method is only applicable to those 
organic test materials which, at the 
concentration used in the test: 

(A) Are soluble in water to the extent 
necessary for the preparation of the test 
solutions. 

(B) Have negligible vapor pressure. 

(C) Are not inhibitory to bacteria. 

(D) Do not significantly adsorb on 
glass surfaces. 

(ii) This test is recommended by the 
OECD Expert Croup on Degradation/ 
Accumulation as a test for the 
determination of the ultimate 
biodegradability of test materials under 
conditions which stimulate treatment in 
an activated sludge plant. 

(c) Standard documents. This test 
guideline constitutes a modification of 
the OECD Confirmatory Test (OECD 
Environmental Directorate. Proposed 
Method for the Determination of the 
Biodegradability of Surfactants Used in 
Synthetic Detergents. Paris 1970, and 
Council Directive of Nov. 22.1973. nn 
the Approximation of the Laws of the 
Member States Relating to Methods of 
Testing the Biodegradability of Anionic 
Surfactants (73/405/EEC|. Official 
Journal of the European Communities 
No. 4 347/53 of Dec. 17.1973). The 
modifications are described in the 
references cited under paragraph (d) (4) 
and (5) of this section. 

(b) Method— (1) Introduction, purpose 
scope , relevance . application and limits 
of test (1) The purpose of the method is 
the measurement of the ultimate 
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hiodogradabillty of the water-soluble, 
nonvolatile organic compounds in an 
activated sludge plant model at a 
concentration corresponding to ^ 12 mg 
DOC/I (Dissolved organic carbon/litrc) 
(or approximately 40 mg COD/I 
(Chemical oxygen demand/liter)), 
twenty mg DOC/1 seem to be optimal. 

(ii) Definitions and units. (A) 
Definition of biodegradability: 


HR 


T-IE-RJ 

- X100 
T 


Where 

l)R degradation rate in percent DOC tor 
CODJ removal within the given mean 
retention time with respect to the test 
material 

T-concentration of the test material in mg 
DOC/litre (or mg COD/litro) 

I! DOC (or COD) concentration in the 
effluent of the test unit in mg DOC/litre 
(or mg COD/litro) 

F. y = DOC (or COD) concentration in the 

effluent of the blank unit in mg DOC/litre 
(or mg COD/litre) 

(B) Units. The degradation is stilted as 
the percentage DOC (or COD) remov al 
within the given retention lime with 
respect to the test material (percentage 
DOC [or percentage COD| removal). 

(iii) Reference substances. In some 
case9 when investigating a new 
substance reference substances may bn 
useful: however specific reference 
substances cannot yet be recommended. 

(iv) Principle of the test method. Two 
OECD Confirmatory Test units, he., 
model activated sludge plants, are 
operated in parallel whereby the 
parallelism is enhanced and assured by 
a transinoculation procedure. The test 
material is added to the influent 
(synthetic sewage) of one unit while the 
other is fed only with the synthetic 
sewage. The DOC (or COD) 
concentrations are measured in both 
effluents. The DOC (or COD) difference 


of these effluent values is due to non- or 
only partially degraded test material. 
The raw data obtained require a 
statistical procedure, i.e. the tolerance 
limits of the mean must be calculated in 
addition to the mean. 

(v) Quality criteria—( A) 
Reproducibility. The reproducibility of 
the results obtained by this method is 
satisfactory. 

(B) Sensitivity. A starting 
concentration of the test material 
corresponding to 12 mg DOC/litre (or 
approximately 40 mg COD/litre) 
constitutes the sensitivity limit at a 
mean retention time of 3 hrs: at a 6 hr 
mean retention time 9-10 DOC'litre 
an* sufficient. 

(C) Specificity. The method is 


applicable to the biodegradability 
evaluation of water-soluble, non volatile 
organic compounds. 

(D) Possibility of standardization. The 
test version with specific analyses for 
anionic and nonionic surfactants is 
standardized as the "OECD 
Confirmatory Test". 

(E) Possibility of automation. Parts of 
the test, e.g., the analysis, can be 
automated, although not the total 
procedure. 

(2) Description of the test procedure— 
(i) Preparations —(A) Apparatus (i}(/) 
OECD Confirmatory Test Units: The 
method employs two small activated 
sludge plants shown in the following 
Figure 1. and in greater detail in Figure 
2. for each biudegradability 
determination. 


A » STORAGE VESSEL 
B ■ DOSING DEVICE 

C • AERATION CHAMBER <31 CAPACITY) 
D • SETTLING VESSEL 
E * AIR LIFT 
F » COLLECTOR 
G« AERATOR 
H*AIR FLOW METER 


AIR 



1 


Figure 1—Schematic of OECD confirmatory test activated sludge unit. 
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Figure 2—Dimensions of OECD confirmatory test activated sludge unit. 



f/7) The equipment consists of a 
storage vessel (A) for synthetic sewage, 
dosing pump (B), aeration vessel (C). 
separator (D). air-lift pump (E) to recycle 
the activated sludge, and vessel (F) for 
collecting the treated effluent. 

(#i7) Vessels (A) and (F) must he of 
glass or suitable plastic and hold at 
least 24 litres. Pump (B) must provide a 
constant flow of synthetic sewage to the 
aeration vessel; during normal operation 
this vessel contains 3 litres of mixed 
liquor. A sintered aeration cube (G) is 
suspended in vessel (C) at the apex of 
the cone. The quantity of air blown 
through the aerator should be monitored 
by means of a flowmeter. 

(2) Carbon analyzer. 

(3) Membrane filtration apparatus and 
membrane filters with a pore width of 
1.2 pm. 

(4) Glassware as it is commonly 
needed for sample preparation. 

(5) Synthetic sewage: For the test a 
synthetic sewage is employed. Dissolve 
in each litre of tap water. 

(/) 160 mg peptone. 

(tf) 110 mg meat extract. 

{///) 30 mg urea. 

(/V) 7 mg NaCI. 

\v) 4 mg CaClrZH^O 

[vi] 2 mg MgSO«7HjO. 

(B) Inoculation. (7) A composite 
inoculum is used. 

(/) Inoculum from secondary e ffluent. 
The inoculum should be obtained from a 
secondary effluent of good quality 
collected from a treatment plant dealing 
with predominantly domestic sewage. 
The effluent must be kept under aerobic 
conditions in the period between 



sampling and use. To prepare the 
inoculum the sample is filtered through a 
coarse filter, the first 200 ml being 
discarded. The filtrate is kept aerobic 
until used. The inoculum must be used 
on the day of collection. 

(/'/) Inoculum from soil. 100 g of garden 
soil (fertile, not sterile) are suspended in 
1000 ml of chlorine-free drinking water. 
(Soils with an extremely large fraction 
of clay, sand or humus are unsuitable.) 
After-stirring, the suspension is allowed 
to settle for 30 minutes. The supernatant 
is filtered through a coarse filter paper, 
the first 200 ml being discarded. The 
filtrate is aerated immediately and until 
use. The inoculum must be used on the 
day of collection. 

[Hi] Inoculum from a surface w ater. A 
further partial inoculum is drawn from a 
mesosaprobic surface water. The 
sample is filtered through a coarse 
paper, the first 200 ml being discarded 
The filtrate is kept aerobic until used. 
The inoculum must be used on the day 
of collection. 

(2) Equal volumes of the 3 partial 
inoculum samples are united, mixed 
well, and the final inoculum drawn from 
this mixture. 

(ii) Procedure . (A) Initially, fill 
aeration vessels (C) and separator (D) of 
both units needed for one test with 
synthetic sewage. (It is strongly 
recommended that the synthetic sewage 
be prepared first in one batch. Then the 
storage vessels (A) of both units needed 
for one test are filled with the same 
synthetic sewage.) The height of 
separator (D) is so fixed that the volume 
contained in aeration vessel (C) is 3 


litres. Inoculation is made by 
introducing 3 ml of the composite 
inoculum, above. The aerator, air lift (E) 
and dosing device (B) are then set in 
operation. The synthetic sewage must 
pass through aeration vessel (C) at the 
rate of one litre per hour; this gives a 
mean retention time of 3 hours; a rate of 
one half litre per hour results in a mean 
retention time of 6 hrs. 

(B) The rate of aeration should be 
regulated so that the contents of vessel 

(C) are kept constantly in suspension 
while the dissolved oxygen content is at 
least 2 mg/I. Foaming must be prevented 
by appropriate means. Antifoaming 
agents which inhibit the activated 
sludge must not be used. Airlift pump (E) 
is set so that the activated sludge from 
the separator is continually and 
regularly recycled to aeration vessel (C) 
Sludge which has accumulated around 
the top of the aeration vessel (C), in the 
base of the settling vessel (D). or in the 
circulation circuit must be returned to 
the circulation at least once each day h> 
brushing or some other appropriate 
means. When sludge fails to settle, its 
density may be increased by addition of 
2-ml portions of a 5 percent solution of 
ferric chloride, repeated as necessary. 

(C) The effluent from separator (D) is 
accumulated in vessel (F) for 24 hours, 
following which a sample is taken after 
thorough mixing. Vessel (F) must be 
carefully cleaned. 

(D) In order to control the efficiency of 
the process the chemical oxygen 
demand (COD) or the dissolved organic 
carbon (DOC) of the filtrate of the 
effluent (especially of the blank unit) 
accumulated in vessel (F), is measured 
at least twice weekly, as well as that of 
the filtered synthetic sewage in vessel 
(A). 

(E) The reduction in COD or DOC 
should level off when a roughly regular 
daily degradation is obtained, i.e. at the 
end of the running-in period. 

(F) The dry matter content of the 
activated sludge in the aeration tank 
should be determined twice a week (in 
g/1). If it is more than 2.5 g/l, the excess 
activated sludge must be discarded. 

(G) The test is performed at room 
temperature; this should be steady and 
should be kept between 18 *C and 25 *C 

(H) Two OECD Confirmatory’ Test 
units are run parallel in the fashion 
described above. Sufficient stock 
solution (approximately 1 percent) of the 
test material is added to the influent of 
the test unit that the desired 
concentration of test material (- 
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approximately 10-20 mg DOC/I or 40 mg 
COD/1) In the synthetic sewage is 
obtained* The blank unit is fed only with 
synthetic sewage. 

(I) The coupling of the units is 
achieved by interchanging 1.5 litres— 
including sludge—from the activated 
sludge vessels between the two units 
once a day. In case of strongly 
adsorbing test materials 1.5 litres are 
drawn from the settling vessels and 
interchanged. 

(J) The DOC (or COD] concentrations 
of the effluents of the test (C) and blank 
(Eo) units are determined daily after 
membrane filtration (pore size 1.2 pm). 

(K) The working-in time should not 
exceed 6 weeks and the evaluation 
period should not be shorter than 3 
weeks, i.e.. about 20 determinations 
should be available for calculation of 
the final results. 

(iii) Analytical means. (A) 250 ml 
effluent samples are drawn and 
immediately membrane filtered (1.2 pm). 
The first half of the filtrate is discarded. 
The DOC (or COD) concentration is 
determined in the remainder. If the 
analysis cannot be performed on the 
same day. the sample is stored in a 
refrigerator, but only after membrane 
filtration. 

(B) The DOC concentrations are 
determined in duplicate with the carbon 
analyzer and the COD values according 
to APHA under paragraph (d)(1) of this 
section. The data are recorded on the 
following Figure 3 form sheet. 


Figure 3.—Form sheet for the OECD 
confirmatory test modified for the ap¬ 
plication of unspecific analyses 
(coupled units test.) 

Exp. No - ,_ 

Date of start of test_____ 

Test material__,_....__ 

Theoretical test concentration: 
mg active aubstance/litre (or 
mg/l of product). 

mg DOC/lit re...._ _ __ _____ 

mg COD/litre_..__ 

Inocul um- r .. , a _ 

Analysis or analytical Instru- __ 

ment 

Mean retention time: (h«)__ 

Volume being interchanged (v.l: _ 

(I/d). 

Daily throughput (v*)..____ _ 

Troniiinoculation out of activat¬ 
ed: 

Sludge vessels_ _ _ 

Settling vessel__. _ 


Remarks 



(c) Data and reporting —(1) Treatment 
of results . (i) The daily degradation 
rates DR ore calculated according to 

Equation J 


DR — 


T-CE-EJ 


- X100 

T 


(ii) For explanation of symbols, see 
Definitions and units, above. 

(iii) These daily degradation rates are 
corrected for the material transfer due to 
the transinoculation procedure with 
equation 2 for a 3 hr. or equation 3 for a 
6 hr. mean retention time. 

Equation 2 

8 100 

DR*-* - DR - — 

7 7 


Equation 3 

4 too 

DR*^ DR - — 

3 3 

(iv) The mean of the series of DR« 
values is calculated and in addition the 
standard deviation according to 
equation 4 


Equation 4 


V i (DR, - DR./ 
!_!-1. 

n - 1 


Whore 

•DR* ^Standard deviation of the series of DR* 
values 

DR* = mean of DR* value 
n=number of determinations 

(v) Outliers of the DR* series are 
eliminated according to Nalimov under 


paragraph (d)(2) of this section at the 95 
per cent probability level and the mean 
and the standard deviation of the 
outlier-free DR< data set recalculated. 
The final result is then calculated with 
equation 5 as 

Equation 5 

— U-t: a 

DR* = DR«± -— -DR* 

Vn 

Where: 

a = table* value of t for n value pairs of E 
and E* and statistical confidence P 
(P =1 -a) whereby P is set at 95 per cent. 

(A) Calculation of the results by 
computer, A computer program 
BILAH available from Henkel A.G. 
(Diisseldorf. FRC) performs the above 
calculations automatically and is 
recommended for use. The program is 
written in Fortran IV and has been 
tested on a Honeywell-Bull series 6000 
computer (Mark III Service). This 
program is designed for any 
continuous flow biodegradability test 
run with a transinoculation procedure 

(B) Calculation of the results by 
pocket calculator. The calculation 
described above can also be performed 
automatically by the programme BILAW 
for a pocket calculator (Texas 
Instruments 59 with printer). The 
programme instructions, the programme 
itself, and an example for a complete 
input and output are available from 

I lenkle A.C. (Diisseldorf. FRC) 

(2) Test report (i) The report must 
contain a statement referring to the 
analytical accuracy with respect to the 
particular test material. 

(ii) The result is stated as the mean 
with tolerance limits at the 95 percent 
probability level, the respective 
standard deviation and the number of 
data of the outlier-free DR* data set. e.g. 

DR t -98.6*2.3)% DOC removal. 

1^4.65 % DOC removal 
n=18 

(iii) The running-in time also 
constitutes pertinent information. 

(iv) Some indication of the general 
purification such as DOC or COD 
removal with respect to the total organic 
feed, especially of the blank unit, and 
the effluent concentrations of the latter 
must be provided. 

(v) All this information is summarized 
in the following Figure 4 report sheet: 
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Figure 4—Sample Reporting Sheet 

Date of Btorl of test. 

Test materiel: 

Tc*l concentration: 

mg AS/I (or mg/l product) 
mg DOC/I 
mg COD/1 

Result with respect to test mutcriul 
Mean and tolerance limits at the 95 per cent 
probability level: standard deviation and 
number of determinations (outlier*free): 

DR* = ( ) % DOC removal 

s= ( ) % DOC removal 

n* 

DR* = ( ) % COD removal 

( )% COD removal 

n» 

Working-in time: d 
Evaluation period: d 
Analysis: 

Analysis of instrument response: 

Analytical correctness with respect to test 
material: 

Percentage recover)' with respect to 
theory at cone ... mg DOC (or 
COD)/l 

General parameters . 

Mean retention time: hrs 
Volume being interchanged (vj: 1/d 
Daily throughput (vj: I/d 
Transinoculation out of: 
activated sludge vessel: 
settling vessel: 

Origin and preparation of inoculum: 

Mean organic dry matter: 

Test unit: g/t 
Blunk unit: g/l 

Mean DOC (COD) removal with respect to 
total organic load: 

Test unit: % DOC (or COD) removal 
Blank unit: % DOC (or COD) removal 
Effluent of blank unit 

Concentration: mg DOC/I 
Standard deviation: mg DOC/1 n: 
Concentration: mg COD/1 
Standard deviation: mg CODfl n: 


Remarks: 

(vi) Special observations, e.g 
“excessive formation of bulking sludge*’, 
are to be reported under “remarks”. 

(vii) Finally, a degradation diagram 
must be provided whereby the outliers 
in the evaluation period are not 
excluded in the graph. 

(d) Literature references . For 
additional background information on 
this test guideline the following 
references should be consulted: 

(1) “Oxygen Demand (chemical).*' 
Standard Methods for the Examination 
of Water and Waste Water. 14 Ed. 
American Public Health Association. 
American Water Works Association 
Water Pollution Control Federation. 
(1975) p. 550 

(2) Kaiser, R., and Cottschalk G., 
Elemcntare Tests zur Deurteilung von 
Messdaten . (Bibllographisches Institut: 
Mannheim. Wien. Zurich, 1971) p. 18. 


(3) Sachs. L. Statistische 
Auswertungsmcthoden . Springer-Verlog 
(1971) p. 111. 

(4) Fischer, W.K., Cerike, P.. 

Holtmann, W.. “Biodegradability 
Determinations Via Unspecific Analyses 
(chemical oxgen demand, dissolved 
organic carbon) in coupled units of the 
OECD Confirmatory Test. 1. The Test". 
Water Research, 9:1131-1135 (1975). 

(5) Cerike. P.. Fischer, W.K., and 
Holtmann, W. “Biodegradability 
Determination in Trickling Filter Units 
Compared with the OECD Confirmatory 
Test,** Water Research. 14:753 (1980). 

§ 796.3340 Inherent biodegradability: 
Modified SC AS test 

(a) Introductory information—(\) 
Prerequisites, (i) Water solubility. 

(ii) The organic carbon content of the 
test material must be established. 

(2) Guidance information . (i) 
Information on the relative proportions 
of the major components of the test 
material will be useful in interpreting 
the results obtained, particularly in 
those cases where the result lies close to 
the “pass level". 

(ii) Information on the toxicity of the 
chemical may be useful to the 
interpretation of low results and in the 
selection of appropriate test 
concentrations. 

(3) Qualifying statements . (i) The 
method is only applicable to those 
organic test materials which, at the 
concentration used in the test. 

(A) Are soluble in water (at least 20 
mg dissolved organic carbon/1). 

(B) Have negligible vapour pressure. 

(C) Are not inhibitory to bacteria. 

(D) Do not significantly adsorb on 
glass surfaces. 

(E) Are not lost bf foaming from the 
test solution. 

(ii) This test has been found suitable 
by the OECD Expert Group 
Degradation/Accumulation for 
determining the inherent 
biodegradability of organic chemicals 
under aerobic conditions. 

(4) Recommendations . Test chemicuts 
giving a result of greater than 20 per cent 
loss of DOC in this test may be regarded 
as inherently biodegradable, whereas a 
result of greater than 70 per cent loss of 
DOC is evidence of ultimate 
biodegradability. The use of a 
compound specific analytical technique 
on u C-labelIed test substance may 
allow greater sensitivity. In these last 
cases a lower level may be regarded as 
evidence of inherent biodegradability. 

(5) Standard documents. This Test 
Guideline has been based on the paper 
cited under paragraph (d) (1) of this 
section. 


(b) Method —(1) Introduction, purpose 
scope relevance , application and limits 
of test. (i){ A) The method is an 
adaptation of the Soap and Detergent 
Association semi-continuous activated 
sludge (SCAS) procedure for assessing 
the primary biodegradation of alkyl 
benzene sulfonate. The method involves 
exposure of the chemical to relatively 
high concentrations of micro-organisms 
over a long time period (possibly several 
months). The viability of the micro¬ 
organisms is maintained over this period 
by daily addition of a settled sewage 
feed. 

(B) Because of the tong detention 
period (36 hours) and the intermittent 
addition of nutrients the test does not 
simulate those conditions experienced 
in a sewage treatment plant. The results 
obtained with the test substance 
indicate that it has a high 
biodegradation potential, and for this 
reason it is most useful as a test of 
inherent biodegradability. 

(c) Since the conditions provided by 
the test are highly favorable to the 
selection and/or adaptation of mircro- 
organisms capable of degrading the test 
compound, the procedure may also be 
used to produce acclimatized inocula for 
use in other tests. The test is applicable 
to water soluble, non-volatile, organic 
chemicals that arc not inhibitory to 
bacteria at the test concentration. 

(ii) Reference substances. In some 
cases when investigating a new 
substance reference substances may be 
useful: however, specific reference 
substances cannot yet be recommended 
Data on several compounds used in ring 
tests are provided (see Annex) primarily 
so that calibration of the method may be 
performed from time to time and to 
permit comparison of results when 
another method is employed. 

(iii) Principle of the test methoii (A) 
Activated sludge from a sewage 
treatment plant i9 placed in an aeration 
(SCAS) unit. The test compound and 
settled domestic sewage are added, and 
the mixture is aerated for 23 hours. The 
aeration is then stopped, the sludge 
allowed to settle and the supernatant 
liquor is removed. The sludge remaining 
in the aeration chamber is then mixed 
with a further aliquot of test compound 
and sewage and the cycle is repeated. 

(B) Biodegradation is established by 
determination of the dissolved organic 
carbon content of the supernatant 
liquor. This value is compared with that 
found for the liquor obtained from a 
control tube dosed with settled sewage 
only. 

(iv) Quality criteria —(A) 
Reproducibility. The reproducibility of 
this modification of the method based 
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on removal of dissolved organic carbon 
has not yet been established. When 
primary biodegradation is considered, 
very precise data is obtained for 
materials that are extensively degraded. 
The results reported In reference (1) 
suggest 95 per cent confidence limits of 
less than ±3 per cent, and this includes 
intcrlaboratory tests. As would be 
expected, wider confidence limits ure 
obtained for less biodegradable 
materials. 

(B) Sensitivity . The sensitivity of the 
method largely depends on the precision 
of the determination of dissolved 
organic carbon and the level of test 
compound in the liquor at the start of 
each cycle. At the end of the aeration 
period about 10 mg/liter of dissolved 
organic carbon remain in the 
supernatant liquor of the control 
experiment. Assuming that the dissolved 
organic curbon determination is within 
±5 per cent and a level of 20 mg/litre of 
carbon as test material is added at the 
start of the aearation period, then the 
assessment of the extent of 
biodegradation should be within ±6 per 
cent for the range 00-100 per cent 
biodegradation. 

(C) Specificity. The method is 
applicable to any non-volatile, water 
soluble, organic compound. 

(D) Possibility of standardisation. 
Since the method uses a feed of real 
settled sewage, absolute 
standardization Is not possible unless 
this feed were replaced by on artificial 
one. However, since the method is 
designed to give an indication of the 
biodegradability potential of a chemical 
and is not a simulation test, such 
standardization is unnecessary. 

(E) Possibility of automation . 
Automation of this method would be 
possible but would be expensive. As the 
method i9 not labor intensive, the 
exercise would offer few advantages. 

(2) Description of the test procedure — 
(i) Preparations . (A) The aeration units 
are cleaned and fixed in a suitable 
support. The air inlet tubes are 
connected to the supply manifold. A 
small laboratory scale air compressor is 
used to aerate the units, and the air is 
presaturated with water to reduce 
evaporation losses from the units. 

(B) A sample of mixed liquor from an 
activated sludge plant treating 
predominantly domestic sewage is 
obtained. Approximately 150 ml of the 
mixed liquor are required for each 
aeration unit. 

(C) The organic carbon analyzer is 
calibrated using potassium hydrogen 
phthalate. 


(D) Stock solutions of the test 
compounds are prepared: the 
concentration normally required is 400 
mg/litre as organic carbon which gives a 
test compound concentration of 20 mg/ 
litre carbon at the start of each aeration 
cycle if no biogradegradation is 
occurring. 

(E) The organic carbon content of the 
stock solutions is measured. 

(il) Test conditions. A high 
concentration of aerobic micro¬ 
organisms is used, and the effective 
detention period is 36 hours. The 
carbonaceous material in the sewage 
feed is oxidized extensively within 8 
hours of the start of each aeration cycle. 
Thereafter, the sludge respires 
endogcneously for the remainder of the 
aeration period, during which time the 
only available substrate is the test 
compound unless this is also readily 
metabolized. These features, combined 
with duily reinoculation of the test when 
domestic sewage is used as the medium, 
provide highly favoruble conditions for 
both acclimatization and 
biodegradution. 

(iii) Performance of the test (A) A 
sample of mixed liquor from a suitable 
activated sludge plant is obtained and 
aerated during transportation to the 
laboratory. Each aeration unit is filled 
with 150 ml of mixed liquor and the 
aeration is started. After 23 hours, 
aeration is stopped, and the sludge is 
allowed to settle for 45 minutes. The tap 
is opened and 100 ml of the supernatant 
liquor withdrawn. A sample of settled 
domestic sewage is obtained 
immediately before use. and 100 ml are 
added to the sludge remaining in each 
aeration unit. Aeration is started anew. 
At this stage no test materials are 
added, and the units ore fed daily with 
domestic sewage only until a clear 
supernatant liquor is obtained on 
settling. This usually takes up to two 
weeks, by which time the dissolved 
organic carbon in the supernatant liquor 


**• biodegradation- 


Where 

Of ^concentration of test compound as 
organic carbon added to the settled 
sewage ut the start of the aerotlon 
period. 

0| = concentration of dissolved organic 

carbon found in the supernatant liquor of 
the test at the end of the aeration period. 


at the end of each aeration cycle should 
be less than 12 mg/litre. 

(BJ At the end of this period the 
individual settled sludges are mixed, 
and 50 ml of the resulting composite 
sludge ore added to each unit, 

(CJ100 ml of settled sewage are added 
to the control units and 95 ml plus 5 ml 
of the appropriate test compound stock 
solution (400 mg/1) to the test units. 
Aeration is started again and continued 
for 23 hours. The sludge is then allowed 
to settle for 45 minutes and the 
supernatant drawn off and analzed for 
dissolved organic carbon content. 

(I)) The fill and draw procedure under 
paragraph (b)(2)(iii)(A) of this section is 
repeated daily throughout the test. 

(E) Before settling it may be necessary 
to clean the walls of the units to prevent 
the accumulation of solids above the 
level of the liquid. A separate scraper or 
brush is used for each unit to prevent 
cross contamination. 

(F) Ideally, the dissolved organic 
carbon in the supernatant liquors is 
determined daily, although less frequent 
analysis is permissible. Before analysis 
the liquors are filtered through washed 
0.45 pm membrane filters and certifuged. 
Temperature of the sample must not 
exceed 40' C while it is in the centrifuge. 

(C) The length of the test for 
compounds, showing little or no 
biodegradation is indeterminate, but 
experience suggests thut this should be 
at least 12 weeks. 

(c) Data and reporting—{\) Treatment 
of the results . (i) The dissolved organic 
carbon results in the supernatant liquors 
of the test units and the control units are 
plotted against time. As biodegradation 
is achieved the level found in the test 
will approach that found in the control. 
Once the difference between the two 
levels is found to be constant over three 
consecutive measurements. 3 further 
measurements arc made and the 
percentage biodegradation of the test 
compound is calculated by the following 
equation: 

100|O T -(O l -O r H 

Or 


O c - concentration of dissolved organic 

carbon found in the supernatant liquor of 
the control 

(ii) The level of biodegradation is 
therefore the percentage elimination of 
organic carbon, under the following 
Figure 1: 
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Figure 1— Examples of Results of SCAS 
Test on Various Compounds Used in the 
OECO/EEC Ring Test 
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(iii) If from the outset there is no 
difference between the control and the 
test, or the difference between the two 
remains constant'at a level less than 
would be expected if no degradation 
had taken place, further tests are 
necessary to distinguish between 
biodegradation and adsorption. This 
may be done by using the supernatant 
liquors as a source of inoculum for tests 
such as the Sturm or the Closed Bottle 
Tests under 8 8 796.3200 and 796.3260. 

(d) Literature references* For 
additional background information on 
this test guideline the following 
references should be consulted: 

(1) “A Procedure and Standards for 
the Determination of the 
Biodegradability of Alkyl Benzene 
Sulphonate and Linear Alkylate 
Sulphonatc*\ Journal of the American 
Chemical Society* Vol. 42 (1965). p. 968. 

(2) (Reserved) 

§ 796.3360 Inherent btodegradabilrly: 
Modified Zahn-Wei lens test. 

(a) Introductory information —(1) 
Prerequisite . Water solubility. 

(2) Guidance information, (i) 
Information on the relative proportions 
of the major components of the test 
material will be useful in interpreting 
the results obtained, particularly in 
those cases where the result lies close to 
the “pass level”. 

(ii) Information on the toxicity of the 
chemical may be useful to the 
interpretation of low results and in the 
selection of appropriate test 
concentrations. 

(3) Qualifying statements, (i) The 
method is only applicable to those 
organic test materials which, at the 
concentration used in the test: 


(A) Arc soluble in water to the extent 
necessary for the preparation of the test 
solutions. 

(B) Have negligible vapour pressure. 

(C) Are not inhibitory to bacteria. 

(D) Do not significantly adsorb on 
glass surfaces. 

(E) Are not lost by foaming from the 
test solution. 

(ii) This test has been found suitable 
by the OECD Expert Croup 
“Degradation/Accumulation'* for 
determining the inherent 
biodegradability of orgunic chemicals 
under aerobic conditions. It has been 
tested in the OECD Laboratory 
Intercomparison Test Program (1978- 
1980). 

(4) Recommendations* Teat chemicals 
giving a result of greater than 20 percent 
loss of DOC (dissolved organic carbon) 
in this test may be regarded as 
inherently biodegradable, whereas a 
result of greater than 70 per cent loss of 
DOC is evidence of ultimate 
biodegradability. The use of a 
compound specific analytical technique 
on ^-labeled test substances may 
allow greater sensitivity. In these last 
cases a lower level may be regarded as 
evidence of inherent biodegradability. 

(5) Standard documents. This Test 
Guideline is based on a modification of 
the method cited under paragraph (d) (1) 
and (2) of this section. 

(bj Method —(1) Introduction, purpose . 
scope, relevance, application and limits 
of test (i)(A). The static test is a simple, 
reproducible method for evaluating the 
ultimate biodegradability of organic 
substances in water by micro-organisms 
in an aerobic milieu. 

(B) The static method is limited to the 
examination of the biodegradability of 
water soluble, non-volatile organic 
compounds. The compounds to be 
studied are used in concentrations 
corresponding to DOC-values in the 
range of 50-400 mg/litre or COD-values 
in the range of 100-1000 mg/litre 
(DOC=dissolved organic carbon: 

COD = chemical oxygen demand). 

(C) These relatively high 
concentrations have the advantage of 
analytical reliability. Compounds with 
toxic properties may delay or inhibit the 
degradation process. 

(ii) Definition and units. (A) The 
amount of degradation attained at the 
end of the test is reported as the 

“Biodegradability in the Static Test": 

(Cr-C.) 

- .100 

C* 


D t = biodegradation (%) at time T 


initial value (DOC or COD values in the 
test mixture calculated from the DOC or 
COD values in the stock solution, fmg/lj 
C T « DOC or COD values at time of sampling, 

Img/l] 

DOC or COD value of the blank. |mg/l) 

(B) The degradation rotes are rounded 
to the nearest full percent. 

(C) Percentage degradation is stated 
as the percentage DOC (or COD) 
removal of the tested substance. 

(iii) Reference substances. In some 
cases when investigating a new 
substance reference substances may be 
useful, however specific reference 
substances cannot yet be recommended 

(iv) Principle of the test method. 
Activated sludge, mineral nutrients and 
the test material as the sole carbon 
source in an aqueous solution ore placed 
together in a 1-4 litre glass vessel 
equipped with an agitator and an 
aerator. The mixture is agitated and 
aerated at 22 "C (±3*) under diffuse 
illumination or in a dark room for up to 
28 days. The degradation process is 
monitored by determination of the DOC 
(or COD) values in the filtered solution 
at daily or other appropriate regular 
time intervals. The ratio of eliminated 
DOC (or COD) after each interval to the 
value at the start is expressed as 
percentage biodegradation and serves 
as the measure for the rate of 
degradation at this time. The result is 
plotted versus time to give the 
biodegradation curve. 

(v) Quality criteria —(A) 
Reproducibility. Reproducibility has 
been proven in ring tests. Detection of 
<20 per cent; >20 to <70 per cent; >70 
per cent DOC-removal as required for 
testing inherent biodegradability is 
possible. 

(B) Sensitivity. The limits for 
sensitivity are given by the sensitivity of 
the carbon analysis (0.5-1 mg C/1) and 
the COD-analysis (5-10 mg 0>/l). 

(C) Specificity. Applicable for tests 
with water soluble (>100 mg/1), non¬ 
volatile organic substances. 

(D) Possibility of standardization. 
Standardization is possible. 

(F.) Possibility of automation. 
Automation of analysis is possible. 

(2) Description of the test procedure— 
(i) Preparations —(A) Reagents. (/) Test 
water drinking water with an organic- 
carbon content <5 mg/I. The 
concentration of calcium and 
magnesium ions together must not 
exceed 2.7 mole/1; otherwise adequate 
dilution with deionised or distilled 
water is required. 

(2) Sulfuric acid, analytic reagent 
(AJL) 50 g/L 

(3) Sodium hydroxide solution. A.R.. 
40 g/L 
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(4) Mineral nutrient solution: dissolve 
in une litre deionized water: 

38-5 g ammonium chloride. NFUCL 
A.R. 

3X4 g sodium chhydrugenphosphdte. 
NaHiPO, 2H 2 0. A R. 

8.5 g potassium dihydrogen phosphate, 
KltPa. A.R. 

21.75 g di-potassium mono- 
hydrogenphosphate K^MPO*. A.R. 

The mixture serves both as a nutrient 
compound and as a buffering system. 

(B) Apparatus. (/) Glass vessels with 
a volume of l—4 litre (e.g., cylindrical 
vessels). 

(2) Agitator with a glass or metal 
stirrer on a suitable shaft (The stirrer 
should rotate about 5 to 10 cm above the 
bottom of the vesseL) A magnetic stirrer 
with a 7-10 cm long rod can be used 
instead. 

(J) Class tube of 2-4 mm inner 
diameter to introduce air. The opening 
of the tube should be about 1 cm above 
the bottom of the vessel. 

(4) Centrifuge (at least 2000 rpm). 

(5) pll-meter. 

(<?} Or measuring instrument. 

(7) Paper filters. 

(#) Membrane filtration apparatus. 

(0) Membrane filters, pore size 0.2 pm. 
(JO) Analytical equipment for 
determining organic carbon content and 
chemical oxygen demand. 

(C) Preparation of the inoculum . (7) 
Activated sludge from a biological 
treatment plant is washed by 
(repeatedly) centrifuging or settling with 
testwater under paragraph (b)(2)(i)(B}(4) 
of this section. 

The activated sludge must be in an 
appropriate condition. Such sludge is 
available from a properly working 
sewage treatment plant. To get as many 
possible different species or strains of 
bacteria in special cases it may be 
preferred to make a mixture from 
different sources (e.g. different 
treatment plants, soil extracts, river 
waters, etc.). The mixture is to be 
treated as described under paragraph 
(b)(2)(i)(A) of this section. 

[2] For checking the activity of the 
activated sludge see Functional control, 
under paragraph (b)(2)(ii)(E)(7) of this 
section. 

(D) Preparation of the test solutions . 

(7) To the test vessel add 500 ml of test 
water 2.5 ml/litre mineral nutrient 
solution and activated sludge in an 
amount corresponding to 0.2-1.0 g/1 
(normally 0.2 or 1.0 g/l (The lower 
concentrations: 0.2 g dry matter of 
activated sludge litre and a DOC- 
concentration of 50 mg/1 are introduced 
to make the test instructions compatible 
with the instructions of the EMPA-Test 
(Switzerland) under paragraph(d)(4) of 


this section.)) dry matter in tb« final 
mixture. Add sufficient stock solution of 
the test materia) or of the waste water to 
1 m? tested that a DOC concentration of 
50-400 mg/I (normally 50or 400 mg/l 
( Ihe lower concentrations: 0.2 g dry 
matter of activated sludge/litre and a 
DOC-concentration of 50 mg/l are 
introduced to make the test instructions 
compatible with the instructions of the 
EMPA-Test (Switzerland) under 
paragraph(d)(4) of this section.)) results 
in the final mixture. The corresponding 
COD-values are 100-1000 mg/l Make up 
with test water to a total volume of 1-4 
litres. The total volume to lie chosen is 
dependent on the number of samples to 
be taken for DOC or COD determination 
and the volumes necessary for the 
analyHeal procedure. 

(2) Normally a volume of 2 litres ran 
be regarded as satisfactory. 

(2) At least one control vessel (blank) 
is set up to run in parallel with each test 
series; it contains only activated sludge 
and mineral nutrient solution made up 
with tes. water to the same total volume 
as in the test vessels. 

(4) Note: Before starting the test it is 
advisable to make certain with 
appropriate methods that no inhibition 
occurs at the chosen concentration of 
test material. Run the test with a smaller 
concentration if an inhibitory effect is 
found. 

(ii) Performance of the test (A) The 
test vessels are agitated with magnetic 
stirrers or screw propellers under diffuse 
illumination or in a dark room at 22 *C 
l±d m ). Aeration is accomplished by 
compressed air cleaned by a cotton 
wool strainer and a wash bottle if 
necessary. It must be ensured that the 
sludge does not settle and the oxygen 
concentration does not fall below 2 mg/ 

(B) The plf-value must be checked at 
regular intervals (for example daily) and 
adjusted to pH 7-0 with NaOH or 
H 2 SO«. if necessary. 

(C) Losses from evaporation are made 
up just before each sampling with 
deionized or distilled water in the 
required amounts. The best procedure is 
to mark the liquid level on the vessel 
before starting the lest and after each 
sampling (without aeration and stirring). 
The first samples are always taken 3 
hours after the start of the test in order 
to detect adsorption of test material by 
the activated sludge. 

(D) The elimination of the test 
material is followed by DOC- or COD- 
determinations made daily or at some 
other regular interval. The samples from 
the test vessel and the blank are filtered 
through a carefully washed paper filter. 
The first 5 ml of test solution-filtrate are 
returned to the test vessel. Sludges 


difficult to filter may be removed 
previously by centrifugation. DOC and 
COD determinations are made at least 
in duplicate. The test is run for up to 28 
days. 

(E) Note: Turbid remaining samples 
are filtered through membrane filters. 
The membrane filters must not release 
or adsorb any organic material 
Otherwise they an? to be purified by 
boiling in deionised water previously. 
For procedure in connection with 
adaptation processes, see paragraph 
(b)(2)(U)(E)(2) of this section. 

(1) Functional control . A vessel with a 
known substance should be run parallel 
with each test series in order to check 
the functional capacity of the activated 
sludge. For this purpose compounds, 
such as diethyleneglycol sodium 
benzoate, and aniline, are 
recommended. 

(2) Adaptation . (/) If analyses are 
carried out at relatively short intervals 
(e.g. daily), adaptation can be clearly 
recognized from the degradation curve 
(see Figure 2). 

(//) If the adaptation occurs in the 
final days of the test time, the test time 
can be prolonged until the degradation 
is finished. 

(J) Note: If a broader knowledge of 
the behaviour of the adapted sludge is 
needed, the same activated sludge is 
exposed once again to the same test 
material in accordance with the 
following procedure: 

(/) Switch off the agitator and the 
aerator and allow the activated sludge 
to settle. Draw off the supernatant 
liquid, fill up to 2 liters with test water, 
stir for 15 minutes and allow to settle 
again. After the supernatant liquid is 
drawn off again use the remaining 
sludge to repeat the test with the same 
test material in accordance with 
Preparation of test solutions and 
Performance of the test, above. The 
activated sludge can also be isolated by 
centrifuging instead of settling. 

(//) The adapted sludge may be mixed 
with fresh sludge to a total amount of 
0.2 -1 g dry weight/litre. 

(iii) Analytical means. (A) Normally 
samples are filtered through a carefully 
washed paper filter (for washing use 
deionised water). 

(B) Samples which remain are filtered 
through membrane filters (0.2 pm. 
diameter 25 mm). Membrane filters are 
suitable if it is assured that they neither 
release nor adsorb organic compounds. 
Otherwise the membrane filters must be 
purified from soluble organic material 
by boiling them 3 times in deionized 
water. The purified filters may be stored 
in water. 
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(C) The DOC concentration is 
determined twice in the sample filtrates 
(the first 5 ml are discarded) by means 
of the TOC instrument. If the filtrate 
cannot be analyzed on the same day. it 
must be stored in the refrigerator until 
the next day. Longer storage cannot be 
recommended. 

(D) The COD concentration is 
determined in the sample filtrates with a 
COD analytical set up by the procedure 
described under paragraph (d)(3) of this 
section. 

(c) Data and reporting —(1) Treatment 
of results . (i) DOC and COD 
concentrations are determined at least 
in duplicate in the samples according to 
Performance of the Test and Analytical 
means, above. The degradation at the 
time T is calculated according to the 
formula (with definitions) given under 


Definitions and units, under paragraph 
(b)(1)(ii) of this section. 

(ii) The degradation rates are rounded 
to the nearest full percent. The amount 
of degradation attained at the end of the 
test is reported as the "Biodegradability 
in the Static Test*'. 

(iii) Note: If complete degradation is 
attained before the test time is over and 
this result is confirmed by a second 
analysis on the next day. the test can be 
concluded. 

(2) Test report . (i) The test report 
comprises information about: 

(A) The test substance (name, 
structure, impurities, solubility, 
concentration, etc.). 

(B) The inoculum (sampling of the 
inoculum, concentration, status of 
adaptation). 

(C) The kind of anulysis. 


(D) The toxicity evaluations. 

(E) The functional control (calibration 
compound). 

(ii) The test results at different 
sampling times, are seen in the following 
example: 

Evaluation Example 

Organic compound: 4-Ethoxybenzoic 
acid 

Theoretical test concentration: COO 
mg/1 

Theoretical DOC: 390 mg/1 
Inoculum: Treatment plant of IIOECHST 
AG in Frankfurt/M.-Udchst 
Concentration: 1 g dry material/litre 
Adaptation status: not adapted 
Analysis: DOC determination 
Amount of sample: 3ml 
Functional control: Diethyleneglycol 
Toxicity of compound: No toxic effects 
below 1000 ppm (Garrdhrchentest) 


OOC‘ mg/l 


DOC • mg/1 


DOC rm t mg/l 


T&eu oortccuod 


Oegrad % 


DOC * mg/l DOC 1 rvrt mg/l 


Dagrad % 


3N 
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50 

63 

7.4 
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76 

70 
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2612 
2705 
2533 
2125 
1425 
350 
37 0 


300 

204 

2622 

2762 

2642 

2459 

2012 

1347 

280 

190 


3716 
3733 
360 0 
1936 
1439 
104 5 
569 
161 
200 


390 
3676 
3672 
3550 
167 5 
136 5 
932 
51 1 
11.1 
20 


87 

97 


♦ Mean value* O# locate Ootorrnnatorm 


(iii) A second part of the test report is 
made up by the biodegradation curve in 
the following Figures 1 and 2: 

Bit UNO COO€ 6S4O-50-M 
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(3) Interpretation/evaluation of 
results, (i) The degree of biodegradation 
attained at the end of the test after 28 
days or, if complete degradation is 
attained in less than 28 days, at an 
earlier time, is reported as “inherent 
biodegradability in the static test (after 
x days)*’. 

(ii) If the result of analysis of the first 
sample (3 h after starting the test) is 
significantly different from the 
theoretical value, the amount of 
deficient DOC is to be reported as 
“adsorbed by the activated sludge”. 

(iii) The significant points of the 
degradation curve are to be reported as 

(A) Adaptation-phase (days). 

(B) Degradation-phase (days). 

(C) Endpoint of degradation reached 
after * * * days (see paragraph (c)(2)(iii) 
of this section. 

(d) Literature references . For 
additional background information on 
this test guideline the following 
references should be consulted: 

(1) Zahn, R. und Wellens, H. "Ein 
einfaches Verfahren zur Priifung der 
biologischen Abbaubarkeit von 
Produkten und Abwasserinhaltssloffen.” 
Chemiker-Zeitung 98 (1974) p. 228-232 

(2) Umweltbundesamt: OECD-Ring- 
Test Programme on Detecting 
Biodegradability of Chemicals in Water, 
Berlin July 31, Test prescription No. 4. 
1978. 

(3) Standard Methods for the 
Examination of Water and Waste 
Water . 13th ed.. (No. 220), (American 
Public Health Association. 1971) pp. 
495-499. 

(4) Schefer. W„ “Bestimmung den 
biologischen Eliminierbackeit von 
Abwasser-Inhaltsstoffcn.” Forum- 
Studio-Hygiene 110 (1978). 

§ 796.3400 Inherent bkxfegradabitity In 
soil. 

(a) Introductory information— (1) 
Prerequisites . ,4 C-labeled material is 
required. 

(2) Guidance information. Information 
on the toxicity of the test compound is 
useful for the interpretation of the data 
obtained. The concentration of the test 
compound can then be adapted to this 
information. 

(3) Qualifying statements . The test is 
applicable to volatile or non-volatile, 
soluble or insoluble compounds which 
are not inhibitory to micro-organisms. 
The mineralization rate refers to the 
labeled carbonation only. Therefore, the 
location of the labelling within the 
structure and the specificity of the label 
need careful consideration. 

(4) Recommendations, (i) The results 
obtuined using the basic mineralization 
test may be supported by determination 
of the evaporation rate of the parent 


compound and some of possible volatile 
metabolites and by determination of soil 
extractable and nonextractable 
residues. Both optional tests arc 
described in this test guideline. 

(ii) Sometimes it is recommended that 
information about chemical degradation 
under anaerobic conditions be obtained. 
Therefore, in accordance with the 
description below, the biometer flask 
Tilled with the soil sample 
(preconditioning is not necessary), is 
flooded with water (2-3 cm layer) to 
protect against leakage, then evacuated 
and flushed with nitrogen several times. 
Degradation may be evaluated by 
means of measurements of methane gas 
and analysis of both water and soil for 
,4 C-content. 

(5) Standard documents. This test 
guideline is based on the method cited 
in paragraph (d)(1) of this section. 

(b) Method —(1) Introduction . purpose , 
scope . relevance, application and limits 
of test, (i) The method described in this 
test guideline is designed for the 
evaluation of the mineralization rale of 
a u C-labeled compound in soil. The 
method is applicable to volatile or non¬ 
volatile. soluble or insoluble compounds 
which are not inhibitory to micro¬ 
organisms. 

(ii) Definitions and units (A) Soil is a 
mixture of mineral and organic chemical 
constituents, the latter containing 
compounds of high carbon and nitrogen 
content and of high molecular weights, 
animated by small (mostly micro-) • 
organisms. Soil may be handled in two 
states: 

(7) Undisturbed, as it has grown with 
lime, in characteristic layers of a variety 
of soil types. 

(2) Disturbed, as it is usually sampled 
by digging and used in ihe test described 
here. 

(B) Mineralisation (in this context] 
means extensive degradation of a 
molecule during which a labelled carbon 
atom is oxidised quantitatively with 
release of the appropriate amount of 
"CO*. 

(iii) Reference substances . In some 
cases when investigating a new 
substance reference substances inuy be 
useful: however, reference substances 
cannot yet be recommended. Reference 
substances need not be employed in all 
cases when investigating a new 
substance. They may primarily be used 
so that calibration of the method may be 
performed from time to time and to 
permit comparison of results when 
another method is employed. 

(iv) Principle of the test method —(A) 
Basic test . (/) A small sample of soil is 
treated with the l4 C-labeled test 
chemical in a biometer flask apparatus. 
Release of "CO* from the test chemical 


is measured by means of alkali 
absorption and liquid scintillation 
counting. 

(2) Optional experiments include the 
following tests. 

(B) Evaporation test. When testing 
chemicals of a vapour pressure higher 
than 0.0133 Pa. a polyurethane foam plug 
is placed into the biometer flask 
apparatus to absorb the labelled volatile 
part of the parent compound and 
volatile metabolites for liquid 
scintillation counting. 

(C) Residue test . At the point of 50 per 
cent mineralization the test soil may be 
extracted. The extractable portion of the 
compound, und its metabolites 
remaining in the soil, may be determined 
by liquid scintillation counting. 
Furthermore, data on the bound residue 
part may be obtained by measuring the 

14 CO? released after combustion of the 
soil. 

(v) Quality criteria —(A) 
Reproducibility. Reproducibility is good 
if standard conditions, especially 
preconditioning of the soil, are strictly 
observed. 

(B) Sensitivity. The evaluation of 
sensitivity is not relevant because a 
moderate amount as 37-185 kBq ( 1-5 
jiCi) of l4 C-labelled test chemicals is 
used for each experiment. 

(C) Specificity . The method is only 
applicable if ,4 C-labelcd test chemicals 
are available. The specificity is very 
good. 

(D) Possibility of standardization. 

This procedure is standardized to a 
limited extent. The limitation is related 
to the difficulty of standardization of 
soil samples between laboratories. 

(E) Possibility of automation. Not 
foreseen. 

(2) Description of the test procedure — 

(i) Preparations —{A) Equipmcn t. (/) 
Liquid scintillation counter. 

(2) Oxidizer for combustion of 
radioactive material. 

(3) Ultrasonic bath, 500 ml. 

(4) Glassware: 250 ml Erlenmeyer 
flasks fused to 50 ml round bottom tubes 
(biometer flasks, see Figure 1): 25 ml 
syringes (e.g. Luer-lock); syringe needle 

15 gauge, 15 cm in length; 100 pi syringes 
(e.g. Hamilton); 25 ml graduated 
cylinders with stopper; 1 ml pipettes; 
soxhlet extraction apparatus; 
scintillation vials; polyurethane plugs. 30 
mm diameter. 30 mm length, density 16 
kg/m J . 

(B) Reagents—[1) Test substance: 14 C- 
labelled compounds are dissolved in 
water or acetone to give radioactivity of 
37-185 KBq (*1 -5 #iCi)/lOO j&L Using 
unlabelled material this solution is made 
up to the required concentration (e.g. 0.5 
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mg/100 plzxlO mg/kg soil, or depending 
on the toxicity of the substance). 

(2) Chemicals. 

(/) KOH, analytical grade, 0.1 N 
solution. 

(//) Acetone, analytical grade. 

(///] Methanol, analytical grade (for 
optional tests). 

l#V) n-Hexane. analytical grade (for 
optional test). 

(s ) Ascarite (A.H. Thomas Co. 
Philadelphia or equivalent). 

( 17 ) Scintillation cocktail. 

P) Soil 

(/) Alfisol: pH between 5.5 and 6.5 
organic C content between 1 and 1.5 
percent clay content (i.e. particles 
<0.002 mm in diameter) between 10 and 
20 percent cation exchange capacity 
between 10 and 15 nival. 

(ll) Spodosol: pH between 4.0 and 5.0 
organic C content between 1.5 and 3.5 
per cent day content <per cent cation 
exchange capacity clOmval. 

(///) Entisol: pH between 6.6 and 8.0 
organic C content between 1 and 4 per 
cent clay content between 11 and 25 per 
cent cation exchange capacity >10 
mvul. 

In special cases it is recommended that 
two additional soils be used: one with 
high silt-fraction (Diameter between 
0.002 and 0.063 mm) content, the other 
with a high clay content (30 per cent). 

Air dried test soil stored at a-4 *C is 
remoisturized to 40 per cent maximum 
water capacity. After incubation for 2 
weeks at 22 *C+2 # C In the dark it is 
ready for the experiments. 

(ii) Test conditions —(A) Test 
temperature. During the whole test 
period the flasks arc incubated in the 
dark at 22 *C±2 # C 

(B) Soil characterization data. (/) for 
determination of the pH value of the soil 
for selecting the soil type. 10 g air-dried 
soil are suspended in 25 ml 0.01 M 
CaCb 

[2] After standing overnight the 
sample is disturbed once more and 
measured in a potentiometric apparatus 
with a 0.1 M KCl electrode. Immediately 
before the measurement the instrument 
must be calibrated with two standard 
solutions within the measuring range of 
the sample values expected. 

W For determination of the organic 
carbon content of the soil for selecting 
the soil type, 1.0 g air-dried soil is 
heated with 15 ml ZM KjCrzOr and 20 ml 
IbSO* (analytical reagent, pc— 1.64 g/ 
cm 3 ) at 145-155 *C for 15 minutes. After 
cooling to room temperature sample 
volume is made up to 150 ml with 
distilled water. A 20 ml aliquot is 
measured spectrophotometrically, after 
centrifuging, in a 1 cm cuvette 31590 nm 
compared to distilled water. The self- 


destroying property of the K-Cr^Cb 
reagent must be determined by two 
blank samples. Calculation is conducted 
using the following equation: 


- lOOO^v jc) 

c • Ei ♦ (a, - a : • F) 


Where 

C=carbon content (%) 

V=gross volume (ml) 

E, = equivalent weight of Cr : G» (25.332) 

—equivalent weight of carbon (3.00(26) 

Rj-extinction at 590 nm and 1 an layer 
thickness 

F factor calculating KjCtiOi from CnO* 
c = concentration of Cr (g) per 100 ml 
1.9356) 

c sample weight (mg) 
ai 3 extinction coefficient of Cr (FIJ) ai is an 
average value from five single 
determinations for the calibration curve, 
each obtained by division uf E, by the 
amount of Cr>Oi (in g) 

05 *= extinction coefficient of Cr (V1J a* is an 
average value from two single 
estimations, each obtained by division of 
E» by the respective amounts of KjCr> 0 ». 

(4) For determination of particle size 
of the soil for selecting the soil type, 10.0 
g air-dried soil are reacted with 100 ml 
HjOj (15 per cent for 15 hours, then 
heated until CO* evolution is complete. 
Afterwards the suspension is left to 
stand overnight with 25 ml 0.4 N 

N JiPiiO?. then water is added to make it 
up to 250 ml and the solution Is sieved 
through a mesh of 0.2 mm width. The 
portion >0.2 mm is fractionated further 
by sieving. The smaller particles (silty 
fractions) are fractionated by 
homogenous partitioning of the particles 
in the aqueous medium, which is made 
up to 1000 ml with water in an 
elutriating cylinder. 

(5) 10 ml portions are removtxl by 
pipette from various heights of the 

cy Under after different sedimentation 
times; measurement of the dry weights 
of the suspended material in these 
portions yields the particle composition 
according to the following scheme: 
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(o’) For determination of the cation 
exchange capacity of the soil, in order to 
select the soil type, a glass column 15 
cm in length and 30 mm inner diameter 
is reduced in diameter at one end like a 
funnel. This side is stuffed with filter 
wool. About 1 cm quartz sand is strewn 
on the wool, followed by 10.0 g air-dried 


test soil, which is in turn covered by 
about 1 cm quartz sand. Above these 
layers comes 40 ml of a mixed solution 
(consisting of 100 g triethanolamine in 2 
I water (adjusted to ph 8.1 with HCI) 
plus 100 g BaCI 2 -2H 3 0 in 2 litres). After 

I h the solution is collected in an 
Erlenmyer flask of 250 ml. The 
procedure is then repeated. In addition. 
40 ml of a solution of 25 g BaCl?-2HaO in 

II are poured into the column. 

(7) After standing overnight, this 
solution is also collected and the column 
is washed with 100 rnl water. The 
combined eluates are titrated against 
HCI (bromocresol green plus methyl red 
as indicators) to measure H\ Ca*\ K\ 
Na\ For the determination of Ba** the 
column is leached in a similar mannner 
with 200 mil of 20 g MgCb-6! bO in 1 litre 
water. This cation is determined by 
flame absorption spectrophotometry. 

The cation exchange capacity is 
expressed as the sum of all the cation 
equivalents sorbed by 100 g soil. 

(iii) Performance of test —(A) Basic 
test. (/) Fifty grams of soil (dry weight 
basis) are placed into each Erlenmeyer 
part (H) of the biometer flask (see the 
following Figure 1). 100 pi of the 
radioactive test solution are added in 50 
drops over the whole soil surface (I) of 
each flask. Then, the soil is carefully 
mixed with a Pasteur pipette (from 
which the lower part is cut off) and left 
in the flask. 

Figure 1—Test flask 
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(2) In addition, an equivalent volume 
of test solution is placed in a 100 ml 
volumetric flask for direct determination 
of the added radioactivity. 

(J) The biometer flask is closed with a 
teflon-coated silicon rubber stopper 
through which an Ascarite filter (F) is 
inserted. The filter (F) is provided w ith a 
stopper and stopcock (G). The side tube 

(C) is sealed with a teflon stopper 
pierced by a 15-gauge needle (13). 15 cm 
long. The needle (B) is capped by a 
silicone rubber stopper (A), and its tip at 

(D) is covered with a short length of 
silicone tubing that remains in contact 
with the base of the side tube (C). 

(*) The unit is charged by injecting 10 
ml of alkali solution into the side tube 
(C) in the following manner the small 
stopper (A) is replaced by a calibrated 
Luer lock syringe containing 0.1 N KOli 
then the filter stopper on (F) is removed 
and the stopcock (G) is opened; the 
alkali solution is introduced through the 
needle (B) into the side tube (C); then 
the stopcock is closed; the syringe is 
removed: the small stopper (A) and filter 
stopper on (F) are then returned to their 
initial positions. The ,4 C-carbon dioxide 
produced is absorbed by the alkali. 

(5) To recover the 14 Cft-loaded alkali 
for liquid scintillation analysis, the 
procedure for charging each parallel unit 
at increasing time intervals after start of 
the experiment is performed in reverse 
order. Thereafter the side tube (C) is 
rinsed with 5 ml alkali. Before 
recharging the side tube (C) fresh alkali. 

3 volumes of 25 ml air are sucked 
through the system with the empty 
syringe to maintain the soil in an 
aerobic condition. A 1 ml aliquot of the 
alkali solution is taken for liquid 
scintillation counting. 

((7) Experiment duration times of 1. 2, 

4. 8. 16. 32 and—if necessary—64 days 
should be chosen for measurement. The 
test requires parallel determinations. 

The ’^COj radioactivity recovered is 
plotted versus time. This graph shows 
when to terminate the experiment. 
Incubation time is sufficient, when a 
total of 50 per cent CO. expressed as 14 C 
originally applied can be measured 
Incubation should be stopped after 
reaching 64 days, whether or not this 
value is obtained. 

(B) Optional tests —(7) Estimation of 
evaporation . If the volatility of a 
chemical is higher than 10“ § torr at 20 
*C, it is recommended thut a 3 cm 
diameter polyurethane foam plug be 
introduced into the arm E of the 
biometcr flask. This plug absorbs the 
volatile parent compound as well as 
volatile organic degradation products 
but does not absorb ^O*. The plugs are 
extracted in a soxhlet extraction 
apparatus with an n-hexane/methanol 


mixture (1/4), and aliquots are taken for 
liquid scintillation counting. 

(2) Determination of soil-extractable 
and non-extractable residues . (/*) In 
cases of relatively persistent chemicals 
(50 per cent mineralisation in 10 days), 
further information concerning the soil- 
extractable radioactivity (parent 
compound plus degradation products) 
and soil bound residues is 
recommended. 

(//) For this purpose two further 
biometer flasks in addition to the four 
others must be prepared. At the point of 
50 (or x-J percent mineralisation in the 
basic test, the soil in the two separate 
biometer flasks is extracted with 100 ml 
acetone (5 min ultrasonic treatment) 
followed by an extraction with methanol 
in the same manner. Aliquots of the 
combined extracts are taken for liquid 
scintillation counting. Other extract 
portions may be used—if necessary—for 
further identification studies. 

[Hi] Aliquots of the air dried soil are 
combusted to ,4 CO» and measured by 
liquid scintillation counting to determine 
the soil bound residues. 

(c) Data and reporting —(1) Treatment 
of results —(i) Basic test Radioactivity 
values for t4 CO» (average of 4 parallel 
experiments) obtained from the alkali 
solution after 1. 2, 4, 8.16. 32 and 64 
days are expressed as the percentage of 
test chemical (radioactivity) initially 
applied and are plotted in a graph 
versus time. The time at which 50 per 
cent of the radioactivity is recovered as 
14 CO* is considered to be the “50% 
mineralisation" level. If this level has 
not been reached by the 64th day. the 
data at this time are taken and 
expressed as "x-percent- 
mineralisation". 

(ii) Evaporation test. The radioactivity 
of vaporised (and trapped) original 
compound plus degradation products at 
the point of 50 (or x-J percent 
mineralisation is extracted, measured 
and interpreted as the percentage of 
volatilisation at the point of 50 (or x-) 
percent-mineralisation. 

(iii) Residue test. Radioactivity values 
for extractable and non-extractable 
residues of the parent compound plus 
degradation products obtained after the 
extraction procedure of the soil at the 
point of 50 (or x-) percent mineralisation 
are given. 

(2) Test report. The report of the 
degradability of a test chemical must 
include; 

(i) Name of the test chemical, formula. 

(ii) Amount applied, if not standard. 

(iii) Exact characteristic data of the 
soil used. 

(iv) Dates of the performance of the 
measurements. 


(3) Interpretation and evaluation of 
results. The results are artificial because 
they are obtained with disturbed soil. 
However, since standardised soils are 
used, the test data are intercomparable 
and enable the experimentator to group 
relatively the chemicals tested within 
one scale for this property. 

(d) Literature references. For 
additional background information on 
this test guideline the following 
references should be consulted: 

(1) Bartha. R.. and Pramer D„ Soil 
Science 100: 68-70 (1965). 

(2) Soil Survey Staff. U S Department 
of Agriculture. Soil Taxonomy 
Handbook No. 436, (Washington. DC, 
1975). 

(3) Butler. B.E.. Soil Classification for 
Soil Survey. (Oxford, 1980) p. 129. 

5 796.3480 Complex formation ability in 
water. 

(a) Introductory informal ton. 
(Polarographic Method) 

(1) Prerequisites. (i) Suitable 
analytical method. 

(ii) Water solubility. 

(iii) Dissociation constant. 

(2) Guidance information. Structural 
fomulu. 

(3) Qualifying statement . (i) This 
method is applicable only if the water 
solubility is higher than 10' 1 M. 

(ii) This method should be applied to 
pure substances. 

(iii) This method is not applicable to 
the determination of mercury 
complexes. 

(4) Standard documents. This Test 
Guideline is based on the consensus 
method of polarography. 

(b) Method —(1) Introduction, purpose, 
scope, relevance, application and limits 
of test (iMA) The ability of a new 
chemical to form soluble metal 
complexes may increase the availability 
to food chains of metals that might 
otherwise become inaccessible, e.g. by 
incorporation in sediments. This is of 
outstanding importance in the case of 
cadmium, copper, cobalt, chromium, 
lead and zinc. The ability of a substance 
to form complexes with the above 
metals can be assessed by means of 
polarographic techniques which allow 
the determination of stability constants 
for some complexes. 

(B) The polarographic method can be 
applied to substances with a water 
solubility greater than 10“ # M. Direct 
measurement of the shift in half-wave 
potential Et i* can be made, provided 
that reactions at the dropping- mercury 
electrode occur reversibly. With suitable 
modifications, irreversible coses can 
occasionally be dealt with. For example, 
the Gelling's method under paragraph 
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(d)(6) of this section can be applied to 
calculate Ei j values for a reversible 
process from irreversible reduction data. 
For quasi-rcversiblc systems the method 
proposed by Graburic et al. under 
paragraph (d)(6) of this section may be 
conveniently used. 

(C) Two or more ions may be 
determined successively, if their half¬ 
wave potentials differ by at least 0.4 V 
for univalent ions and 0.2 V for bivalent 
ions, provided that their concentrations 
are approximately equal. 

|U) When a substance forms a series 
of complexes with a metal ion. the 
determination of stability constants for 
intermediate species is also possible, 
but generally not necessary for 
environmental assessment. With strong 
chelating agents care must be taken not 
to overload the system (i.e. that not all 
metal is in the complex form). 

(ii) Definitions and units, (A) The 
potential E of the dropping*mercury 
electrode is given by the equation 


K=B^ In —' 
nF (MJ 

Where 

F. Q is the standard electrode potential. 

R is the gas constant. 

T the absolute temperature. 
n the number of electrons involved in the 
electrode process. 

F the Faraday constant and 
|M # J and [MJ the concentrations of simple 
metals in the amalgam and at the 
electrode surface, respectively. 

|B) The equation given above implies 
that the diffusion coefficients of the free 
metal ions and the complexed ones are 
equal. 

(C) The stability constant for the 
complexalion reaction 

M"* + p.V'* •MXJn - pb) + 
is given by 

K tMXJn -pbl+l 

|Mr||X*T 

Where 

p it the co-ordination number. 

(D) The complex formation constant 
depends on the temperature and 
diffusion coefficient. 

(E) By combination of the above 
equations, the following relation is 
obtained, which is valid for the 
reversible reduction of a complex 
species at 25 *C: 


0.0S91 

Ei tog k |X| P 
n 

Where 

Ei * is the half-wave potential of the 
complex. 

E» that of the metal ion in the absence of 

completing agents, and 

|X| the concentration of live test compound. 

(F) SI unit of the half-wave potential is 
volt [VJ. 

(iii) Reference substances. The 
following reference substances need not 
be employed in al) cases when 
investigating a new substance. They are 
primarily provided so that calibration of 
the method may be performed from time 
to time and to offer the chance to 
compare the results when another 
method is applied. 

(A) ethylenediaminetetraacetic acid 
(KUTA). 

(B) nitrilotriacetic acid (NTA). 

(C) thioglycolic acid. 

(D) o-nitrophenol. 

(iv) Principle of the test method. This 
method is based on the fact that the 
reduction potentials of metal ions are 
shifted, usually to more negative values, 
as a result of complex formation. A 
positive shift can also occur, but only if 
another metal ion is present in the 
solution that is capable of binding to 
excess complex-forming agent. The 
potential at the point on the 
polarographic wave where the current is 
equal to one half of the diffusion current 
is termed the “half-wave potential" 

(Ei /i).Thi9 parameter is a characteristic 
constant for each metal ion. In the 
presence of a complex-forming 
substance the extent of the E, u shift 
depends on its concentration as well as 
on the stability of the complex. 
Measurements of Ei * as a function of 
substance concentrations permit the 
calculation of both the formulae and the 
stability constants of some metal 
complexes. It is assumed that the E. 
shift is entirely due to complex 
formation, with no contribution from 
liquid function potential. 

(v) Quality criteria —(A) 

Repeatability . Under normal conditions 
(particularly when working with metal 
ions in the concentration range 10~ J to 
10 4 M the repeatability can be as good 
as ±2 per cent. The temperature 
coefficient is about 1.5-2% per *C. 

Precise measurements therefore require 
temperature control to within ±0.2 *C. 

(B) Sensitivity, This depends upon the 
particular procedure adopted. Generally, 
metal ion concentrations down to 10' 1 
M can be determined. 

(C) Specificity, The method can be 
applied to substances which are capable 


of forming stable aqueous solutions at 
concentrations greater than 10~ 4 M. 

(U) Possibility of standardization. 

Yes. 

(E) Possibility of automation. Not 

known. 

(2) Description of the test procedure — 
(i) Preparations, Suitable polarographic 
apparatus has been fully described in 
the literature under paragraph (d)(1) 
through (8) of this section. 

(ii) Test conditions. (A) The mercury 
used in the dropping electrode should be 
at least redistilled commercial grade 
and should be Fitiered before use. 
Solutions to be tested need to be well- 
buffered under paragraph (d) (4) of this 
section. High-quality pure nitrogen 
should be used to de-oxygenate 
solutions for 10 to 15 minutes before 
determining the current-electrode 
potential curve. 

(B) A minimum of four known 
concentrations of the chemical being 
tested should be investigated with a 
known concentration of metal ions. 
Solutions are most conveniently 
prepared directly w ithin the 
polarographic cell by means of a 
precision burette. The chemical being 
tested should normally be present in at 
least a 25-fold excess over the metal ion 
concentrations so that its concentration 
at the electrode surface w ill be 
essentially the same as in the solution 
bulk. The current should be measured at 
applied potentials In the range -0.2 V to 
-1.0 V. 

(C) Jn order to detect complexes 
which form slowdy, it is necessary to 
allow the solutions to stand under a 
nitrogen atmosphere for a minimum 
period of 24 hours and, by re¬ 
examination of a sufficient number of 
samples, to ensure that complex 
formation was complete at the time of 
originu! measurements. 

(D) The use of buffers and the use of 
surface-active substances to suppress 
polarographic maxima should be 
carefully considered, in order to avoid 
undesirable effects on the chemical 
reaction-controlled current as well as on 
the polarographic wave slope. 

(iii) Performance of the test. The 
performance of the polarographic 
technique has been fully described in 
the literature paragraph (d) (1) through 
(8) of this section. The test should be ran 
at 25 # C (±0.2 *C). 

(c) Data and reporting—i\) Treatment 
of results. The stability constant K can 
be easily determined by plotting E f i2 
versus log |X|P and extrapolating to 
|XJ = 1.0 M. If a straight line is obtained 
(whose slope is therefore 0.0591 /n) the 
formation of a 1:1 complex is assumed. 
Smooth curves may be caused either by 
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reaction irreversibility or by formation 
of two or more complex species in 
equilibrium with each other. In this last 
case it is necessary to apply the method 
by De Ford and Hume paragraph (d) (8) 
of this section to calculate stepwise 
formation constants. 

(2) Test report, (i) The test report 
should list for each metal ion 
investigated the half-wave potential 
Et a, co-ordination number and overall 
stability constant. 

(ii) In addition, the following should 
also be reported: 

(A) Type of polarisable micro¬ 
electrode. the reference electrode and. in 
the case uf the dropping mercury 
electrode, the flow rate in mg/sec and 
drop time. 

(B) IR correction (if applied). 

(C) Maxima suppressors (if used). 

(D) Supporting electrolyte. 

(E) Buffer. 

(F) Temperature of measurement. 

(G) Total ionic strength. 

(H) Technique applied (pilot ion. 
standard addition, or other). 

(I) Technical difficulties encountered. 

(J) Estimate of accuracy. 

(K) Polarographic technique employed 
(e.g.. DC-, AC. polarography. single 
sweep polarography. radio frequency 


polarography or square-wave 
polarography). 

(3) Interpretation and evaluation of 
results, (i) Stability constants 
determined for a new substance can be 
compared with literature values for 
standard substances (see Reference 
substances, ubove) and used therefore 
to evaluate the strength of its 
complexing ability. 

(ii) The system is physically 
meaningful if (A) the value of the 
stability constant is positive and (B) the 
standard error is less than the constant 
(the t-test should be used as a criterion). 

(iii) If data are not significant, it is 
necessary to use methods based on 
different physicochemical principles, 
such as spectrophotometry or nuclear 
magnetic resonance spectrometry. 

(d) Literature references. For 
additional background information on 
this test guideline the following 
references should be consulted: 

(1) Vogel. AJ., Basset.). Vogel's 
Textbook of Qualitative Inorganic 
Analysis. Chapter XIX. 4th Ed. (Wiley: 
New York. 1978). 

(2) Crow. D.R.. Westwood, J.V., "The 
Study of Complexed Metal Ions by 
Polarographic Methods". Quarterly 
Review 19 :51 (1965). 


(3) Irving. H., 'The Stability of Metal 
Complexes and Their Measurement 
Polarogrophicaily." Advances ih 
Polarography Proceedings of the 2nd 
International Congress, Ed. I S. 

Langmuir (Pergamon Press. 1960). 

(4) Perrin. D.D.. Dempsey. B., Buffer 
for pH and Metal Ion Controls. 
(Chapman and Hall: London, 1974). 

(5) "Stability Constants of Metal-ion 
Complexes," Part B, Organic Ligands. 
Compiled by D.D. Perrin, 1UPAC 
Publication on Chemical Data Series. 

No. 22 (Pergamon Press. 1979) 

(6) Crabaric, B.. Tkalcec, M.. Piljac, I.. 
Filipovic, I.. Simeon. V., "Numerical 
Evaluation of Complex Stability 
Constants from Polarographic Data for 
Quasi-Reversible Processes," Ana/ytica 
Chimica Acta 74: 147, (1975). 

(7) Piljac, L, Grabaric, B., Filipovic,!., 
"Improved Technique for Determination 
of Stability Constants by Polarographic 
Method," Journal of Electroanalytical 
Chemistry Intcrfacial Electrochemistry\ 
42:433 (1973). 

(8) De Ford. D.D.. Hume. D.N.. 'The 
Determination of Consecutive Formation 
Constants of Complex Ions from 
Polarographic Data." American 
Chemical Society Journal 7.7:5321 (1951). 
|FR Doc. 85-23077 Filed 9-28-85; 8:45 am) 
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DEPARTMENT OF LABOR 

Employment Standards 
Administration, Wage and Hour 
Division 

Minimum Wages for Federal and 
Federally Assisted Construction; 
General Wage Determination 
Decisions 

General wage determination decisions 
of the Secretary of Labor specify, in 
accordance with applicable law and on 
the basi9 of information available to the 
Department of Labor from its study of 
local wage conditions and from other 
sources, the basic hourly wage rates and 
fringe benefit payments which are 
determined to be prevailing for the 
described classes of laborers and 
mechanics employed on construction 
projects of the character and in the 
localities specified therein. 

The determinations in these decisions 
of such prevailing rates and fringe 
benefits have been made by authority of 
the Secretary of Labor pursuant to the 
provisions of the Davis-Bacon Act of 
March 3,1931. as amended (46 Stat. 

1494, as amended 40 U.S.C. 276a) and of 
other Federal statutes referred to In 29 
CFR 5.1 (including the statutes listed at 
36 FR 306 (1970) following Secretary of 
Labor’s Order No. 24-70) containing 
provisions for the payment of wages 
which are dependent upon 
determination by the Secretary of Labor 
under the Davis-Bacon Act; and 
pursuant to the provisions of part 1 of 
subtitle A of title 29 of Code of Federal 
Regulations Procedure for 
Predetermination of Wage Rates. 48 FR 
19533 (1963) and of Secretary of Labor s 
Orders 9-83, 48 FR 35736 (1983). and 6- 
64, 49 FR 32473 (1984}. The prevailing 
rates and fringe benefits determined in 
these decisions shall. In accordance 
with the provisions of the foregoing 
statutes, constitute the minimum wages 
payable on Federal and federally 
assisted construction projects to 
laborers and mechanics of the specified 
classes engaged on contract work of the 
character and in the localities described 
therein. 

Good cause is hereby found for not 
utilizing notice and public procedure 
thereon prior to the issuance of these 
determinations as prescribed in 5 U.S.C. 
553 and not providing for delay in the 
effective date as prescribed in that 
section, because the necessity to issue 
construction industry wage 
determination frequently and in large 
volume causes procedures to be 
impractical and contrary to the public 
interest. 


General wage determination decisions 
are effective from their date of 
publication in the Federal Register 
without limitation as to time and are to 
be used in accordance with the 
provisions of 29 CFR Parts 1 and 5. 
Accordingly, the applicable derision 
together with any modifications issued 
subsequent to its publication date shall 
be made a part of every contract for 
performance of the described work 
within the geographic area indicated as 
required by an applicable Federal 
prevailing wage law and 29 CFR Part 5, 
The wage rates contained therein shall 
be the minimum paid under such 
contract by contractors and 
subcontractors on the work. 

Modifications and Supersedeas 
Derisions to General Wage 
Determination Decisions 

Modifications and supersedeas 
decisions to general wage determination 
decisions are based upon information 
obtained concerning changes In 
prevailing hourly wage rates and fringe 
benefit payments since the derisions 
were issued. 

The determinations of prevailing rates 
and fringe benefits made in the 
modifications and supersedeas 
decisions have been made by authority 
of the Secretary of Labor pursuant to the 
provisions of the Davis-Bacon Act of 
March 3,1931. as amended (46 Stat. 

1494. as amended. 40 U.S.C. 276a) and of 
other Federal statutes referred to in 29 
CFR 5.1 (including the statutes listed at 
36 FR 306 (1970) following Secretary of 
Labor’s Order No. 24-70) containing 
provisions for the payment of wages 
which are dependent upon 
determination by the Secretary of Labor 
under the Davis-Bacon Act; and 
pursuant to the provisions of Part 1 of 
Subtitle A of Title 29 of Code of Federal 
Regulations Procedure for 
Predetermination of Wage Rates. 48 FR 
19533 (1963) and of Secretary of Labor's 
Order 6-84, 49 FR 32473 (1984). The 
prevailing rates and fringe benefits 
determined in foregoing general wage 
determination decisions, as hereby 
modified, and/or superseded shall, in 
accordance with the provisions of the 
foregoing statutes, constitute the 
minimum wages payable on Federal and 
federally assisted construction projects 
to laborers and mechanics of the 
specified classes engaged in contract 
work of the character and in the 
localities described therein. 

Modifications and supersedeas 
decisions are effective from their date of 
publication in the Federal Register 
without limitation as to time and are to 


be used in accordance with the 
provisions of 29 CFR Parts 1 and 5. 

Any person, organization, or 
governmental agency having an interest 
in the wages determined as prevailing is 
encouraged to submit wage rate 
information for consideration by the 
Department. Further information and 
self-explanatory forms for the purpose 
of submitting this data may be obtained 
by writing to the U.S. Department of 
Labor. Employment Standards 
Administration. Wage and Hour 
Division. Office of Program Operations. 
Division of Wage Determinations, 
Washington. D.C. 20210. The cause for 
not utilizing the rulemaking procedures 
prescribed in 5 U.S.C. 553 has been set 
forth in the original General 
Determination Decision. 

Modification to General Wage 
Determination Decisions 

The numbers of the decisions being 
modified and their dates of publication 
In the Federal Register are listed with 
each State. 


Arkansas: AR84-4Q90.. fan. 13. 1984 

California: CA85-5035.. Sept. 6. 1985 

Iowa. 

IA84-4031..May 11. 1984 

IA84—4109___„ Dec 21. 1984 

LA84~4942.....«.... |une 15. 1984 

Kansas: 

KS84-4052.«..._ _ _ Aug. 24. 1984 

KS84-405J--— Do. 

KS84-4107-- Dec. 14. 1984 

New Jersey: 

NJ85-3031. Aug. 2. 1985 

NJ85-3032.. July 19.1985 

New Mexico: NM85-4014....... June 14. 1985 

Nevada: NV84-5014.,~.. June ft, 1984 

New York: NY85-3039...- July 26.1985 


Supersedeas Decision to General Wage 
Determination Decisions 

The numbers of the decisions being 
modified and their dates of publication 
in the Federal Register are listed with 
each State. Supersedeas decision 
numbers are in parentheses following 
the numbers of the decisions being 
superseded. 

Iowa: 1A82-4044 (tAftS- Aug. 27. 1982 
4040). 

Maryland: MD85-3052 Sept. 13. 1965. 
(MD85-3053). 

Signed at Washington. D.C this 2filh day ot 
September 1985. 

James L Valin. 

Assistant Administrator 

0ILUMO COOt 4510-27-M 
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DEPARTMENT OF THE INTERIOR 
Fish and Wildlife Service 
50CFR Part 17 

Endangered and Threatened Wildlife 
and Plants; Review of Plant Taxa for 
Listing as Endangered or Threatened 
Species 

agency: Fish and Wildlife Service?. 
Interior. 

action: Notice of review. 

summary: Hie Service issues an 
updated notice of vascular plant taxa 
native to the United States that are 
being reviewed for possible addition to 
the List of Endangered and Threatened 
Plants under the Endangered Species 
Act of 1973, as amended. Changes from 
previous notices primarily involve 
additions of taxa to and deletions of 
taxa from active consideration, changes 
in category for candidate taxa, and 
additions and deletions in State 
distributions. While it is prudent to tuke 
candidate taxa into account in 
environmental planning, none of the 
substantive or procedural provisions of 
the Act apply to a species that is 
designated as a candidate for listing. 

date: Comments are requested until 
further notice. 

addresses: Interested persons or 
organizations should submit comments 
to the appropriate Regionul Directors) 
below or to: Director (OF.S1. 500 Broyhill 
Building. U.S. Fish and Wildlife Service, 
Washington, D C. 20240. Comments and 
materials relating to this notice are 
available for public inspection by 
appointment during usual business 
hours at the Service’s Office of 
Endangered Species, Suite 500, 1000 
North Glebe Road, Arlington, Virginia. 

information relating to particular taxa 
may be obtained from the Endangered 
Species Coordinator^) in the 
appropriate Service Regional Office(s) 
listed below: 

Region 7.—California. Hawaii, Idaho, 
Nevada. Oregon, Washington, and 
Pacific territories 

Regional Director (ARD/FA), U.S. Fish 
and Wildlife Service, Suite 1692, 
Lloyd 500 Building. 500 N.E. 
Multnomah Street, Portland, Oregon 
97232, Telephone: 503/231-6131 
(FTS: 8/429-6131); 

Region 2, —Arizona. New Mexico, 
Oklahoma, and Texas 
Regional Director (ARD/AFF). U.S. 
Fish and Wildlife Service. 500 Gold 
Avenue. S.W.. Albuquerque. New 
Mexico 87103, Telephone: 505/7f>6- 
3972 (FI'S: 8/474-3972); 


Rtgion J.—Illinois, Indiana, Iowa. 
Michigan, Minnesota, Missouri, 
Ohio, and Wisconsin 
Regional Director (ARLl/AFF). U.S. 
Fish and Wildlife Service, Federal 
Building, Fort Snelling. Twin Cities, 
Minnesota 55111, Telephone: 612/ 
725-3276 (FI'S: 8/725-3276): 

Region 4.—Alabama, Arkansas. Florida. 
Georgia. Kentucky, Louisiana, 
Mississippi. North Carolina, South 
Carolina. Tennessee, Puerto Rico, 
and the Virgin Islands. 

Regional Director (ARD/FA), U.S. Fish 
and Wildlife Service, The Richard 
B. Russell Federal Building, 75 
Spring Street S.W.. Atlanta, 

Georgia 30303, Telephone: 401/221- 
3583 (FTS: 8/242-3583); 

Region 5.—Connecticut, Delaware. 
District of Columbia. Maine. 
Maryland. Massachusetts. New 
Hampshire. New Jersey, New York. 
Pennsylvania, Rhode Island. 
Vermont, Virginia, and West 
Virginia 

Regional Director (ARD/FA). U.S. Fish 
and Wildlife Service, Suite 700, One 
Gateway Center. Newton Comer, 
Massachusetts 02158. Telephone: 
017/965-5100. ext. 316 (FTS: 8/829- 
9316. 7, 8); 

Region 6. —Colorado. Kansas, Montana, 
Nebraska. North Dakota. South 
Dakota. Utah, and Wyoming 
Regional Director (ARD/FA). US. Fish 
and Wildlife Service. P.O. Box 
25480, Denver Federal Center. 
Denver. Colorado 80225, Telephone: 
303/230-7398 (FTS: 8/776-7398); 
Region 7 ,—Alaska 
Regional Director (ARD/AFF), U.S. 
Fish and Wildlife Service, 1101 East 
Tudor Road, Anchorage, Alaska 
09503, Telephone: 907/786-3435 
(FI'S: 8/007/786-3435). 

FOR FURTHER INFORMATION CONTACT: 
Endangered Species Coordinator(s) In 
the appropriate Regional Office(s). or 
Mr. John L Spinks. Jr.. Chief. Office of 
Endangered Species, U.S. Fish and 
Wildlife Service. Washington. D.C. 

20240, Telephone: 703/235-2771 (FTS: 8/ 
235-2771). 

SUPPLEMENTARY INFORMATION: 

Background 

The Endangered Species Act of 1973, 
as amended (Act), requires ihe Service 
to identify species of wildlife and plants 
that are endangered or threatened, 
based on the best available scientific 
and commercial data. Recognizing a 
special need to focus on the 
conservation of endangered and 
threatened plants, which had not 
pre\ iously been eligible for Federal 
protection, the 1973 Act directed the 


Secretary of the Smithsonian Institution 
to prepare a report on endangered and 
threatened plant species and to 
recommend necessary conservation 
measures. The Smithsonian n?port, 
published as House Document No. 94- 
51. included a list of more than 3,000 
native taxa. The Service published a 
notice on July 1.1975 (40 FR 27823), in 
which it announced that this report had 
been accepted as a petition under the 
terms of the Act. and that the taxa 
named in the report and notice were 
being reviewed for possible inclusion in 
the Ust of Endangered and Threatened 
Plants. 

A revision of the Smithsonian's repor t 
was published in 1978 as a book: E.S. 
Ayensu and R.A, DoFilipps, Endangered 
and Threatened Plants of the UnitaJ 
Slates, Smithsonian Institution and 
World Wildlife Fund. Washington, D C; 
this revision was also accepted as u 
petition for the taxa newly included 
therein (48 FR 6752). The July 1975 notice 
was superseded on December 15,1980, 
by the Service’s publication in the 
Federal Register (45 FR 82479) of a new 
comprehensive notice of review for 
native plants, which took info account 
the Smithsonian petitions and other 
accumulated information (Endangered 
Species Technical Bulletin, January, 
1981). A petition on one additional 
species [Serionthes nelsonii) was 
accepted in the February 15,1983. 
Federal Register (48 FR 6752). On 
November 28.19&3 (48 FR 53640), the 
Service published a supplement to its 
1980 notice, noting changes in the status 
of various taxa. 

Present Notice 

This notice reflects the Service's 
current judgment of the possible 
vulnerability of all native candidate 
plant taxa. Taxa in the notice are 
assigned to several status categories, 
noted in the "Status" column of the 
table. Unlike previous plant notices, this 
one lists all taxa in one table, with 
coded entries to indicate current 
category. The codes are explained 
below: 

LF—Taxa formally listed as 
endangered. 

LE—Taxa formally listed os 
threatened. 

PE—Taxa proposed to be formally 
listed as endangered. 

PT—Taxa proposed to be formally 
listed 415 threatened. 

S—Synonyms. 

1—Taxa for which the Service 
currently has on flic substantial 
information on biological vulnerability 
and thrcat(s) to support the 
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appropriateness of proposing to list 
them as endangered or threatened 
species. Presently, datu are being 
gathered concerning precise habitat 
needs and. for some of the ttixa. 
concerning the precise boundaries for 
critical habitat designations. 
Development and publication of 
proposed rules on these taxa are 
anticipated, but. because of the large 
number of such taxa. could take some 
years. 

Also included in category 1 are taxa 
whose status in the recent past is 
known, but that may already have 
become extinct. These plants may retain 
a high priority for addition to the List, 
subject to the confirmation of extant 
populations. Such possibly extinct taxa 
are indicated by on asterisk (*}. Double 
asterisks ( ## ) indicate taxa believed to 
be extinct in the wild, but known to be 
extant in cultivation. 

2— Taxa for which information now in 
possession of the Serv ice indicates that 
proposing to list them as endangered or 
threatened species is possibly 
appropriate, but for which substantial 
data on biological vulnerability and 
threat(s) are not currently known or on 
file to support the immediate 
preparation of rules. Such taxa that are 
are possibly extinct are again indicated 
by an asterisk (*). Taxonomically 
questionable taxa that are believed 
extinct in the wild, but arc extant in 
cultivation, are marked by double 
asterisks (**). Further biologicu! 
research and field study usually will be 
necessary lo ascertain the status of the 
taxa in category 2. and some of the taxa 
are of uncertain taxonomic validity. It is 
likely that some of these will not 
warrant listing, while others will be 
found to be in greater danger of 
extinction than some taxa in category 1 
It is hoped that this notice will 
encourage necessary research on 
vulnerability, taxonomy, and/or threats 
for these taxa. To organize and 
elaborate status information that may 
be submitted, contributors are 
encouraged to use the status report 
guidelines of Hcnifin et a /., pages 261- 
282 in L-R. Morse and M S. llenifin. 
editors. Hare Plant Conservation, 1981, 
the New York Botanical Garden. Bronx. 
New York; copies of these guidelines are 
available from the Serv ice. 

3— Taxa that are no longer being 
considered for listing as threatened or 
endangered species. Such taxa arc 
further coded to indicate three 
subcutegories. depending on the 
rcason(s) for removal from 
consideration. 

3A—Taxa for which the Service has 
persuasive evidence of extinction. If 
rediscovered, however, such taxa might 
acquire high priority for listing. At this 
time, the best available information 
indicates that the taxa included in this 


subcategory, or the habitats from which 
they were known, are in fact extinct or 
destroyed, respectively. 

3B—Names that, on the basis of 
current taxonomic understanding, 
usually as represented in published 
revisions and monographs, do not 
represent taxa meeting the Act’s 
definition of ‘'species.” Such supposed 
taxa could be reevaluated in the future 
on the basis of subsequent research. 

3C—Taxa that have proven to be 
more abundant or widespread than w as 
previously believed and/or those that 
are not subject to any identifiable 
threat. Should further research or 
changes in land use indicate significant 
decline in any of these taxa. they may 
be reevaluated for possible inclusion in 
category 1 or 2. 

The taxa in categories 1 and 2 of tins 
notice are candidates for possible 
addition to the List of Endangered and 
Threatened Plants. The Service 
encourages their consideration in 
environmental planning, such as in 
environmental impact analysis under 
the National Environmental Policy Ar.1 
of 1969 (implemented at 40 CFR Parts 
1500-1508). Information regarding the 
range, status, and habitat needs of such 
species is available from the Service’s 
Regional Offices (see "aooresses” 
above) to assist in such planning. 

The Service hereby requests that 
further information on the vulnerable 
taxa named in this notice be submitted 
as soon as possible and on a continuing 
basis. Especially sought are data fur our 
files— 

(1) Indicating that a taxon would more 
properly be assigned to a category other 
than the one in which it appears: 

(2) Nominating a taxon not included: 

(3) Recommending an area us critical 
habitat for a candidate taxon, or 
indicating that proposal of critical 
habitat would not be prudent for a 
taxon; 

(4) Documenting threats to any of the 
included taxa: 

(5) Informing the Service of the 
intensity and immediacy of threats U> 
any of the taxa: 

(8) Pointing out taxonomic or 
nomendutural changes for any of the 
taxa: 

(7) Suggesting appropriate common 
names: or 

(8) Noting errors, such as any in the 
indicated historic distributions. 

The Service intends to consider all 
information received in response to this 
notice, to amend the contents of 
categories 1. 2. and 3 to reflect current 
knowledge concerning affected plant 
taxa. and to indicate its intentions with 
regard to future listing actions (in accord 
with 50 CFR 424.15). Substantive 
changes will be announced by periodic 
supplemental or revised notices in the 
Federal Register. 


Summary of Status Categories 

For ease of reference, numerical totals 
for taxa included in the various status 
categories are provided below: 

LE—88 
l.T—25 
PE—25 
PT—3 

1— 894 
1 # —177 
!'•—A 

2— 1623 
2 # — 27 
2* # —1 

3— 1414 

3 A—GO 
3B—310 
3C—1044 

Relationship To Petition Requirements 
All candidate plant taxa (those in 
category i or 2 of this notice) are treated 
as under petition for listing, and this 
notice initiates the review r>f status 
required by section 4(b)(3|( A| of the Act. 
as amended in 1982. 

Organization of Table 
The following table is arranged 
alphabetically by names of genera and 
species. Synonyms have been provided 
when necessary to avoid confusion. In 
some cases, taxa have been included 
that have not yet been formally 
described in the scientific literature. 

Such taxa are identified bv a generic 
name followed by SP. (SSP. VAR.) 
NOV./INED.” Following the scientific 
name of each species (subspecies, 
variety) are a family designation and 
any common noma Known historical 
ranges are given on the right for all 
included taxa. usually indicated by 
abbreviations for States. Some taxa may 
no longer occur in some of the areas 
shown. For each taxon, the assigned 
status category appears on the left. 

This notice was prepared by Dr. John 
|. Fay in the Service’s Office of 
Endangered Species in Washington 
(703/23S-1975; FTS 8/235-1975). from 
evaluations by appropriate staff 
botanists or biologists in the 
Washington Office and in the Service’s 
Endangered Species Program in 
Regional Offices and Field Stations. The 
Service gratefully acknowledges the 
computer assistunce of Ur. Larry E. 
Morse. The Nature Conservancy. 
Arlington. Virginia, and Dr John Nagy, 
Brookhaven National Laboratory. 

Upton. New York, in compiling the lists 
of taxa. 

List of Subjects in 50 CFR Part 17 
Endangered and threatened wildlife. 
Fish, Marine mammals. Plants 
(agriculture). 

Dated: September 20.1985 
P. Daniel Smith. 

Acting Deputy Assistant S**err>tary far Pish 
and 14 thilifv ami t\irks. 

8>l UNO COOC 4310-SS-M 
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SCIENTIFIC name 

family 

COHHQR NAME 


MARGE 

S 


AIAPA AMERICANO* 

im GEE t*i 

RaAThECI uH AHEM IcARUM 



s 


ABAMA MONTANA 

••• SEE ••• 

nartheciuh americanum 



2 


ABIES ERASER! 

PIRACEAC 

FIR. FRASER 

5A NC 

TN VA 

1 


ABRORIA AlPlNA 

ihCTASIRACCAf 

SARD-VERBENA. ALPIRE 

CA 


3C 


ABRORIA USEIOVII 

RVCTASSRACEAE 


NH 


1 


ABRORIA MACROCAAPA 

RVCTA52RACEAC 


TI 


» 


ABRORU ORBICULATA 

HYCTASIRACEAC 


NV 


2 


ABRORIA URBELLATA $SP. ACuTAiAIA 

RYCTASIHACCAC 

SARO*Vt*SERN, AOSE-fLfPlC 

HA 


2 


ABRONIA UHBCUATA SSR. BPCVIFlOAA 

RYCTASIRACEAE 


CA OR 


31 


ABUTllOA CONNUTATUM 

MALVACEAE 

TERCIOPELO 

PR 


1 

• 

ABtiTILOR CREMITOPETAUIN 

halvaceae 

A 8 UTILOR, HIOBER-PCTAlEO 

HI 


S 


ABUTJlON RAASHI! 

M« SEE Ml 

RLLOHISSAOULA HOLOSERICEA 



PI 


ASUTItQN MERZIESII 

MALVACEAE 

AO OLOA ula 

HI 


I 


ABUT2LOM SARORICENSI 

MALVACEAE 


Hi 


2 


AIUTILOR VIRSIRIAROR 

MALVACEAE 


PR VI, 

, lYlUUl 

31 


ACACIA EHOftVANA 

FABACEAE 

ACACIA, CHGRY 

Tl 


1 


ACACIA ROAM 

FABACEAE 

KOA OHA 

HI 


1 


ACAENA ItI 6 uA 

ROSACEAC 

LIU-RAI 

HI 


2 


ACARTHORIRTHA ILICtfOLlA 

LAHIACEAE 

THORN-HINT. SAH 0IE50 

CA. N#•1 CO 

LI 


ACAATN3MIATMA OBOVATA SSP. IUTTOAU 

LAHIACEAE 

ThORR-HIRT, SAR MATEO 

CA 


3C 


ACER SRARBIOIRTATUPI VAR. SIRuOSUN 

ACERACEAE 


Tl 


1 

t 

ACHTRARTKIS AT0LLEA81B 

AHAPARTHACEAC 


HI 


3A 


ACHYRAATHIS RUTICA 

amaranthaceae 


Ml 


31 


ACHYRARTHES NELSON!! 

aharartmaceae 


Ml 


31 


ACHYRAATHIS SPl£*0£SB VAR. AEFlEiA 

AMARARTHACEAE 


HI 


6 


ACHYRAATHIS SPLEADIAS VAR. ROTUADATA 

• •• BEI mi 

ACHYRAR7HCS botuhdata 

Ml 


3C 


ACHYRAATHIS SfLEADERS VAR. SPLENDERS 

AHARARTHACCAC 


HI 


2 


ACLEISANTHES CRASSIFOLIA 

RYCTASINACEAE 


Tl, No! CO 

LT 


ACORITUH A3VEB0RACERSE 

RARURCULACCAE 

NOR»S*OO0, HILO. NORTHERN 

|A NY 

ON Nl 

S 


ACTIAEA HERBACEA 

••• SEE ••• 

HVREnOXVS ACAULIS VAR. SLAg*A 



6 


actiaella depressa 

••• SEE ••• 

HYHEROIYS DEFMCSSA 



S 


ACTlNOSTACHVg GERMAN!I 

• m SEE mi 

SCHI2ACA SERMAR1I 



1 


ADEAOPHOAUS PERIEAS 

POLYPODIACEAC 

FCRR. PCROART KIH! 

HI 


1 

• 

AERVA SERiCEA 

AMARAHTHACEAE 


HI 


2 


AESCHYROHERE V1R3IAICA 

FABACEAE 

JOIRT-VETCH. SENSITIVE 

OE MO 

RJ RC PA 

1 


asaliais acuta 

SCROPHULARIACCAE 

GCRARDIA. SAMDPLA1R 

CT HA 

NY ft I 

2 


ARALIA1S AUAtCULATA 

scrophulariaccac 

FOiGlOVC. FALSE. AURICULATE 

IL tN 

■ 3 HI Mt.l 






TN U| 


1 

• 

A90LIAIS CAODOCASIS 

SCROPHULARIACEAI 


LA 


2 


ABAlIAIS pseuoaphvlla 

SCROPHULARIACCAE 


At MS 

TN 

2 


A 6 AUAJS PURPUREA VAR. CARTER! 

SCROPHULARIACCAE 


n 


2 

§ 

A6AL2AIS STEAOfHVLLA 

SCROPHULARIACCAC 

FALSE FOISLOVE. 

FL 


3C 


ASASTACkE C'JSICMl 

LAHIACEAE 


10 NV 

Oft 

3C 


ASABTACHI PAP V IPOLIA 

LAHIACEAE 

A 6 ASTACMC, GMALLHEAVIO 

CA 


LI 


ASAVE ARI2QRICA 

LILIACCAE 

ASAVE, ARIZONA 

AZ 


S 


A 3 Av£ CHISOSEnSIS 

••• SEE ••• 

ASAVE BLOHERtiLIFCRA 



2 


AGAVE EGSERSIAAA 

LILIACCAE 


VI 


2 


AGAVE SLOHCRULIEERA 

LIL1ACEAE 


Tl 


3C 


ASAVE MCLELVEyAhA 

LILIACCAE 


At 


2 


AGAVE PARVIFLORA 

LILIACCAE 


AZ 


2 


ASAVE SCmOTTJ! VAR. TKEuEASEI 

LILIACCAE 


AZ 


3C 


ASAVE TOUHEYARA VAR. BELLA 

LILIACCAE 


AZ 


3C 


ASAVE UTAHERSIS VAR. E 8 CRISPIRA 

LILIACCAE 


CA NV 


3C 


AGAVE UTAHERSIS VAR. KAIBABERSIS 

LILIACCAE 


A 2 


3C 


AGAVE UTAHERSIS VAR. REvAOERSIS 

LILIACCAE 


CA NV 


A 


.a«R#tirr shastehsis 

••• SEC ••• 

CUPATORIttH SMARYFRGF 



2 


AGRI-OR1A IRC ISA 

ROSACEAC 


FL MS 

SC 

2 


asrostis arisubluhis 

POACIAI 

BERT BRASS, AMRCO 

CA 


2 


A6R0STII BLASDAll! VAR. BlASDAlC! 

POACEAE 

BERT 6AAS9. BLASDALC 5 

CA 


2 


A 0 ROSTI 6 BLASDAcI! VAR. HARIRCRSIS 

POACEAE 

BERT BRASS, MARIN 

CA 


2 


A6RQST1S CLIVICOLA VAR. CLtVlCOLA 

POACEAE 

•ENT 6RAS9, COASTAL BLUFF 

CA 


2 


A6R0STIS CLIVICOLA VAR. PUMTA-REYES£N$!S POACEAE 

BENT BRASS. POINT REYES 

CA 


S 


ASPOSTIS HERDEPSORII 

••• SEE ••• 

ASROSTIS HICROPHYLLA VAR. HEROEftSQRIl 



3C 


ASROSTIS HOHCLLII 

POACEAE 


Oft 


2 


AGROSTIS HICROPHYLLA VAR. hERDERSONII 

POACEAE 

BENT BRASS. REN0CR50N S 

CA Oft 


2 


ASPOSTIS ROSSIAC 

POACEAE 

BENT GRASS. ROSS 

-v 


S 


AJAR!A SERJAVINER 6 IS 

••• SEC 

ARTEMISIA SERJAVIRERSIS 



1 


alectryor hacrococcun 

sapirsaceae 

MAHOC, 

H! 


SC 


ALICTRYON RAHOE 

SAPIROACEAE 

MAHOC, 

HI 


JC 


ALITES ML1F0LIJS 

APIACEAE 


RH Tl 


2 


ALETES HUftiLlS 

APIACEAC 


CO 


31 


ALL I ORIA CRISTATA 

RVCTAfltRACCAE 


A2 


1 


ALL IJH AASEAE 

LILIACCAE 

ORION. RAGE 

10 


2 


ALLIUM DICTUOR 

LILIACCAE 

ORION, blue MOUNTAIN 

HA 


2 


ALLICN DOUSLASII VAR. CON5TRJCTUM 

LILIACCAE 


HA 


2 


ALL I'JH PIHBRIATUH VAR. MURZI1 

LILIACCAE 

ORION, MUR*'S 

CA 


1 


ALLIUM SOODD1RG1I 

LILIACCAE 


AZ RH 


t 


ALLIUH HICHMNI! 

LILIACCAE 

ONION. HICFHAN S 

CA 


2 


ALLIUH HOrPRARM 

LILIACCAE 

ONION, BEESON 

CA 


3C 


ALLIUH HADIOUH 

LILIACCAE 


ID Oft 


2 


ALLIUH OIYPHILUH 

LILIACCAE 


VA NV 


SC 


ALLIUH PASSEY! 

LILIACCAE 

ONION, PASSEY S 

UT 


3C 


ALLIUH PERDULCE VAR. SPERRyI 

LILIACCAE 


Tl 
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SCIENTIFIC NAME 

FAMlLf 

COMMON NAME 

RANGE 

39 

ALLlUM PLEIANTHUM 

liliaceae 


OR 

3C 

AUlUH ROBINSON!I 

L lL1 ACCAE 


OR MA 

1 

ALLIUM 56M0M* 11 VAR. TU0LUMNCN5E 

LILUCEAE 


CA 

3C 

AUlUH SC1LL0IDES 

LILIACEAE 


MA 

2 

ALLIUM SPECULAE 

liliaceae 


AL 

3C 

ALLIUM TOLMIEI VAR. PERSlMtlE 

LILIACEAE 


ID 

3C 

ALLIUM YOSEMITENSE 

LILIACEAE 

ONION. V05EMITE 

CA 

SC 

ALL0A1SSA9JLA HOLCSEAtCEA 

MALVACEAE 


TI 

K 

AlNuS MARI TIMA 

BCTU4.ACEAE 

ALDER. SEASIDE 

C€ HD Qi 

2 

ALCfECURUS AEOuA; J6 *A*. SC«OME*StS 

PGACCAt 

AlOFECORUS, SOn'jm- 

CA 

K 

ALPmITONIA FCNLEKOS* 

AHAfNACCAE 

KAUtLA 

HI 

1 

AlSlNQDEAOAOM OBOVAfU* 

CARtOFhYLlACEAE 


HI 

1 

ALStMOOChCAQ* TRINERVf 

CARyOPMYLLACEAE 


HI 

1 

• aisincdenoaon visccsum 

caryophyllaccae 


HI 

2 

ALSCPMIlA BRQ0LS1! 

CTATHEACEAE 


PR. Cut*. HttOAfMOlft 

1 

ALSOAMtLA CRTOPTEROmS 

CYATHEACCAE 


PP 

t 

AMARANTHS IA0HN11 

amarantmaceae 


N| 

2 

aharanthus pumilus 

amaranthaccae 

PIGHEEO, SEA-BEACH 

DC MA HD NC NJ NY Rt SC 

lid 

i 

AMBROSIA CHEIR.AMTMIFQLlA 

A3TERACEAE 

RAGHCED. 

VP 

Tl Mmico 

7 

AMBROSIA LINEARIS 

A57ERACEAE 


CO 

2 

ambrosia rum I la 

ASTERACCAE 

AMBROSIA, SAN DIEGO 

CA 

SC 

ahmobaonr somoaae 

lcnnoaccae 

SANCFOOO 

A l CA HeilCO 

3C 

AMOREUIIA MRIGHtll 

ccchlqspepmaccae 


Tl H««|CO 

31 

AHOAPhA BRACHYCARPA 

faiaceae 


HO 

LE 

AMORRHA CRENULAIA 

fabaceae 

leao-plant, crenulate 

fl 

l 

AMQRPMA OuACHITENSiS 

faiaceae 

false indigo. 

AR OK 

2 

AMSARHA RQCMERANA 

faiaceae 


Tl 

S 

amqrpha teiana 

SEC ••• 

AMORPMA ROCMERANA 

Tl 

2 

AMPhIANTHUS RuSlLLUS 

SCROPHULARIACEAE 

AMPhIANTHUS. UTTlE 

AL GA SC 

2 

ahsinckia carihata 

IORRGSNACEAE 


OR 

2 

AHSINCKIA fURCATA 

I0RA6INACEAE 


CA 

1C 

AHSINCKIA 6RANOIFLORA 

IQRAGINACEAC 

FIDDLCNCCI. LAAGE-FlQMESEO 

CA 

2 

AHSINCKIA VCRNICOSA 

lORAGiNACEAE 


CR 

S 

AHSINCKIA VERNICOSA VAR. fURCATA 

im SEE • •• 

AMS INC*IA FURCATA 


2 

arson! a eiABiftfiin* 

APOCYNACEAE 


Tl 

2 

AMSONtA GAANDIFLORA 

apocynaceae 


AZ. Hf.tco 

1 

ARSON 1A RCARNEVAHA 

APOCYNACEAE 


A Z 

2 

AMSONtA LUOOVICtANA 

APOCYNACEAE 

•LUC-5?AR, LOUISIANA 

la MS 

SC 

ARSONIA PALMERt 

APOCYNACEAE 


«! 

2 

AMSONIA PEEILESI1 

APOCYNACEAE 


At 

3C 

AMSONIA REPENS 

APOCYNACEAE 


Tl 

2 

AMSONtA TAIERNAEMONTANA VAR. GATTINGEAI 

APOCYNACEAE 


TN 

1 

AMSONIA TMARPU 

APOCYNACEAE 


11 

Lt 

ANC1SIR0CACTUS TOBuSChI! 

CACTACEAE 

FISHHOOK CACTUS. TOBUSCH 

Tl 

SC 

andracmne arioa 

EUPhORBIACCAE 


11 

sc 

ANDR0P060N AACTATUS 

POACEAC 

BEARO GRASS. 

Al FL 

sc 

ANEMONE EONARfiSlANA VAR. EONAROSIANA 

RANONCULACEAE 


Tl 

2 

ANEMONE EGMARDSiANA VAR. PCTRACA 

RANUNCULACEAE 


11 

SC 

anemone minima 

RANONCULACEAE 

ANEMONE, 

VA MV 

sc 

ANEMONE OREGAliA VAR. EEL If 

RANUNCULACEAE 


OR MA 

sc 

ANGELICA CALL21 

APIACEAE 

ANGELICA, CALL S 

CA 

1 

ANGELICA SCASRIDA 

APIACCAE 


NV 

sc 

ANGELICA MKEELCR! 

API ACCAE 


ui 

2 

ANSURIA COOK IANA 

CUCURBITACEAE 

AlWOOHCtLLO 

PR 

SC 

ANODA ABUTILOIDES 

MALVACEAE 

FALSE TNDIAN-MRLLOn 

Al. H»mco 

s 

ANCDA PV6MACA 

Ml SEC M* 

FRYIELLIA PVGMACA 


2 

antennaria arcuata 

AS*ERACEAC 

PUSSYTOES. MEADOR 

10 NV MY 

2 

ANTENNARIA AROMATIC* 

ASTCRACEAI 


NY 

1 

ANTENNARIA GOLICEPS 

asteraceae 


NV 

3C 

ANTENNARIA SUFFRUTESCEmS 

ASTERACCAE 

EVERLASTING, evergreen 

CA OR 

2 

ANTHERICUN CHANDLER! 

LILIACEAE 


Tl, M«»ico 

SI 

ANTIDESMA CRENATUM 

EUPHORBIACEAE 


HI 

2 

AnTJRhCA portoricensig 

RuBIACEAE 

OUlNA 

PR 

SC 

antirrhinum guicoroatum 

SCROPHULARIACEAE 

SNAPDRAGON. OIMORPHIC 

CA 

sc 

APAChERIA CHIRICAhuENSIS 

crossogomataceae 


AJ NM 

2 

APhANISMA Bllioms 

CmENOPODIACEAC 


CA 

1 

APIOS PRICEANA 

FABACEAE 

POTATO-BEAN (GROUNDNUT!. PRICE'S 

AL IL KV MS TN 

9 

APLOPAPPUS SALIC tNuS 

mi SEE • •• 

HAPLOPAPPUS SALICINUS 


2 

APOCVNUM JONES11 

APOCYNACEAE 

OOSBANE. JONES 

Al 

S 

AOUILEGIA AUSTRALIS 

••• SEE 

AOUILEGIA CANADENSIS VAR. AUSTRALIS 


SC 

AQUILE6IA lARNEItl 

RANUNCULACEAE 


CO UT 

SI 

ADUILE6IA CAERULEA VAR. OAlLEYAE 

RANUNCULACEAE 


CO 

2 

AOuILEGU CANADENSIS VAR. AUSTRAL IS 

RANUNCULACEAE 

COLUMBINE, CANAOIAN. 

FL 

SC 

ABUILE6IA CHAPL1NEI 

RANUNCULACEAE 

COLUMBINE, 

NM Tl 

sc 

AClILEGIA CHRYSANTHA VAR. RYOBERGM 

RANUNCULACEAE 

COLUMBINE. 

AZ CO NM 

3C 

ADUlLEGtA DE8ERT0RUM 

RANUNCULACEAE 


At 

2 

AQUILE8!A H2NCKLCVANA 

RANUNCULACEAE 

COLUMBINE. HINCKLEY S 

Tl 

SC 

A6UILE6IA JONES!I 

RANUNCULACEAE 

COLUMBINE, JONES 

NT MY, 'Alt*. « 

SC 

AQUlLEG 1 A LARAMIENS1S 

RANUNCULACEAE 

COLUMBINE. LARAMIE 

MY 

31 

AOUILEGIA LONGISSIMA 

RANUNCULACEAE 

COLUMBINE. LONG SPUR 

No* ico 

2 

• AOUILEGIA MICRANTMA VAR. MANCO&ANA 

RANUNCULACEAE 

COLUMBINE. 

CO 

SC 

ABUIlESIA SAIIMQNTANA 

RANUNCULACEAE 


CO 
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STATUS 

SCIENTIFIC NANC 

fahily 

CONHON KANE 

RANGE 

SC 

ARAMS ACtTLFOi ATA 

IRASS1CACEAE 


CA OR 

sc 

AAAI IS BlEPHAAOPHYLLA 

IRASSICACCAE 

ROCK CRESS, COAST 

CA 

2 

AAAIIS IPE*CAI VAN. AUSTINIAC 

IRASSICACEAE 


CA 

2 

ARAMS OREkEftl VAR. PECUMARIA 

IRASSICACCAE 

ROCr CRESS, SAN BERNARDINO 

CA 

2 

AAAIIS CONSTANCE! 

IRASSICACCAE 

ROCK CRESS. CONSTANCE S 

CA 

SC 

AAAI 18 CRANDALL II 

IRASSICACCAE 


CO NY 

SC 

ARAB'S OEHISSA VAN. LAN0UIOA 

IRASSICACEAE 

ROCK CRESS. DAGGETT, 

UT NY 

sc 

AAAIIS OEHISSA VAN. AUSSEOLA 

IRASStCACEAE 

RCCK CRESS, OAGGETT, 

CO UT NY 

SC 

ARABI8 01SPAR 

IRASSICACCAE 


CA NV 

SI 

ARAIIS FPUCTICOSA 

IRASSICACCAE 

ROCK CRESS, FRUIT 

NY 

2 

ARAMS 8C0R6IANA 

IRASSICACCAE 


AL SA 

SC 

ARAMS SRACUIFCS 

IRASSICACCAE 


At 

sc 

ARAMS 0UNNIS3MANA 

IRASSICACCAE 

ROCK CRESS. 

CO 

1 • 

ARAMS H0FFHANNI1 

IRASSICACCAE 

ROCK CRESS, HOFFflANN S 

CA 

1 

ARAIIS JQHNSIONll 

IRASSICACEAE 

ROCK CRESS. JOHNSTON S 

CA 

2 

ARAMS KOEHLER! VAR. KOEHLER! 

IRASSICACCAE 

ROCK CREIS, KOEHLERS 

OR 

2 

ARAMS KOEHLER! VAR. ST1P1TATA 

IRASSICACCAE 


OR 

LC 

ARAMS HCCONAiDIANA 

IRASSICACEAE 

ROCK CRESS. RCDONALD S 

CA 

2 

ARAMS HISSOURICNSIS VAR. OEAHI! 

IRASSICACCAE 


IN HI HO Nl 

SC 

ARAIIS NQ0E8TA 

IRASSICACCAE 

ROCK CREIS, RODCST 

CA OR 

SC 

ARAMS ORESANA 

IRASSICACEAE 


CA OR 

SC 

ARAIIS OIVLOIULA 

IRASSICACEAE 

ROCK CRESS, 

CO 

2 

ARAMI PARISH! ( 

IRASSICACEAE 

ROCK CRESS. PARISH S 

CA 

1 • 

ARAMS PCRSTCLLATA VAR. AftPlA 

IRASSICACEAE 

ROCK CRESS, LARGE 

T« 

1 

ARAMS PERSTELLATA VAR. PERSTEUATA 

IRASSICACEAE 

ROCK CRESS, SHALL 

AL KY 

SC 

ARAIIS PCT101.AMS 

IRASSICACEAE 


Tl 

2 

ARAMS PINZLIAC 

IRASSICACEAE 

ROCKCRCSS, PINK S 

CA 

2 

ARAMS PUSILLA 

IRASSICACCAE 


NV 

SC 

ARAMS PT6HAEA 

IRASSICACEAE 


CA 

2 

ARABI8 SEROMNA 

IRASSICACCAE 


VA NV 

2 

ARAMS SERPENTINICOLA 

IRASSICACEAE 


CA OA 

SC 

ARAB16 SHOCKUV! 

IRASSICACEAE 

ROCK CRESS. SHOCKLEY 8 

CA NV UT 

2# 

ARAMS $P. NOV. /INEO. 

IRASSICACEAE 

ROCK CRESS (WAV KNOLLS. UINTAH CO.I 

UT 

2 

ARAMS SP. NOV. /INEO. IOCL NORTE. CURRY 

IRASSICACEAE 


CA OR 


COS. 1 




SC 

ARAMS SP. NOV. /INEO. 4JONES HOLE. 

IRASSICACEAE 

ROCK CRESS lJONES HOLE. UINTAH CO.) 

UT 


UINTA CO.I 




2 

ARAIIS SUFFRUTESCENS VAN. H0RI10NTALIS 

IRASSICACCAE 


OA 

S 

ARAMS SUFFRUTESCENS VAR. PERSTVcOSR 

••• set ••• 

ARAMS CONSTANCE I 


2 

ARAIIS NILLIAHSII 

IRASSICACEAE 


NV 

SC 

ARCfUTHOMUR APACHEKSE 

LORANTHACEAE 


AZ 

2 

ARCTONECON CAUFORNICA 

PAPAVCRACEAC 

DESERT-POPPY. 

At NV 

LC 

ARCTQftCCON HUHILIS 

PAPAVCRACEAE 

BEAR-POPPY, &KARF 

UT 

SC 

ARCTONECON NCARIAH1I 

PAPAVCRACEAE 

DESERT'POPPY, 

CA NV 

s 

ARCTOSTAPHYLOS AnDERSCN! I VAR. PALLIDA 

• •• SEE • •• 

ARCTOSTAPHYLOS PALLIDA 


sc 

ARCTOSTAPHYLOS AUR1CULATA 

ERICACEAE 

HANZANITA, HI. DIABLO 

CA 

s 

ARCTOSTAPHYLOS iakem 

••• SEE ••• 

ARCTOSTAPHYLOS PUNGENS SSP. BAKERI 


2 

ARCTOSTAPHYLOS CATRUNAE 

ERICACEAE 

HANZANITA, SANTA CATAMNA ISLAND 

CA 

2 

ARCTOSTAPHYLOS CONFERTIFLORA 

ERICACEAE 

HANZANITA, SANTA ROSA ISLAND 

CA 

SC 

ARCTOSTAPHYLOS CRUIENSIS 

ERICACEAE 

HAN2AMIfA, ARROYO DC LA C*UZ 

CA 

8 

ARCTOSTAPHYLOS OENSIFLORA 

Mt SIC ••• 

ARCTOSTAPHYLOS UVA-uRSl VAR. OENSIFLORA 


9 

ARCTOSTAPHYLOS EONUNOSII VAR. IDHUNOSI! 

• •• SEE ••• 

ARCTOSTAPHYLOS UVA-URS! SSP. CDPUNOSU 


8 

ARCTOSTAPHYLOS EDHUNDSII VAN. PARVIFOLlA 

••• SEE ••• 

ARCTOSTAPHYLOS UVA-URSI VAR. PARVtFOLIA 


SI 

ARCTOSTAPHYLOS SLANOUiOSA S9P. 

ERICACEAE 

han:anita, eastnood 

CA 


CRASSIFOltA 




2 

ARCTOSTAPHYLOS SLUT INCUR 

ERICACEAE 

HANZANITA. SCHREIBER $ 

CA 

SC 

ARCTOSTAPHYLOS MISPIOJLA 

ERICACEAE 


CA OR 

S 

ARCTOSTAPHYLOS HOOkCM SSP. FRANCISCANA 

SEE ••• 

ARCTOSTAPHYLOS UVA-URSI VAR. FRANCISCANA 


s 

ARCTOSTAPHYLOS HOGkCRI SSP. HfARSTIORUH 

••• SEE ••• 

ARCTOSTAPHYLOS UV*-U*$1 VAR. HEARSTIORUN 


s 

ARCTOSTAPHYLOS HOOKER! SSP. HONTAHA 

••• SEC ••• 

ARCTOSTAPHYLOS PUNSENS SSP. NONTANA 


LC 

ARCTOSTAPHYLOS HOOKER! 5$P. RAVEN!1 

ERICACEAE 

HANZANITA, RAVEN S (PRESIDIO) 

CA 

1 

ARCTOSTAPHYLOS !H|RJCATA 

ERICACEAE 

HANZANITA, SAN IRUNO HOLNTAIN 

CA 

SI 

ARCTOSTAPHYLOS INTRICATA VAR. 

ERICACEAE 


CA OR 


OKON9IFOLIA 




2 

ARCTOSTAPHYLOS KLAHAThENSIS 

ERICACEAE 


CA 

SC 

ARCTOSTAPHYLOS LUC 1 ANA 

ERICACEAE 

HANZANITA. SANTA LUCIA 

CA 

8 

ARCTOSTAPHYLOS HOVTANA 

••• SEC ••• 

ARCTOSTAPHYLOS PUN0£*5 SSP. HOMAN* 


2 

ARCTOSTAPHYLOS NONTARAENSIS 

ERICACEAE 

HANZANITA, NONTARA 

CA 

SC 

ARCTOSTAPHYLOS NONTEREYENSIS 

ERICACEAE 

HANZANITA, HONTCRREY 

CA 

1 

ARCTOSTAPHYLOS HORROENSIS 

ERICACEAE 

HANZANITA. HOARQ 

CA 

9 

ARCTOSTAPHYLOS HYRTIFQLIA 

••• SEE ••• 

ARCTOSTAPHYLOS UVA-URSt SSP. HYRTIFOUA 


SC 

ARCTOSTAPHYLOS NISSENANA 

ERICACEAE 


CA 

2 

ARCTOSTAPHYLOS 0TAYCNS1S 

ERICACEAE 

HANZANITA. OTAY 

CA 

8 

ARCTOSTAPHYLOS PACIFICA 

••t SEE ••• 

ARCTOSTAPHYLOS UVA-URSI VAN. SAllCOLA 


2 

ARCTOSTAPHYLOS PALLIDA 

ERICACEAE 

HAN7ANITA, ALAHEJA 

CA 

SC 

ARCTOSTAPHYLOS PCCMOEKSIS 

ERICACEAE 

HANZANITA. PECHO 

CA 

2 

ARCTOSTAPHYLOS PlLDSULA SSP. PILOSULA 

ERICACEAE 

HANZANITA, SANTA HAR6ARITA 

CA 

8 

ARCTOSTAPHYLOS PUHlLA 

SEE • 

ARCTOSTAPHYLOS UVA-URS! SSP. PUHlLA 


2 

ARCTOSTAPHYLOS PUNSENS SSP. |A*£R! 

ERICACEAE 

HANZANITA. SAKE! $ 

CA 

2 

ARCTOSTAPHYLOS PUNGENS SSP. NONTANA 

ERICACEAE 

HANZANITA. TAHAtPAIS 

CA 

SC 

ARCTOSTAPHYLOS R£fU6!0ENSiS 

ERICACEAE 

HANZANITA, REFUGIO 

CA 

2 

ARCTOSTAPHYLOS RU0I8 

ERICACEAE 


CA 

2 

ARCTOSTAPHYLOS SlLVICOlA 

ERICACEAE 

HANZANITA, SlLVER-LCAVED 

CA 
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c 


TATUS 


C 


SCIENTIFIC NAME 

FAMILY 

COMMON NAME 


arctostaphvlos stanfordiana s$p. 

••• SEC ••• 

AACTOSTAPHYLOS H1SPIDULA 


HlSAIOULA 




AACTOSTAPHYLOS UVA-URSI SSP. CDmjNDSIl 

ERICACEAE 

MANZANITA. LITTLE 5U» 

CA 

AACTOSTAPHYLOS UVA-URSI S$P. n.fUlfOU* 

ERICACEAE 

maszanita. ione 

CA 

arctogtaphylos uva-uasi ssp. pumiia 

ERICACEAE 

MANZANITA. SANDHAT 

CA 

AACTOSTAPHYLOS UVA-UAS! VAA. DENSIFLCRA 

ERICACEAE 

MANZANITA. VINE HILL 

CA 

AACTOSTAPHYLOS UVA-URSI VAA. FAANCISCANA 

ERICACEAE 

MANZANITA. SAN FRANCISCO 

CA 

AACTOSTAPHYLOS UVA-URSI VAA. HEARS!10RUM 

ERICACEAE 

MANZANITA. HEARS! S 

CA 

AACTOSTAPHYLOS UVA-UA&l VAR. iCOBREtfEM 

ERICACEAE 

MANZANITA. LEO BRENER S 

CA 

APCTOSTAPHYi.es UVA-URSI VAR. MARlHENS 1S 

ERICACEAE 

MANZANITA. PT. REYES 

CA 

AACTOSTAPHYLOS UVA-URSI VAR. MCNOENSIS 

ERICACEAE 

MANZANITA, MONO 

CA 

AACTOSTAPHYLOS UVA-UASI VAR. PARVtFOllA 

ERICACEAE 

MANZANITA. HANGING GARDENS 

CA 

AACTOSTAPHYLOS UVA-URSI VAR. SAlICOlA 

ERICACEAE 

MANZANITA, PACIFIC 

CA 

ARCTOSTAPHYLOS UVA-UASI VAR. 

ERICACEAE 

MANZANITA. KAMCHATKA POINT 

CA 

SUI0RP1C1M.ATA 




AACTOSTAPHYLOS VIR6A7A 

ERICACEAE 

MANZANITA. BQLlNAS 

CA 

ARENARIA AlABAHCNSIS 

CAR fOPMVLLACCAC 

SAN0M3RT. ALABAMA 

Al NC 

ARENARIA CUMBCRlANOENSIS 

CARVOPHYLLACEAE 


IN 

ARENARIA DECUMIEKS 

••• SEE ••• 

MINUARTIA OCCUMBENS 


ARENARIA FONTINAL IS 

caryophyllaccae 

STITCHNQRT. MATER 

KY TN 

ARENARIA FRANlUNtl VAR. THOMPSON!! 

CARVOPHYLLACEAE 


OR NA 

ARENARIA 600FREYI 

mi SEE • •• 

MlNuARTIA GODFREY! 


ARENARIA MONEllIi 

caryophyllaccae 

SANDNORT, HOhELL S 

CA OR 

ARENARIA ICIM611 SSP. ROSEA 

caryophyllaccae 


NV 

ARENARtA LlVERRGRENSIS 

caryophyllaccae 

SANDMCRT. LIVERMORE 

Tl 

AACNARIA HACRADENIA VAA. »USCHEI 

caryophyllaccae 

SANDNORT. FOREST CAMP 

CA 

ARENARIA NARCE8CENS 

• •• SEE Ml 

MINUARTIA MARCESCENS 


ARENARIA PALUOICOLA 

caryophyllaccae 


CA NA 

ARENARIA ROSE 1 

••• SEE ••• 

minuartia ROSE 1 


ARENARIA STENORERES 

CAAYOFHYLLACEAE 


NV 

ARENARIA UNIFLORA 

• •• SEC Ml 

MINUARTIA uniflqra 


ARENARIA UR61NA 

CARYOPHYLLACCAE 

SANDMORT. BEAR VALLEY 

CA 

ARGEHONE ARIZONICA 

papavcraccac 


A ? 

AA6EN0NE SLAUCA'VAR. INERHIS 

PAPAvERACEAC 


HI 

ARGERONE MUNITA SSP. RORUSTA 

papavcraccac 

PRICKLY-POPPY. ROBUST 

CA 

ARGEnONE PLCIACANTHA SSP. PINNATISECTA 

PAPAVERACEAC 

PRICKLY-POPPY. 

NM 

ARGYRQXIPHIUN KAUENSE 

ASTEPACCAC 

SILVCFSHDRD. mu 

HI 

ARSYROIIPHIUH HACROCEPHAtUM 

••• SEE ••• 

ARGyROI IPHIUM SANDUICCNSE VAR. 

HI 



macrocephalum 


AR6YR0XIPHIOM SAHCHI CENSE VAR. 

ASTER4CEAE 

AH INAH 1 HA (MAUNA >EA SILVCRSMQRD * 

HI 

SANEHICENSC 




ARSYROUPHIUN VIRCSCENS VAR. VIRCSCENS 

ASTERACCAC 

GREENSBORO 

HI 

AR6YTHARNIA APHOROIDCS 

EUPHORBIACEAE 

MERCURY, nilo. 

T i 

AR&YTHARNlA ARGYAAEA 

EuPhORBIACEAE 

MERCURY. MILD, 

II 

ARGVTHAHNIA BlOCGETtl! 

EUPHORBIACEAE 


FL 

AAISTtDA FLORIDANA 

PCACCAE 

TRIPLC-AMMCD GRASS, 

Ft 

ARISTIOA PORTOAICENStS 

POACCAC 

PElOS DEL DIABLO 

PR 

ARISTIOA SIMPltCIFlOAA 

POACEAE 


Al FL 

ARNICA ARPLEtlCAULIS VAR. PIPEAI 

ASTERACCAC 


OR NA 

ARNICA paniculata 

ASTERACCAC 


NY 

arnica venosa 

ASTEAACCAE 

ARNICA, VEINY 

CA 

arnica viscosa 

ASTERACCAC 

ARNICA. SHASTA 

CA OR 

ARTEMISIA ALEUTICA 

ASTERACCAC 

NORMHOCD. ALEUTIAN 

AK 

ARTEMISIA ANDROSACCA 

mi SEE ••• 

ARTCMtSIA SCNZAVINENSIS 


ARTEMISIA AR6IL0SA 

ASTERACCAC 

SAGEBRUSH, COALTONN 

CO 

ARTEMISIA CAMPFSTAJS VAR. MOFMS*tOl 0!1 

ANTFRACFAf 


OR NA 

ARTEMISIA CANA SSP. BOIANDEA! 

ASTERACCAC 


CA 

ARTEMISIA LU00VIC1ANA SSP. CSTESII 

ASTCRACEAC 


OR 

ARTEMISIA PAPPOSA 

ASTERACCAC 


ID NV 

ARTEMISIA PORTER! 

AST|RACEAC 

SAGEBRUSH. PORTER 

NY 

ARTEMISIA SENiAVtNENSIS 

ASTERACCAC 

SAGE, ARCTIC 

AK. U. 

ARTEMISIA SP. 

ASTCRACEAC 

ARTEMISIA (KAIHOLCNA GULCH, LANAI I 

HI 

ARTEMISIA UNALASKCNStS VAR. AlEUTICA 

ASTERACCAC 


A* 

ASARUM CONTRACTA 

••• m hi 

HE * AST YLIS CONTRACTA 


ASARUM LEMISI1 

mi SEE mi 

HEIASTYLIS LEMISII 


ASARUM MAN1FL0RA 

mi SEE mi 

HEIASTVLIS NANZFLORA 


A5CLEPIAS CUTIERI 

ASCLEPtADACEAE 

milkneeo, cutler 

AZ UT 

ASCLCPIAS CASTHOOCIANA 

ASCcEPIADACEAE 

MILKMCCO. EASTNOOO S 

NV 

ASCLCPIAS MEADU 

ASCLEPtADACEAE 

MILKNEEO, MEAD s 

IL IN 

ASCLEPIAS PROSTRATA 

ASCLCP1ADACEAE 


TX MCI 

ASCLCPIAS RUTHIAE 

ASCLCPIAOACEAE 

milkweed, ruth 

UT 

ASCLEPIAS V1RI0ULA 

ASCtEPIADACCAE 


FL 

ASCLEPIAS NELSMtl 

ASCLEPIAOACEAE 


UT 

ASININA PULCHELLA 

••• SEE ••• 

deeringothamnus PULCHCLLUS 


ASIMINA RlGELII 

mi SEE ••• 

DEERINGOTHAMNUS RU6ELII 


ASIMINA TETRAMERA 

AnnONACEAE 

PAHPAN, 

FL 

aspleniuh ANORENSII 

POLYPODIACEAE 


AZ CO 

ASPLCN1UM EBEN0IDE8 

POLYPOOlACEAC 

SPLEEHNQRT, SCOTT S 

Al CT 

ASPIENIUM FRAGILE VAR. INSULARIS 

POLYPODIACEAE 


HV 

HI 

ASPLCNIUM HETERORCSUICNS 

POLYPODIACEAE 


FL 6A 

ASPLENIUM KENTUCK1CNSC 

POLYPODIACEAE 

spleennort. 

AR 1L 

RSPLENlUM LEUCQSTEGIOlDfS 

POLYPODIACEAE 


HI 


RANGE 


S.S.R. 


IM KV OH VA 
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STATUS 

SCIENTIPIC NAME 

PANILV 

COMMON NAME 

RANGE 

2 

ASBLENIUN PLENUM 

PCITPOOIACEAE 


ft 

S 

ASBlENIUM RHOMBOtDEU* 

••• SEC ••• 

ASBLENIUM FRAGILE. VAR. iNSUtARIS 


3 

ASPLENGSQRUS EBEM01DE5 

••• fEE ••• 

ASRLEN1UM EBENOIOCS 


SC 

A6YELIA VCRATR01DES S5P. MACRQ5PCRMA 

LILIACEAE 

PA IN IU 

HI 

sc 

ASTELIA VERATAOIOCS VAR. SPACILIS 

LlUACCAf 

BA tN|U 

HI 

sc 

ASTCLlA VfAATR01DCS VAR. VERATADIDE9 

LILIACEAE 

BA iHtU 

HI 

1 

ASTER AVITU3 

ASTERACEAE 


SA SC 

2 

aster blepharobhyllus 

ASTERACEAE 


NM 

SB 

ASTER BAACMYPHOLIS 

ASTERACEAE 


PL 

SC 

ASTER BAICKlLLIOIDEi 

ASTERACEAE 


CA OR 

31 

ASTER CHASEl 

ASTERACEAE 


1L 

S 

ASTER CMILENSIS SSP. HALLI! 

• •• SEE ••• 

ASTER HALL!I 


2 

ASTER CMtLCllSIS VAR. LENTUS 

ASTERACEAE 

ASTER. SUISUN 

CA 

2 

ASTER CURTUS 

ASTERACEAE 

ASTER. CURTUS 

OR «4, C*r>«0« 48.C 

2 

ASTER OCPAUPERATOS 

ASTERACEAE 

ASTER, SERPENTINE 

HO BA 

S 

ASTER ERICOIDES VAR. OEPAUBERATUS 

••• SEC ••• 

ASTER OEFAUFCRATUS 


2 

ASTER PURCATUS 

ASTERACEAE 


AN tl IN IA MO Nt 

SC 

ASTER 6LAUCESCENB 

ASTERACEAE 


NA 

2 

ASTER GORHANM 

ASTERACEAE 

ASTER. BDAMAN 

OR 

SC 

ASTER BREATAt 

ASTERACEAE 


CA 

SC 

ASTER NAU II 

ASTERACEAE 


OR HA 

2 

ASTER JCSSICAC 

ASTERACEAE 


10 NA 

1 

ASTER LEMMONI1 

ASTERACEAE 


A! 

2 

ASTER MOLLIS 

ASTERACEAE 


Ml NY 

N 

ASTER PALUStCOLA 

ASTERACEAE 


CA OR 

SC 

ASTER PE1RS0NM 

ASTCRACEAE 

A5TCR, REIRSON S 

CA 

SB 

ASTER PINIEQLIUS 

ASTERACEAE 

ASTER. 

Al PL 

SI 

ASTER PLUHOSUS 

ASTERACEAE 


PL 

sc 

ASTER PUNICEUS VAR. SCAfrfrlCAULIS 

ASTERACEAE 


Tl 


ASTER SANltWlCCNSIS 

ASTERACEAE 

ASTER. MANAMA* 

HI 

s 

ASTER SCABRICAULIS 

••• SEE ••• 

ASTER RUNICEUI VAR, SCAJRICAULIB 


2 

ASTER SCHISTOSUS 

ASTERACEAE 


VA 

2 

aster spiwulosus 

ASTERACEAE 


PL 

SB 

ASTER VERUTIPOLIUS 

ASTERACEAE 


MS 

2 

ASTER VIALJS 

ASTERACEAE 


OR 

2 

ASTER TU^NENSIS 

ASTERACEAE 

ASTER, YUKON 

AP, Miikon) 

1 • 

astilbe crenatilosa 

SAIIPRAGACEAE 


TN 

SC 

astragalus accumbens 

FA8ACCAE 


NM 

SC 

astragalus ac*ermannii 

PABACCAE 


MV 

2 

ASTRRSAlUS AEOUAlIS 

PABACEAE 


NV 

t • 

ASTRAGALUS ASNICIOUS 

PABACEAC 


CA 

SC 

ASTRA6ALUS AtTUS 

PABACEAE 


NM 

sc 

ASTRAGALUS ALVGAOENSIS 

PABACEAE 


NV OR 

sc 

astrasalub ahmis-amssi 

PABACEAE 

MILK-VETCH, 

10 

2 

ASTRAGALUS AMPUiLARIUS 

PABACEAE 

MlLK-VfTCH, GlHfeO 

a: ut 

2 

ASTAA6ALUS ANSCRINUS 

PASACEAE 


NV UT 

2 

ASTRAGALUS APPLC6ATE1 

PABACEAC 


OR 

2 

ASTRAGALUS ATPATuS VAR. INSEPTUS 

PABACEAE 

MILR-VETCM, 

IG 

SC 

ASTRAGALUS BARNES V I 

PABACEAE 

milk-vetch. baanesv 

AZ UT 

2 

ASTRAGALUS BARR II 

PABACEAE 


SO 

SC 

ASTRAGALUS BEATHII 

PABACEAE 

MIUt-VETCM. BEATH 

AI 

1 

ASTRAGALUS BCATLCYAE 

PABACEAE 

MlLK-VCTCM, ICATLEt 

NV 

2 

ASTRAGALUS BP.AUNT0N1I 

PABACEAE 

MILK-VETCH, BRAUNTONS 

CA 

SC 

AST RA6ALUS CALLI THRU 

PABACEAE 

milk-vetch, callonay 

NV UT 

SC 

ASTRAGALUS CAtYCOSUS VAR. MONOPMYUIDIUS PAtACCAC 


NV 

2 

ASTRAGALUS CAMPIOPuS 

PABACEAC 


10 

s 

astragalus CASTANEIPORMIS VAR. 

• SEE mi 

ASTRAGALUS CC-ftSOBRlNUS 



CONSOBRtNUS 




sc 

ASTRAGALUS CA8TCTTERJ 

PABACEAE 

MlLK-VCTCM, CASTETTER 

NM 

sc 

ASTRAGALUS CERAMICU6 VAR. APUS 

PABACEAC 


10 

sc 

ASTRAGALUS CHLOODES 

PABACEAC 

MILK-VETCH, GRASS 

UT 

sc 

ASTRAGALUS CIMAE VAR. CIMAE 

PABACEAE 

RATRENEEO, CIMA 

CA NV 

sc 

ASTRAGALUS CIMAE VAR. SUPPLATUS 

PABACEAE 


CA 

2 

ASTRAGALUS CLARIANUS 

PABACEAE 

MILK-VETCH, NAPA 

CA 

2 

ASTRAGALUS COU.INUS VAR. LAURENT11 

PABACEAC 


OR 

2 

ASTRAGALUS COLUMBIANUS 

PABACEAC 

MILK-VETCH, COLUMBIA 

NA 

SC 

ASTRAGALUS CQM5Q8RINUS 

PABACEAE 


UT 

sc 

ASTRAGALUS CGNVALLARIUS VAR. PINITIMUS 

PABACEAC 


UT NV 

sc 

astragalus cottamii 

PABACEAE 

MILK-VETCH, COTTAM 

AZ UT 

2 

ASTRAGALUS COTTONII 

PABACEAE 


NA 

t 

astragalus CREMNOPMYLAI VAR. 

PABACEAE 

MILK-VETCH, BCMTRf 

AZ 


CREMNOPMTLAI 




SC 

ASTRAGALUS CAEMNOPHYlAl VAR. 

PABACEAE 


AZ 


MVRI0RRHAPH1S 




2 

ASTRAGALUS CRONQUISTII 

PABACEAC 

MILK-VETCH, CROHOUI9T 

CO UT 

2 

ASTRAGALUS BEANE ( 

PABACEAE 

MILK-VETCH, DEANE 

CA 

2 

astragalus bebeouaeus 

PABACEAE 


CQ 

2 

astragalus bcsercticus 

PABACEAE 

MILK-VETCH, DESERET 

UT 

B 

ASTRAGALUS BESPERATUS VAR. CONSPECTUS ' 

••• SEE • •• 

astragalus barnebyi 


SC 

ASTRAGALUS OCTERIOR 

PABACEAE 

MILK-VETCH, CLIPP-BALACE 

CO 

SC 

ASTRAGALUS BETRITALI8 

PABACEAE 

MILK-VETCH, DEBRIS 

CO UT 

2 

ASTRAGALUS DIAPHANUS 

PABACEAE 


OR NA 

2 

ASTRAGALUS B0U6LASII VAR. PERSTRICTUS 

PABACEAC 

MILK-VETCH, RQUND-P0D2ED 

CA 
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STATUS 


SCIENTIFIC NAME 

FAMILY 

COMMON NAME 


SC 

astragalus 

ORABELLlfORftlS 

FABACEAE 


NY 

3 C 

ASTRAGALUS 

BUCHCSNCNSIS 

FABACEAE 

MILK-VETCH, DUCHESNE 

CO UT 

JC 

ASTftASAlUS 

CNSIFORRIS 

FABACEAE 


a: ut 

1 

ASTRAGALUS 

EQUISOlEkSIS 

FABACEAE 

MILK-VETCH, 

UT 

2 

ASTRAGALUS 

funereus 

FABACEAE 

NOOLV ROD, BLACK 

CA MV 

2 

ASTRAGALUS 

SEVER! VAR. TRI0UETBUS 

FABACEAE 


A! NV 

2 

ASTRAGALUS 

•TRSODES 

FABACEAE 

MILK-VETCH, GyRSUM 

NM T 1 

2 

ASTRAGALUS 

HAMILTON!I 

FABACEAE 

MILK-VETCH, HAMILTON 

UT 

2 

ASTRAGALUS 

HARRISON!1 

FABACEAE 

MILK-VETCH. HARRISON 

UT 

3C 

ASTRAGALUS 

MENRINONTANCNSIS 

FABACEAE 


UT 

2 

ASTRAGALUS 

HOLMGRENIOAUN 

FABACEAE 


AT UT 

3C 

ASTRAGALUS 

HOOD 1ANUS 

FABACEAE 


OR HA 

LE 

astragalus 

HUM ILLIMUS 

FABACEAE 

MILK-VETCH, M6NC05 

CO NM 

JC 

ASTRAGALUS 

ISCLVI 

FABACEAE 

milk-vetch, isely 

UT 

2 

astragalus 

JAEGER! ANUS 

FA6ACEAC 

MILK-VETCH. COOLGAROIE 

CA 

2 

ASTRAGALUS 

JEJUNUS GSR. NOV. /INEG. 

FABACEAE 


MY 

SC 

ASTRAGALUS 

JOHANNIS-HOMtlLII 

FABACEAE 


CA MV 

2 • 

astragalus 

KENTRORHVTA VAR. DOUGlASII 

FABACEAE 

MILK-VETCH, THISTLE, OOlGlAS 

OR NA 

2 

astragalus 

KNIGHT!! 

FABACEAE 


NM 

JC 

ASTRAGALUS 

lancearius 

TABACEAE 


AT UT 

s 

ASTRAGALUS 

LAURENT!l 

••• SEE ••• 

ASTRAGALUS COLUNUS VAR. lAUREMTI! 


sc 

astragalus 

LENTIF0RMI8 

FABACEAE 


CA 

2 

ASTRAGALUS 

LlNTISINQSUS VAR. AMBI6UUS 

FABACEAE 


AT 

2 

ASTRAGALUS 

LENTIGINOSuS VAR. ANTONIUS . 

FABACEAE 


CA 

31 

astragalus 

LENUGINOSUS VAR. ChARTACEUS 

FABACEAE 


CA CO 

1 

astragalus 

LENT IGINOSUS VAR. CQAChCUAE 

FABACEAE 


CA 

SC 

ASTRAGALUS 

LENTIGINQSuS VAR. LATUS 

FABACEAE 


MV 

SC 

ASTRA6ALUS 

LENTI6IN0SU8 VAR. MARICORAC 

FABACEAE 


AT 

1 

astragalus 

LENTI6INQ5US VAR. RICANS 

FABACEAE 

MILK-VETCH. SHINY 

CA 

l 

ASTRAGALUS 

LENTIGINQSUS VAR. RISCINEHSIS 

FABACEAE 


CA 

sc 

ASTRAGALUS 

LENTIGINOSUS VAR. ROHLtl 

FABACEAE 

MILK-VETCH. 

UT 

1 

ASTRAGALUS 

LENTIGINCSUS VAR. 

FABACEAE 


CA MV 


SCSCUtnCTRALtS 




2 

ASTRAGALUS 

LENTIGINOSUS VAR. fICRRAC 

FABACEAE 


CA 

2 • 

astragalus 

LENTIGINOSUS VAR. URSiMUS 

FABACEAE 

MlLf-VETCH. BEAR VALLEY 

UT 

JC 

astragalus 

LtRNOCHARIS VAR. LlMNOCHARIS 

FABACEAE 


UT 

2 

astragalus 

LINIFOLIUS 

FABACEAE 

MILK-VETCH, GRAND JUNCTION 

CO UT 

SC 

astragalus 

LOANUS 

FABACEAE 

MILK-VETCH. 

UT 

SC 

astragalus 

LUTOSUS 

FABACEAE 


CO UT 

2 

ASTRAGALUS 

MASDALENAE VAR. REIRSON!) 

FABACEAE 

MILK-VETCH. REIRSON 8 

CA 

SC 

ASTRAGALUS 

RALACOIOES 

FABACEAE 

milk-vetch, kairaronits 

UT 

2 

ASTRAGALUS 

NICROCVMIUS 

FABACEAE 

MILK-VETCH, 

CO 

SI 

ASTRAGALUS 

R1NTM0RNIAE VAR. GAACIlIQA 

FABACEAE 


UT 

2 

ASTRAGALUS 

RISELLUS VAR. RAURER 

FABACEAE 

MILK-VETCH, RAURER 

HA 

2 

A8TRA6ALUS 

ROHAVENSIS VAR. HEMISVRUS 

FABACEAE 

MILK-VETCH. 0AAH1N MESA 

CA MV 

2 

ASTRAGALUS 

M-CLL15SIMUS VAR. RARCIDUS 

FABACEAE 


Tl 

1 

ASTRAGALUS 

MONGENSIS 

FABACEAE 


CA 

n 

ASTRAGALUS 

R0NT11 

FABACEAE 

MILK-VETCH, HELIOTROPE 

UT 

sc 

ASTRAGALUS 

MONUMENTAL IS 

FABACEAE 


AT MR 

2 

ASTRAGALUS 

RULFOROIAE 

FABACEAE 


ID OR 

2 

ASTRAGALUS 

RUSIMONUM 

FABACEAE 


AT MV 

SC 

ASTRAGALUS 

NATURITENSIS 

FABACEAE 

MILK-VETCH, NATURITA 

CO 

2 

ASTRAGALUS 

REVINI! 

FABACEAE 

HILK-VETCH. SAN CLEMENTE ISLAND 

CA 

SC 

ASTRAGALUS 

NIOULARIUS 

FABACEAE 


UT 

SC 

ASTRAGALUS 

NVENSIS 

FABACEAE 

MILK-VETCH. 

NV 

2 

ASTRAGALUS 

ONICIfORRIS 

FABACEAE 


ID 

SC 

ASTRAGALUS 

0QC4LVCIS 

FABACEAE 


CO NM 

2 

astragalus 

OOCARRUS 

FABACEAE 

MILK-VETCH, DCSCANSO 

CA 

1 

astragalus 

OORHORUS VAR. CLOKCYANUS 

FABACEAE 


MV 

SC 

ASTRAGALUS 

OGRHQRUS VAR. L0NCH0CALV1 

FABACEAE 


NV UT 

2 

ASTRAGALUS 

OSTERMOUTU 

FABACEAE 

MILK-VETCH, OSTEAMOOT 

CO 

SC 

A8TRA6ALUS 

RANARINTENSIS 

FABACEAE 


CA 

sc 

ASTRAGALUS 

RARDALINUS 

FABACEAE 


UT . 

sc 

ASTRAGALUS 

RAURERCULUS 

FABACEAE 


CA 

sc 

astragalus 

raysonm 

FABACEAE 


ID NV 

2 

ASTRAGALUS 

RECF.Il 

FABACEAE 


OR 

LT 

ASTRAGALUS 

RCAIANUS 

FABACEAE 

MILK-VETCH. RYDBERO 

UT 

IT 

ASTRAGALUS 

RHOENII 

FABACEAE 

MILK-VETCH, ASM MEADOUS 

NV 

SC 

ASTRAGALUS 

R0RRECTU8 

FABACEAE 

milk-vetch, 

NV 

SC 

ASTRAGALUS 

RR02MANTHUS 

FABACEAE 

MILK-VETCH, 

MV 

sc 

ASTRAGALUS 

rseuoiodanthug 

FABACEAE 


CA NV 

sc 

ASTRAGALUS 

RTEROCARRUS 

FABACEAE 


NV 

SI 

ASTRAGALUS 

Run iecus var. gertrudis 

FABACEAE 


NM 

sc 

astragalus 

RURSHII VAR. 0PHI06ENES 

FABACEAE 

MILK-VETCH, 

ID 

I • 

ASTRAGALUS 

RYCNOSTACHVUS VAR. 

FABACEAE 

MILK-VETCH. VENTURA MARSH 

CA 


UNOtllllRIII 




sc 

ASTRAGALUS RAFAELENSIS 

FABACEAE 

MILK-VETCH, SAN RAFAEL 

UT 

2 

ASTRAGALUS SAVENll 

FABACEAE 


CA 

2 

ASTRAGALUS 

REM0TU8 

FABACEAE 


NV 

2 

ASTRAGALUS ROBBINSII VAR. ALPINISM!* 

FABACEAE 

MILK-VETCH, ROBBINS, 

OR 

t 

ASTRAGALUS ROBBtNGlI VAR. JESURl 

FABACEAE 

MILK-VETCH, ROBBINS, 

NH VT 

2 

ASTRAGALUS RCBBIhSIl VAR. OCCtOCNTALIS 

FABACEAE 

MILK-VETCH, ROBBINS. 

NV 

JA 

ASTRAGALUS ROBBING!t VAR. ROBBINSII 

FABACEAE 

MILK-VETCH, ROBBINS, 

VT 
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2 

ASTRAGALUS fiABULOSVS 

FABACEAE 

1C 

ASTRAGALUS SAUAlNUS 

FAIACCAC 

2 

astaagalus schhplliae 

FABACEA£ 

1C 

ASTRAGALUS StRENOI VAR* SO«'DtSCCnfi 

fabaceae 

1C 

ASTRA6&LUS SCAPENS 

FABACIA6 

2 

ASTRAGALUS StEVOCKlI 

fabaceae 

2 

ASTRA6ALUS SHULTIIOFuH 

FABACEAE 

1C 

astragalus SILiCIUS 

FABACEAE 

2 

ASTRAGALUS SffrUATuS 

FAIACCAC 

2 

ASTRAGALUS SOUTAPI'JS 

FABACEAE 

$ 

ASTRAGALUS SRAiniAGfl vAR. f#S*C*61S 

mi SEE mi 

2 

ASTRAGALUS S t ER1l!5 

FABACEAE 

S 

ASTRAGALUS ITOClSIt 

••• sec ••• 

3C 

ASTRAGALUS striatiflop/s 

FABACEAE 

2 

AS t RA5ALU5 8U&CTRERCUS VAR. BaSAlMCUS 

FABACEAE 

SC 

ASTRAGALUS SUIVISTITUS 

FABACEAE 

2 

ASTRAGALUS TEGETAPIOIDES 

FABACEAE 

2 

ASTRAGALUS TENER VAR. T!T| 

FABACEAE 

2 

ASTRAGALUS TENNtSSECNSIS 

FABACEAE 

2 

ASTRAGALUS URMAiOSIS VAR. ru*»LOIoS 

FABACEAE 

2 

ASTRA8ALU5 TITANOPNllUS 

FABACEAE 

1C 

ASTRAGALUS TOOulBANuS 

FAIACCAC 

2 

astragalus traskiac 

fabaceae 

SC 

ASTRA3ALUi IROGLOOvTuS 

FABACEAE 

1C 

astragalus TRIIDVI 

FABACEAE 

2 

ASTRAGALUS TTSHIKSIS 

FABACEAE 

2 

ASTRAGALUS UNC1AL18 

FABACEAE 

2 

ASTAA6ALUS VClILLlfLUvlS VAR. VjIlLUS 

FABACEAE 

SC 

RSTPASALUS NEThCRILLII 

FABACEAE 

SC 

ASTRAGALUS NITTHANNII 

FABACEAE 

sc 

ASTRAGALUS NOOORUffii 

FABACEAE 

1 

ASTRAGALUS IIPnOIDES 

FABACEAE 

2 

ASTRAGALUS YODCR-NltlIA*SI1 

FABACEAE 

SC 

ASTPANTHIUB POBuSTjR 

asteraceae 

2 

ATRIRLII CANCSCENS VAR. 6I6ARTEA 

CHENOPOOIACCAE 

1C 

ATRIRUI GRIFFITH*!! 

CHtNDFODIACCAC 

sc 

ATR2RLCI KLCBEPSORUH 

CHENOPOOIACCAE 

2 

atrirlei ratulr ssp. sricata 

CHENOPOOIACCAE 

2 

ATRIRlCI plciantha 

CHENOPOOIACCAE 

1 

ATRIRlEI tularensis 

CMENOPODIACEAE 

2 

atrirlei vallicola 

CHENOPOOIACCAE 

1C 

ATRIRLCI NEL8HJI 

CHENOPOOIACCAE 

1 

AURE3LAR1A RATULA 

GCRORHULARIACEhE 

2 

AVEN1A IIH1TAPIS 

stcrculiaccae 

S 

AIALCA AUSTRIAN 

••• SEE 

2 

•ACCMARIS PlUHHERAC SSP. 6LAIRATA 

ASTERACEAE 

2 

IACCH4RI3 VANCSSAC 

ASTERACEAE 

2 • 

BACGPA SJHUlAvS 

SCROPNULARIACCAE 

2 

IACOPA STRAGulA 

SCR0PHULAR1ACEAE 

1C 

• AH IA IISELOVU 

ASTERACEAE 

SC 

ialduira atropurpurea 

ASTERACEAE 

sc 

ialsarorhiia rosea 

ASTERACEAE 

2 

IAlSARORhUA SER2CCA /SR. ROW. INEO. 

ASTERACEAE 

1 

iararr vanoersiltii 

flacouatiaceae 

if 

BAPTISIA ARACHHIFCRA 

FABACEAE 

2 

• APT IS!A CALTCOSA VAR. CALYCOS* 

FABACEAf 

2 

BAPTIST A CALTCCGA VAR. HlRSUTA 

FABACEAE 

5 

•apt t sI a hirsuta 

• m SEE ••• 

SC 

•APT!SIA RCGACARPA 

FABACEAE 

SI 

BAPTISIA RtPARlA 

FABACEAE 

2 

iaptisia sirplicifolia 

FABACEAE 

1C 

IART0N1A TC1AHA 

GENT IANACCAC 

2 

•ASIPHVLLAEA AUGUSTIF3LIA 

ORCHIOACEAE 

2 

batcsiralva violacea 

RALVACCAE 

sc 

BENJTOA OCCIOERTALIS 

ASTERACEAE 

2 

BERSONICLLA 0RE60RA 

SAX1FNA8ACCAC 

1C 

IERBCRIS HARRISOHIAHA 

BERBCR10ALEAE 

1C 

BERBER IS H1861 VSI AC 

BERIERIOACEAE 

s 

BERBER IS NCRvQSA VAR. BCNDOCINENSIS 

••• SEE ••• 

f 

BERBERlS NEVINU 

••• SEE ••• 

s 

IERBCRIS PINNATA SSP. IHSulARIB 

••• SEC 

s 

IERBCRIS SONNCI 

Ml SEC «M 

1C 

IERBCRIS SNASE’I 

BERIERIOACEAE 

2 

• ESSEYA BULL 11 

SCROPHOLARIACCAC 

8 

BETUIA LENTA VAR. USER 

•M SEC IM 

LI 

•c tula user 

ICTULACCAC 

31 

BIDEAS RSPLCNIOIOES 

ASTERACEAE 

1C 

BI0EN6 BIOENTaiDES VAR. SIDCNTOIDCS 

ASTERACEAE 

2 

•IDEAS IIOENTQIDES VAR. KARIANA 

ASTERACEAE 

t 

RIDERS CARPTLOTmECA 

ASTERACEAE 

1C 

HOC NS CERVICATA 

ASTERACEAE 

SI 

BI DENS C04RCTATA 

ASTERACEAE 

sc 

IIOENS CQNJU*CTA*a 

ASTERACEAE 


CONNON mmc nfnse 


R!L*-VtTLH. DI405AUA 

OF 

ur 

BILK-VETCH. GCHPOLL 

CO 

BIL*-VC?CN, 

NV 

BILK-VETCH. 

UT 

biu-vetcm. 

CA 

NY 

Ml 

AILK-VETCH. NhITEO 

NR 

ASTRAGALUS TraHENSiS 

RILN-VCTCH, 

NV OR 

13 OR 

ASTRAGALUS NCNRIRONTArErSIS 
BILK-VETCH, CSCA0PHCNT 

A l Ul 

RATTLCnEEO* coastal Dunes 

OT 

CA 

CA OR 

CA 

BILK-VETCH. TRASK $ 

al il IN TO 

NV 

AI 

NV 

CA 

BILK-VEUH, 

AI 

OR NA 

OR 

NV UT 

AILK-VETCH. BLAOIATOR 

10 

CO UT 

Nft 

Ul 

PI 

BILK-VETCH. OSGOOD R0wNTAI%9 

10 NV 

SALTBUSH, GRIFFITH'S 

Tl 

UT 

AI NR 

SALTBUSH. KLEBERG S 

Tl 

SALTBUSH, 

CA 

CO NB OT 

saltbush. ba«c»$fielo 

CA 

SALTBUSH. LOST HILLS 

CA 

SALTBUSH, NELSH 

OT 

RHODOOEVORON AuSTRINUB 

BACCHARIS, HOOVER 8 

AL BA M TN 

Tl REIICO 

CA 

BACCHAR1S. ENCINITIS 

CA 

RATER-HYSSOP, CHICKAHOHINV 

VA 

rater-hyssop, rat-forhino 

BO VA 

RATTLEkEEO, hairy 

Tl 

fl sa ns SC 

OP NA 

OR 

PR 

SA 

KILO INOISO, HAIRY 

fl 

Ft 

BAPTISIA CALYCOSA VAR. HIRSUTA 

HILO 1*01*0, APALACHICOLA 

AL FL 

MILD INOISO. 

fl 

6CREM8TEB, TCIAS 

fl 

u 

SAY-BALLON, PURPLE 

PR. Cut*, MtfpJMOl* 
Tl, Bruco 

BENITOA 

CA 

iensoniella 

CA OR 

BARBERRY, 

AI 

BARBERRY, H1G61N S 

CA 

BAhONIA NERVOSA VAR. RENDOCINCAS!S 
RAHONIA NCVINII 

RAHONIA PINNATA SSP, ^SOLARIS 

RAHQNIA SONNE 1 

ietula user 

BIRCH, ROUND-LEAF. V1R3INIA 

Tl 

IL IB IA Bl PN OH •! 

VA 

KO OKO’OLAU 

HI 

•UR-BARI50L0, 

OC NJ NY PA 

iua-baaigold. rarvlano 

BO 

•iocns, cahpylothcca 

HI 

VO OKO OLAU 

HI 

IIOENS. RAttOA 

HI 

VO'OKO'OLAU 

HI 
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STATUS 

SCIENTIFIC ue.nl 

farilt 

COMMON NAHf 

RANGE 

S 

IIDENS ctcnopmylla 

••• SEC ••• 

BIDCNS hicrantha ssp. ctenophyua 


LI 

•IDENS Cl'NCATA 

ASTCRACCAE 

ftIGENS, CUNCA7E 

Ml 

SI 

UPCNS DEGENCRt 

ASTERACEAC 

*0 oro OLAU 

HI 

SI 

III DIMS DiSTAHS 

ASTCRACCAE 

ft JOINS, LANAI 

HI 

31 

k10C«5 FORftCSIt 

ASTEAACEAC 

IJOENS. FORBES 

MI 

31 

•IDENS SRACILOIDCS 

ASTfP.ACEAt 

ftlOENS. HAUNALUA 

HI 

SC 

ft SOCKS HAtAMCkSlS 

ASTERACEAC 

KO'Qta olau 

HI 

31 

ftIDCNS MACftQCAAfA V Aft. OVAT KOLIA 

ASIC RACEAC 

>0 0*0 OLAU 

HI 

31 

nocks R..a*;o:seA 

ASTERACEAC 

*0 0*0 01AU 

MI 

3C 

•JOINS IWUIENSJS 

ASTCRACCAE 

KO 0*0 OLAU 

HI 

3C 

ftlOCNS RCkltCSIl VAN. LEPTODQNTA 

ASTERACEAC 

KO oro OLAU 

HI 

7 

•JOINS HtCAARTMA SSP. CTENQPHYLLA 

ASTERACEAC 


HI 

1 

61DINS niCAANTMA SSP. FAlEAlAHA 

ASTERACEAC 

KO 0*0 OLAU 

Ml 

3ft 

B10CNS HICAANTHA VAR. CADuCA 

ASTERACEAC 

KOOCOQLAO 

Ml 

31 

BICENS ntCAANTHA VAA. *AAcANA 

ASTERACEAC 

KO 0>0 OLAU 

Ml 

3ft 

•IDEAS ricrantha VAA. lacinjata 

ASTERACEAC 

*0 0*0 OLAU 

HI 

1 

ft JOINS ROlGFAIENSIS 

ASV£*ACEA€ 

KO 0*0 OLAU 

Ml 

JC 

•JOINS NAPAUEkSIS 

AStCRACCAE 

KOOKO OLAU 

MI 

6 

ft 1 TENS NEHATCCERA 

••• SEC ••• 

IJOENS NJEfitCI 

MI 

3ft 

• JOCKS OBTuSUCBA 

ASTCRACCAE 

KO OKO OLAU 

Ml 

3C 

ft JOINS FOPOUFOUA 

ASTCRACCAE 

IJOENS. POPLAR-LEAVED 

Ml 

3ft 

• JOINS FULCHIUA 

ASTCRACCAE 

KO'OKO'OLAU 

Ml 

3ft 

BJOENi SAL ICO!DCS 

ASTERACEAC 

BIOCKS. NIILOH'LCAVCO 

MI 

38 

I101NS SAN0UICENS1S VAA. SETOSA 

A5TERACCAE 

KO 0*0 OLAU 

HI 

3ft 

• JOINS SKorrsiEAsu 

ASTERACEAC 

ro o»o olau 

HI 

3ft 

iilOENS STOresn 

ASTERACEAC 

•JOINS, stokes 

HI 

sc 

ftlOENS VAUDA 

ASTERACEAC 

ft JOINS. RGBUST 

Ml 

SC 

•JOCKS NAJRiHNA 

ASTERACEAC 

KO 0*0 olau 

MI 

i 

BUCKS M1C8ICI 

ASTERACEAC 

ko 0*0 Olau 

HI 

i 

ftlCNNOSFCAHA ftAtERI 

ASTCRACCAE 

BlENNOSPERHA, baker s 

CA 

7 

BLENNOSPERNA NANUH VAA. ROBOSTUR 

ASTERACEAC 

BlENUDSPERHA. POINT REYES 

CA 

7 

BlOO*ER!A HUN It 15 

UUACCAE 

6QLDENSTAR, ftNARf 

CA 

It 

BCftEA SANONJCCNSJS 

RUS1ACEAE 

AHA* CA 

Ml 

1 

ftOBCA TINONtOlDCS 

iUft tACCAE 

AHArCA 

Ml 

1 

BCEfiHAVlA NATHIS IANA 

NTCTA6INACCAC 


TI 

S 

IOlOFMTTA alpjha 

••• SEE 

PARTHCNlUR alpinuh 


ft 

90L0PHTTA LIGULATA 

••• SEC ••• 

PARTHENIUH LICULATUH 


s 

BOltJPHVTA UTBAHCUAI5 

• h SEE ••• 

PARTMCNIUH TETAAkEURIS 


7 

BOLTONJA ASTEROIDES VAR. DECLARERS 

ASTERACEAC 


IL HO 

1 

IUNARJA GRAND IFLORA 

convolvulaceae 


FL 

1 

&GNARU RENIIESlt 

CONVOtVULACCAE 


HI 

7 

ICNARJA OVALJFOLJA 

CONWOLVULACEAE 


TI REIICO 

3C 

BOTHRICCHLOA EiAAJSTATA 

POACCAE 


LA TI 

7 

•OTAVCHIUH CPCNOLATW! 

0PHI06L0SSACCAE 


CA 

7 

BOTRYCMlUH PARA0G1UH 

OFHIOGLQSSACEAE 


HT. C*n«a* lAUl 

7 

ftOTRYCMIUR PUHJCOLA 

ophioslossaceae 

6RAPE FERN, CRATER LAKE 

CA OR 

1 9 

BOTRYCHJUH SLBBIFOLIATUH 

OPHIOGLOSSACEAE 

RAKOV 

MI 

1 

IMCHJ0N2DIUH CJLIOCATUH 

ORCHIDACEAE 


FA 

7 

•RASSIA CAUOATA 

ORCHIOACEAC 


Ft, Ht.ico. N*»t 
C«Mr«| A*«ric •, 
Minc« 

7 

BRAVA MUHIL1S SSP. VCHTOSA 

BRASSICACEAE 


CO 

SC 

•SAVA HUHJLIS VAR. LCIOCARPA 

BRASSICACEAE 


HI VI. C«n«*« 

SC 

8RAI0RJA PULCHCRRIHA 

LAHIACCAE 

•AGIOS-HINT , CENTERVILLE 

TI 

I 

BRCitCRJA 6AAN0JFL0RA 

SEE mi 

•ONAHIA 6RANDIFL0RA 


2 

ORICTELUA BMCHVPMYUA VAR. MjNCkLCM 

ASTERACEAC 


Tt 

7 

rfiiCKCLLIA BRACMVPHYLLA VAR. 
TERLJN6LENSU 

ASTCRACCAE 


ft 

7 

•RICKClLIA CORO IFOlIA 

ASTCRACCAE 

NEMESIS, FLVft S 

al fl 6A 

SC 

ftRJCKEUIA OENTATA 

ASTERACEAC 


TI 

s 

IRJCKCLLIA iUPATORIOIOES VAR. FLOAtOANA 

••• SEC ••• 

BRICKCLUA HOSIERI 


sc 

BRICkCLUA KNAPP]AKA 

ASTERACEAC 

BRICKELLIA, INAPP S 

CA NV 

sc 

•RJCACLLIA LEPTOPHYLLA 

ASTCRACCAE 


TI, HE ItCO 

7 

BRJCKCUJA ROSIER! 

ASTERACEAC 


AL FL 6A SC 

SC 

brickeclia shiner i 

ASTERACEAC 


II, MfitcO 

7 

BAJCKELLIA V1CJENS1S 

ASTCRACCAE 

BRICKCLUA. SIERRA vJEJA 

11 

1 

IRJ6HAH1A CITRJNA 

CAHPANULACEAE 

ALULA 

MX 

1 

•AJ&HhHJA IMS IGNIS 

cahpanulaceae 

ALULA 

MI 

1 • 

8RJ6HAHIA RERYI 

CAHPANULACEAE 


Ml 

1 

BRIGHAM IA ROCK 11 

cahpanulaceae 

PUA ALA 

Ml 

2 

bbooiaea CORQNARJA SSP. ROSCA 

UUACCAE 

BROOIAEA, INDIAN VALLEY 

CA 

2 

•NOPIAEA FIUFOLtA 

UUACCAE 

BROOIAEA, THREAD-LEAVED 

CA 

1 

fiROOJACA JMSX6M2S 

UUACCAE 


CA 

7 

BROOIAEA MNMENSI5 

LILIACEAC 

BROOIAEA. SAN ClCHCNTE ISLAND 

CA 

2 

1 

BROOIAEA ORCUTTII 

ULiACCAE 

BROOIAEA, ORCUTT S 

CA, H§«ICO 

BROOIAEA PALLIDA 

UUACCAE 

BROOIAEA, CHINESE CAHP 

CA 

SC 

2 

1 

BROHUS TCICNSJS 

FOACEAE 


TI, fivitco 

PRONGNJARTIA RIWUTIFQUA 

FABACCAC 

BRONGNJARTIA, LITTLE -LEAF 

fl, MiiCO 

BRiiNFCLSIA PGR70RJCENSJS 

SOLANACEAE 

PR 

7 

IUCKLCVA 01ST tCHOPHVLLA 

SANTAlACEAE 


NC TN VA 

2 

BUHELIA THORNE I 

SAPOTACEAE 

•UCKTHOim, 

6A 

LC 

•UIUS VAHLtl 

ftUIACCAE 

•OIMQOft, 

PR 

2 

BYRSOttjHA morneana 

HALPJfiHlACEAE 

HARICAO CIHAARON 

PA 
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STATUS 

SCIENTIFIC NANt 

FARltV 

COMMON NAME 

■ A 

2 

ByRSONINA OPHITICOcA 

RALPI0H1ACCAE 

MAR ICAO CIMARRON 

PR 

2 

CACAtM DlVCRSIfOUA 

A8TERACCAE 


AL Ft GA 

1 

CACALIA RUBCLIA 

ASTCRACEAE 


NC TN 

SC 

CAESALPINIA IPACh»CARPA 

FABACEAE 


Tl 

2 

CAESALPINIA CUlEBRAE 

FABACEAE 

RATO AMARILLO 'SMOOTH v£llOn NICKER) 

PR 

sc 

CAESALPINIA DRuHMQNDll 

FABACEAE 


Tl. M«j|co 

SI 

CAESALPINIA MONEMSIS 

FABACEAE 

RATO NEGRO 'Black NICKER) 

PR 

1 

CAESALPINIA PORTQAICENSIS 

FABACEAE 

MATO 'BRONN RICHER) 

PR 

1 

CALAMAGR05TIS CAINll 

POACEAC 


TN 

2 

CALAAA6R0ST1S CflASS!6lU*!S 

POACEAE 

REED GRASS. THUN§£« S 

AH CA *A, Cl 

2 

calahagrostis DENSA 

POACEAC 

REEO GRASS. DENSE 

CA, H#*|cO 

2 

CALANASROSTIS FOLIOSA 

POACEAC 

REED 6RA5S. LEAF t 

CA 

11 

CALAHAGROSTIS IMEIPANSA VAA. 
NOvAE-ANGlIAE 

POACEAC 

RCCO BRASS. NORTHERN, nen ENClAnO 

ME NH VT 

S 

CALAHA8AGSTIS iNSFCftATA 

••• SEC ••• 

CALAMAGR0S7IS PORTER! SSP. InSPERATA 


11 

CAtAHAGAOSTIS MOBIL* 

POACEAE 

REED BRASS. 

NH 

2 

CALAAA6AQSTIS PERPlElA 

POACEAC 

REEO GRASS. NOOO 

NY 

SC 

CALAHAGROSTIS PORTER! 

POACEAE 

REED GRASS, 

HY NY NC PA 

2 

CALAHAGROSTIS PORTERI SSP. IHSPERATA 

POACEAE 

REEO GRASS. 0M» NOLL DM 

AR MO OH 

2 

CALARA8R0ST1S TnEEDtI 

POACEAE 

REED GRASS. 

10 NT M4 

1 

CALAAlNTHA A5MCt 

lARUCCAC 


FL 8A 

2 

CALAMINThA OCMTATA 

LARIACEAC 


PL GA 

I 

calahovilfa arcuat* 

POACEAE 

SARD BRASS. 

Oh Tn 

2 

CALANQVILFA IAEV1PUIS 

POACEAE 

SAND GRASS. 

NJ NC VA 

SI 

CALAAOVJLFA IAEVIPILIS VAR, CAIVIPC5 

POACEAE 

SAND GRASS. 

VA 

2 

calahovilfa cuATtssn 

POACEAE 

SAND BRASS. 

F L 

SC 

CALLIANORA biflora 

FABACEAE 

STICH-PEA. T«0~FiQ«CRCD 

ti. n«nco 

1 

CALLICARPA ANPlA 

VCRBENACCAC 

CAPA ROSA 


2 

GALLIANOS IU5-M 

MALVACEAE 

POPPY-MALLON, 

AR IS MO QK 

S 

CALLIRHQE PAPAvEft VAR. BuSM! 

••• SEE ••• 

CALLIRhOE BUSH!! 

IS 

CALLlRHOE SCAIAlUSCttlA 

MALVACEAE 

POPPV-MALLON, TCIAG 

fl 

2 

CALOCHQRTUS CLAvATuS SSP. RECO«V1F0l IU9 

LtLlACEAC 

MARIPOSA. CRUX 

CA 

1 

CALOCHORTUS ClAVATuS VAR. AVluS 

LILIACEAC 

MARIPOSA. PLEASANT vAllEy 

CA 

I 

CAlOCHORTuS COERUlCUS VAR. nESTCNI! 

LILIACEAC 

MARIPOSA, ShIRlEV MEADORS 

CA 

2 

CAlOCHORTuS DUNVII 

LILIACEAE 

MARIPOSA. OUNN S 

CA, Mf-lto 

2 

CALOCHQRTUS EICAVATUS 

LILIACEAC 

MARIPOSA, INYO 

CA 

2 

CAIOCHOATUS $*££*£1 

LILIACEAC 

MARIPOSA. 6REENC 5 

CA OR 

2 

CALOCBORTUS hOnELLI1 

LILIACEAE 


OR 

2 • 

CAtOCHORTUS IMOECDRUS 

LILIACEAC 

MARIPOSA, 

OR 

2 

CALOCHQRTUS LONSEBARgATuS VAR. 
LOMiEBAPBATUS 

LILIACEAC 

STAR-TULIP. LONG-HAIRED 

CA )R HA 

2 

CALOCHQRTUS lOAGEIAAlATOS VAR. P!C«!1 

LILIACEAE 

MARIPOSA-LILY. l&NG-|£A<OCD. P£CH S 

OR 

I • 

CALOCHORTUS NOMMTMUS 

LILIACEAE 

MARIPOSA. SHASTA RIVER 

CA 

2 

CALOCHQRTUS NlTIOuS 

LILIACEAE 


ID HA 

2 

CAIOCHORTUS 0IISPCENS1S 

LILIACEAE 

MARIPOSA. SAN LUIS 

CA 

2 

CALOCHQRTUS FEPSISTCRS 

LILIACEAE 

MARIPOSA. SISH<Ou 

CA 

SC 

CALOCHQRTUS SINULANS 

LILIACEAE 


CA 

2 

CAIOCHOATUS STRIATUS 

LILIACEAC 

MARIPOSA. ALHAU 

CA NV 

1 

CALOCHORTUS TIBl*3N£NS!S 

LILIACEAE 

mariposa, t Huron 

CA 

SC 

CALOCHORTU9 VENUSTUS VAR. gANSUlNEUS 

LILIACEAE 


CA 

2 

CALTCAOERIA fremontii 

ASTCRACEAE 

RQSINNCED, FREMONT 6 

CA 

2 

calycadenia hoqveri 

ASTCRACEAE 


CA 

1 

calvptaamthes LUDUILLEnSIS 

MVRTACEAE 


PR 

I 

CALTPTRARTHES rEDuRCULARIS 

MYRTACEAE 


PR 

2 

CALVPT2ANTHCS THflMABIANA 

MVRTACEAE 


PR VI 

1 

CALYPTRAN'MES TRIFLQRLM 

M*RTACEAE 


PR 

2 

CALYPTRIOIUH PUIChCLLUM 

POP.TOLACACEAE 

PUSSY PANS. MARIPOSA 

CA 

1 

calyptronoh* nivalis 

ARCCACCAE 

PALMA MANACA 

PR 

2 

CALYSTEfilA COLLlNA SSP. OnPHVLLA 

CONVOLVULACEAE 


CA 

2 

CAlVSTESlA COLLlNA BSP. VENU8TA 

CONVOLVULACCAE 


CA 

2 

CALVSTCSIA RACP0STE8IA SSP. ANPLISSIHA 

CONVOLVULACEAE 


CA 

2 

CAIYSTE6IA PCJFSQNll 

CONVOLVULACEAE 

MCRNING-6L0RY, peirsqn 9 

CA 

* 

CALVSTCSIA STEBB1NSI1 

CONVOLVULACEAE 

MORNING-GLORY, STEBB2NS 

CA 

2 

CALVSTESIA SUBACAUiJS SSP. IPISCOPALIS 

CONVOLVULACEAE 


CA 

SC 

CANASSIA CUSICUl 

LILIACEAE 


10 OR 

SC 

CAMAiatA LCICHTLINI1 VAR. LCICHTlJNII 

LILIACEAE 

CAMASSIA, LCIChTUN 

OR 

LT 

CAHISSOMIA ICNlTCNStS 

0NA3RACEAE 

EVENING-PRIMROSE. SAN BENITO 

CA 

2 

CAHISSOMIA CONFERTIFtORA 

0NA5RACEAC 


A! 

2 

CAHISSONJA IIILIS 

ONAGRACCAE 


AI UT 

SC 

CARISSONIA S0UL9II 

Onabraceae 


AX UT 

2 

CARISSONIA OUAQALUPIHS29 SSP. CLEMENTINA 

gnasaaceae 

EvtNING-PPIMPOSE, SAN Clemente 1. 

CA 

2 

CAR1SS0NIA HARQHAHIAE 

onasra:eae 

EVENIMG-PRIMROSE, mAP5*am S 

CA 

2 

CARISSONIA RE6AIANTM4 

ONAGRACCAE 


NV 

SC 

CAHISSDNI A NEVAQCNSIS 

ONAGfACEAE 


NV 

SC 

CARISSONIA PARRVI 

QNA9RACCAC 


AX UT 

2 

CARISSONIA sicraae SSP. ALfICOLA 

ONAGRACCAE 


CA 

2 

CARISSONIA SPCCUICOLA SSP. HESPERIA 

0NA3RACEAE 


AX 

SC 

CARISSONIA SPCCUICOLA SSP. SPCCUICOLA 

ONAGRACCAE 


AX 

2 

CARISSONI A TANACCTIFDLIA SSP. 
QUAORIPCRFORATA 

0NA3RACCAE 


CA 

2 

CAMPANULA CALIFORNIA 

CAMPANULACEAE 

HAREBELL. SNAHP 

CA 

SC 

CAMPANULA piperi 

campanulaceac 

HAREBELL, OLYMPIC 

HA 

sc 

CARPAMULA REvCRCHONlf 

CAMPANULACEAE 


Tl 
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STATUS 

SCIENTIFIC NANI 

FAMILY 

COMMON NAME 



RANGE 



2 

CAMPANULA HOItKSlAE 

CANPANULACEAE 

•CLLFIOHCA. ROBINS 

FL 





SI 

CAMPANULA ROTUNDIFOLIA VAfi. SACAJAnEAnA 

canpanulaccae 


OR 





2 

CAMPANULA SMAR$MITMIA€ 

campANVLACEAE 

HAREBELL. NT. HAMILTON 

CA 





K 

CAMPANULA 8HETLCR! 

CANFAMULACEAE 

campanula. CASTLE 

CA 





SC 

CAMPANULA NllklNSlANA 

canpanulaceae 

HAREBELL. NlL>IN S 

CA 





I 

canavalia centralis 

PAIACEAE 

JACK-BEAN, 

HI 





X 

CA*»AVAl IA FQRBESI t 

FAfACEAE 

JACK-BEAN, 

HI 





1 

CANAVALIA MAlCA*ALACHS1S 

FAfrACEAE 

JACK-BEAN. 

HI 





sc 

CANAVALIA IA0ENS1S 

FABACEAE 

JACK-BEAN. 

HI 





1 

CANAVALIA AAUAIENS18 

FABACEAE 

JACK-BEAN. 

HI 





1 

CANAVALIA KAUENSIS 

TABACEAE 

JACK-BEAM, 

HI 





1 

CANAVALIA LANAICNS2S 

FABACEAE 

JACK-BEAN. LANAI 

HI 





1 

CANAVALIA MAKAHAEKSIS 

FABACEAE 

JACK-BEAN. 

HI 





1 

CANAVALIA NOLOkAIENSIS 

FABACEAE 

JACK-lfAN. MOLOKAI 

HI 





1 

CANAVALIA MUNPOI 

faiaceae 

JACK-BEAN, 

HI 





SC 

CANAVALIA NAPAlICN9IS 

FAIACEAE 

JACK-BEAN, 

HI 





X 

CANAVALIA NUAL0L0CNSI3 

FABACEAE 

JACK-BEAN. 

HI 





1 

CANAVALIA PENINSULAR IB 

FAIACEAE 

JACK-BEAN. 

HI 





1 

CANAVALIA ruiesccns 

FAIACEAE 

JACK-BEAN. 

HI 





1 

CANAVALIA ROCK 11 

faiaceae 

PUA-KAUHI 

HI 





sc 

CANAVALIA SANGUINEA 

FAIACEAE 

JACK-BEAN. 

HI 





1 

CANAVALIA 8TCN0PNVLLA 

FAIACEAE 

JACK-BEAN, 

HI 





2 

CANNA PERTU5A 

cannaceac 

MARACA 

Ft 

PR 




1 

CAPPARI8 SANIM1CH1ANA VAR. SAN&NICNIANA 

CAFPARACEAC 

PUA PtLO (CAPER. NATIVE! 

HI 





3C 

CARDANIHE CONSTANCEI 

IRASSICACEAC 

BITTER CRESS. CONSTANCE S 

10 





$ 

CAROANINE 6AMBELII 

••• BCE ••• 

NASTURTIUM GAMBEL11 






SC 

CAROANINE KONAENSIS 

IPAS5ICACEAE 

BITTER CRESS. KONA 

Hi 





2 

CAROANINE LONG11 

IRASSICACEAC 

BITTER CRESS. 10*5 S 

M* 

ME HD 

NC NM NJ 

NY 

VA 

1 • 

CAROANINE MICRANTMERA 

BRASSICACEAE 

BITTER CRESS. 

HC 





2 

CAROANINE PATTERSON I I 

BRlSSlCACEAE 

BITTER CRESS. SADDLE MOUNTAIN 

OR 





SC 

CAROANINE PCNIULIFLORA 

IRASSICACEAC 


OR 





SC 

CAROANINE RUPICOLA 

BRASStCACEAC 

BITTER CRESS, 

MT 





2 • 

CARE1 AlORietNUN 

CYPERACCAE 

SEOBE, INDIAN VALLEY 

ID 





1 

CAREI ALI1IA 

CYPERACEAC 

SEISE, NHITE 

CA 





1 

CARE I ANPLISOUANA 

CYPERACCAE 


6A 





SI 

CAREI ARAPAHOENSIS 

CYPERACCAE 


CO 

MT UT 

NY 



sc 

CAREI AUSTROCAROLtNIAhA 

CYPERACCAE 


6A 

NC $C 

TN 



2 

CAREI BALtZELLlI 

CYPERACCAE 


AL 

FL 




2 

CAREI IARRATTI! 

CYPERACCAE 

SEDGE. BARRATT S 

AL 

CT CE 

MD NC NJ 

NY 

PA 





TN 

VA 




2 

CAREI IILTNOREANA 

CYPERACCAE 

SEDGE. IILTMORE 

6A 

NC SC 




2 

CAREI CHARHANI1 

CYPERACCAE 

SEDGE. 

FL 

NC BC 

VA 



S 

CAREI CURA70RUM 

••• SEE ••• 

CAREI SCIRPOIOEA VAR. CURATORUM 






2 

CAREI DECOtlPOSlTA 

CYPERACCAE 


AL 

UA 

FL 6A 

IL tN Ml 

MO SC 

SI 

CAREI CLACHVCARPA 

CYPERACCAE 

SEDGE, AROOSTOOK 

VII 

ME 





2 

CAREI FISSA 

CYPERACCAE 


OK 





SC 

CAREI INTERRUPT* 

CYPERACCAE 


OR 

NA 




SI 

CAREI JACOli-PETERl 

CYPERACCAE 

SEDGE. ANDERSON 

AK 





SI 

CAREI JOSSCLVNII 

CYPERACCAE 

SED6C, J0S5ELVH S 

RE 





1 

CAREI LATEIRACTEATA 

CYPERACCAE 

SEDGE, MATERFALL S 

AR 

OK 




2 

CAREI LENTICULAR18 VAR. OOLIA 

CYPERACCAE 


AK 

HT, <Ait«. 

A 





B.C 

I., Vu»0*t 



SC 

CAREI MCROPTERA VAR. CRASSlNCRVU 

CYPfPACEAE 

5E06C. SNALL-LlVtNG. THICK-NERVED 

CO 

HT NV 

NY 



sc 

CAREI N1SERA 

CYPERACCAE 


6A 

NC IN 




sc 

CAREI OIISPOENSIS 

CYPERACCAE 

SC06F, SAN LUIS 

CA 





SI 

CAREI ONUSTA 

CYPERACCAE 


Tl 





2 

CAREI 0R0NENSI8 

CYPERACCAE 

SEOGE, 

ME 





sc 

CAREI PARRY ANA SSP. lOANOA 

CYPERACCAE 


10 

HT 




2 

CAREI PAUCIFRUCTUS 

CYPERACCAE 

SEDGE. SIERRA 

CA 





8 

CAREI PLCCTOCAAPA 

••• SEC ••• 

CAREI LCNTICULARIS VAR. DOLlA 






2 

CAREI POIVMQRPNA 

CYPERACCAE 

SEDGE. VARIABLE 

CT 

BE HA 

MO ME NH 

NJ 

Nf 





PA 

PI VA 

NV 



SC 

CAREI PbRPURIFCRA 

CYPERACCAE 


AL 

SA KV 

NC TN 



I 

CAREI ROANENSI8 

CYPERACCAE 


IN 





SC 

CAREI SCIRPOIOEA VAR. CURATORUN 

CYFCWCEAE 


AZ 

UT 




sc 

CAREI SOCIAL IS 

CYPERACCAE 


AR 

IL IN 

KY MO TN 



LT 

CAREI SPECUICOLA 

CYPERACCAE 

SEOBE, 

AZ 





SC 

CAREI TQNPKINS11 

CYPERACCAE 

SEOGE. 7H0MPKINS 

CA 





SC 

CAREI VMITNCV! 

CYPERACCAE 

SEDGE. NHITNEY 

CA 





s 

CARPENTER! A CALIFORNICA 

6AIIFRA6ACCAC 

CARPENTER IA 

CA 





SI 

CASSIA EIUNSUI8 

FAIACEAE 

TAMARINOtLLO 

PR 





2 

CASSIA FASCICULATA VAR. HACRD6PEFNA 

FAIACEAE 


MD 

VA 




1 

CASSIA KEYCNSIS 

faiaceae 

SENNA. FLORIDA KEYS 

FL 





1 

CASSIA MIRAIILIS 

FABACEAE 


PR 





SC 

CASSIA RIPLCYANA 

FAIACEAE 


II 





s 

CASTANEA 0ZARKENS1S 

••• SEE ••• 

CASTANEA PUMILA VAR. OZARkInSIS 






2 

CASTANEA PUN1LA VAR. OZARkENStS 

FABACEAE 

CHINOUAPIN. OZARK 

AL 

AR HQ 

OK 



2 

CASTIUEJA ANNUA 

SCA0PHULAR1ACCAE 


AK 





1 

CASTILLEJA AQUARIEN81S 

SCROPHULARIACCAE 

INMAN PAINTBRUSH. AQUARIUS 

UT 





SC 

CASTIUEJA IRCVILOIATA 

scpopmulariaceac 

INDIAN PAINTBRUSH, SHQRT-LQBEC RED 

CA 

OR 




2 

CASTILLEJA CHLOROMCA 

SCROPHULARIACCAE 

INDIAN PAINTBRUSH. 6REEN-TINGEO 

OR 





1 

CASTILLEJA CHRIST11 

SCROPHULARIACCAE 

INDIAN PAINTBRUSH. CHRIST S 

10 
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STATUS SCItwtinc mrl 

K CASTILLEJA CpRySAnTha 

2 CASTILLEJA CIUATA 

2 CASTILLEJA CINE'EA 

3A CAS 7 tLitJA CRuEnTA 

2 CASTILLEJA CRvPTANTHA 

1C CASTILLEJA CULBERTSON!! 

:c CASTILLEJA CtATA 

2 CASTILLEJA ElONSm** 

S CASTILLCJA f«AN!l 

2 CASTULCJA FRATERNA 

1C CA5TILLIJA GLANDULIFE&A 

2 CAST ILLCJA &.EASO'!! 

tE CAS?IllCJA GfclSCA 

2 CAST ILLCJA HOlOlfUCA 

3 CASTILlEjA HOlOLEuCA ESP. GRISEA 

2 CASTILLEJA FAIBABCNSIS 

:c CASTILLEJA LASSfNCNSlS 

2 CASTILLEJA LATIFDUA HENDGCINEHSIS 

t • CASTILLEJA L€SCh»CA*a 

2 CASTILLEJA LEVISECTA 

11 CASTILLEJA LJN010ES 

19 CASTILLEJA lilDOVICIANA 

1C CASTILLEJA HARTl*)! VAR. CHAUll 

S CASTILLEJA R1NIA7A SSP. (LATA 

2 CASTILLEJA HOLLIS 

1 CASTILLEJA NESLCCTA 

3C CASTILLEJA ORESGIA 

11 CASTILLEJA 0*NBL»A*A 

1C CASTILLEJA PARVIFlDM VAR. OL*HP|CA 

3C CASTILLEJA PAAVULA 

2 CASTILLEJA REVEAL!I 

2 CASTILLEJA SAlSUfilNOS* 

3C CASTILLEJA SCAfiA(DA 

2 CASTILLEJA STEEWENSIS 

1 CASTILLEJA ULISIRCSA 

2 CASTILLEJA IANTkOTRIChA 

2 CAULANTHUS AHf lE«I CAUL16 VAR. BARBARA* 

2 CAULANTrtUB CALIFORNICUS 

5 CAULANTHUS LEHRONII 

2 CAULANTHUS GJRUlAVS 

2 CAULANTHUS STEROCARfUS 

2 CAUL0STRARIR4 JAE3CM 

3C CEANOTHUS ARIORCUS 

2 CEANOTHUS CONFuSuS 

2 CEAROTHUS CVARCUS 

2 CEAROTHUS 0IVERSER9 

2 CEAROTHUS FER*!$*£ 

2 CEAROTHUS $L0RI0SUS vAR. PQPPECTuS 

2 CEAROTHUS HEARS!ICRuH 

2 CEAROTHUS IRPRESSuS VAR. HlPOHEMSiS 

2 CEAROTHUS RARITIP.U8 

2 CEAROTHUS NAS:*II 

3C CEAROTHUS PAOifAATuS VAR. LAIUS 

2 CEAROTHUS RIGIDUS 

2 CEAAOtHUi RQOE»iCMI 

3C CERCHPUS ASAIPOMJIC'ES RAP. 

A3RIHQRIO10E5 

I • CERCHRUS ABRinCRJOIDES WAR. LAySANCNSIS 

38 CERCHRUS PCROURCuLATuS 

LT CERTAURIUR RAHOPHlLUH VAR. VAPOPHlLUH 

>C CERTAOSCHA ARENICOlA 

1 CCHTfiOSTISlA IEPTOCEKAS 

5 CEPHALOCEREUS DECAIRSI! 

3C CEPASTIUR ALEUT1CUR 

2 CERASTIUH ARvCHSE VAR. VILLOSISSIHUR 

S CERASTIUH BECRIRtlARj* VAR. ALEuTICUH 

SB CERASTIUH CLANSCNil 

3B CEPATOPHYLLUH FLO^IDANuR 

t CERCOCARPUS TPAS*IAE 

PC CCREUS EAlOPHQRuS VAR. fRASRAMS 

2 CEfitLS GRACILIS VAR. ABQRIGlRliH 

2 CCREUS 6RACILIS VAR. SIHPEOMII 

2 CERCOS GREGG!I 

1 CCREUS PORTOR1CERSIS 

2 CEREUS OUAORICOSTATuS 

LE CEREUS ROBIN!! 

S CEREUS ROBINII VAR. DEER IMS11 

S CEREUS ROBINI1 VAR. ROBIRII 

3C CHAERACTIS EvERHAhhII 

3C CHAERACTIS NEvlI 

2 CHAERACTIS PARISH)| 

3C CHAERACTIS RAHOSA 


PAMLV COHROH RARE AAN6C 


SCPOPHULARIACEAc 


OR 

SCf 0PHULAR1ACEAC 

IN&J4N PAINTBRUSH. 

T! 

scrofmulapiaccae 

INDIAN PAINTBRUSH. A$H ORE » 

CA 

IC*OfHUL*fttA£EAC 

INDIAN PAINTBRUSH. 

AI 

SCROPHULARIACCAE 


NA 

SCROPHULARIACEAE 

INDIAN PAINTBRUSH. CUlBEPHOH 

CA 

SCPOPHULARIACEAC 


CA On 

scrophulariaccae 


TI 

• •• SEE mi 

CASTILLEJA HARTlNII VAN. C«MNII 


SCROFhULAPIACEAE 


ON 

SCROPHULAR!ACEAE 


OR 

SCROPHULAR!ACEAE 

PAINTBRUSH, pit. SLEASON 

CA 

scrophulariaccae 

INDIAN PAINTBRUSH, SAN CLEhCnTC IS. 

CA 

8CR0PNULARIACEAC 


CA 

• •• SEE mi 

CASTILLEJA 6A1SEA 


SCROPHULARIACCAE 


A l 

SCROPHULARIACCAE 

INDIAN PAINTBRUSH, IIHHO* S 

CA 

SCROPHUcARIACEAC 

INDIAN PAINTBRUSH, HENDOC1NO COAST 

CA 

SCROPHULARIACEAE 

INDIAN PAINTBRUSH. POINT RE»ES 

CA 

scrophulariaccae 


OR NA, CANADA IB.C.I 

SCROPHULARIACCAE 


NV 

SCRQPrtULAJUACEAE 

INDIAN PAINTBRUSH, JEFF DAvIS PARISH 

LA 

SCROPHULARIACCAE 

INDIAN PAINTBRUSH. l*us S 

CA 

• m SEE *m 

CASTILLEJA ElATA 


SCROPHULARIACCAE 

INDIAN PAINTBRUSH, SOrr-LCA.EO 

CA 

SCROPHULARIACEAE 


CA 

SCROPHULARIACEAE 


ID OR 

SCROPHULARIACCAE 

INDIAN PAINTBRUSH. COhhOn nAlL&mA 

OR 

SCROPHULARIACCAE 


NA 

SCROPHULARIACCAE 

INDIAN PAINTIRuEH. tUS-AR 

III 

SCROPHULARIACEAE 

INDIAN PAINTBRUSH. REVEAL 

UT 

SCROPHULARIACCAE 

INDIAN PAINTBRUSH, 

NV 

SCROPHULARIACEAE 

Indian paintbrush. 

UT 

SCROPHULARtACCAf 


OB 

SCROPHULARIACCAE 

INDIAN PAINTBRUSH. PIT*IN P.APSH 

CA 

SCROPHULARIACEAE 


OR 

BRASSICACCAE 

CA0LANTMU9, SANTA BARBARA 

CA 

BRAS5ICACEAC 

JENELFLONCR. CALIFORNIA 

CA 

mi SEC ••• 

•TREPIANTHUS LEHHONII 


BRA5SICACEAE 


CA 

BWASSICACE4E 

CAULANTHOS. SlENOER-POD 

CA, Hntco 

BRASSICACEHC 

CAULOSTRAHINA, JAEGER S 

CA 

RHAHNACEAE 


CA 

RHAHNACEAC 

CEANOTHUS. RINCON 

CA 

RHAHHACEAE 

ceanothus, lanesioe 

CA 

RHAHNACEAE 

ceanothus. CAlISTOGA 

CA 

RHAHNACEAE 

CALIFORNIA-LILAC, COYOTE 

CA 

RHAHNACEAE 

CEANOTHUS, HQUNT VISION 

CA 

RHAHNACEAE 

CEANOTHUS, HEARS! S 

CA 

RHAHNACEAE 


CA 

RHAHNACEAE 

CALIFORNIA-LILAC, HABITIHE 

CA 

RHAHNACEAE 

CEANOTHUS, BOLINAS 

CA 

RHAHNACEAE 

5DUAN CARPET 

CA 

RHAHNACEAE 

ceanothus. rontearev 

CA 

rhahhaceae 

CEANOTHUS. PINE HILL 

CA 

fOACEAE 

SANDBUR, A&RIHONV, 

HI 

POACEAE 

SANOBuR, ASRIHCNT. LAvSAN 

HI 

POACEAE 

6ANDBUP. NOOLV NAIANAE 

HI 

6ENTUNACEAC 

CENTAURY, SPRIN5-L0V1W5 

CA NV 

FAtACEAE 

butterfly-pea, 

fl 

POLTOORACEAC 

EPINEFLOhER, SLENDER-HORNED 

CA 

mi SEE ••• 

CEREUS ROBINI1 


CARVORMYLLACEAE 

CHiCKNCED. ALEUTIAN 

AK 

carvophtllaccac 

chicynced, field, long-hairy 

PA 

• SEE mi 

CERASTIUH ALEUTICUH 


CARTOPH ILL ACEAE 

CHtCLNEEO, HOUSE-EAR 

11 

ceratophvlirceae 

HORNNORT, FLORIDA 

FL 

ROSACEAt 

HOUNTAIN-HAHO&ANV, CATALINA 

CA 

CACTACEAE 

PRICALT-APPLI, FRAGRANT 

FL 

CACTACEAE 

pricicly-applc, A80RI8INAL 

FL 

CACTACEAE 

PRICRLT-APPLE. 9IHPS0N S 

fl 

CACTACEAE 


AI CA NR TI, *»«U0 

CACTACEAE 

HISO CHUNBO 

PR 

CACTACEAE 

SEBUCAN 

PR 

CACTACEAE 

TREE CACTUS, IEY 

fl, Cuba 

mi SEE • •• 

CEREUS ROBINI1 


• •• SEE mi 

CEREUS ROBINII 


ASTERACCAE 


10 

ASTERACEAC 


OR 

ASTERACEAC 

CHACNACUS, PARISH S 

CA, MatCO <B«)« 


Calt«omi«i 

HA 


ASTERACEAC 
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•TATUS 

3C 

2 

1 

JC 

$ 

f 

s 

f 

f 

s 

3 

s 

1 

s 

3 

2 
2 
2 
2 
S 
2 
2 
2 
I 

1 

S 

SC 

2 
1 

1 

2 
2 

1 

SC 

2 

SC 

2 

2 

SC 

s 

2 

1 

2 
2 

SC 

2 

2 

S 

3 

t 

PI 

2 

2 

SC 

SI 

3 

SC 

1 

sc 

2 
SC 
2 
2 

SC 

2 

SC 

2 

2 

SC 

2 

1 

2 
2 
2 
2 

1 

2 

SC 

SC 


OELTOIDEA 

SERPyllO* 


ItVEfcSIS 


scientific name 

CMAEMACU* THOMPSON!! 

CmAC?OPAPPA CIC6AKS 
CHACTOPAFPA HCPSHEVl 
CHAHAECHAENACMS SCAPOSA 
CMAMAECR15TA KCVENSIS 
CHAMACCRISTA MIRABIUS 
CMAHAESYCC ATAOCOCCA VAR. ATROCOCCA 
CMAHAESYCE CUMULICCLA 
CHAMAESYCl ICLTOIOEA SSP. 

CHAAAE5YCE BElTOIDCA SSP. 

CHAHAC5VCE SAAIEAI 
CMAHAESVCE POATCAAAA VAR. 

CmAHAESvCE PORTERANR VAR. F0R7CAAN4 
CMAHAESYCE POATERANA VAR. SCCPARIA 
CMAHAESYCE AEHlI 
CHARfCRT ICAR OENSIPlORA 
CHEIlANTnES ARI2CRICA 
CMEUARThCS FIIAIILOSA 
CHEtLARTHES PRINGLE! 

CMCILANTMCS PtAAMOAUS VAR. AHIQMCA 
Cm£IR 09CMCROM MEU.ER1 VAR. HELLER I 
CHEIiOOEROAOM heller: VAR. MICAQCARPUH 

cmciaqocndror heller: var. icdauur 
CHEirodendron trjsynuh VAR. ROCK:I 
CHEIR09ER&RCR TRI6YMUH VAR. SUBCOROATufl 
CHEIR06LQS3A PRLHATA 
CHELORE OILIQUA VAR. SPCCIQSA 
ChErOPODIuR OAMUCRSE VAR. DltCOSPIRHUH 

cheropooiwi pekeloi 

CM10NAR7HUS P»6MA£lS 
CHLORIS TItCRSIS 
CHIOROIALUR fiAAROIPLORWR 
CmLOROSALUM PuRPuRCUH VAR. PUAPUREuH 
CMLOROSALUM •URPUREUM VAR. REBUCTuH 
CHOtSVA AAI20N1CA 
CMOISYA MCIL IS 
CMORUAHTME BLAKLEYI 

cmorixantmc merer: 
chorwamthc hcreuu 

CMORUANTHE INSISNIS 
CHOP »?AM f h£ LCPTOCERAS 
cmoruantme ORCUTTIANA 
CHOMZAMTHE PARRv: VAR. FERNANDtNA 
CH0RUAR7HE PURSERS VAR. PURSERS 
CmORUARTHE RECM5P1RA 

cmdrizantne spirosa 
choruartme staticoides SSP. 

CHRVSACAR7HA 

CMCRIZARThE VAL10A 

CHRQMOLAENA IORIRQUERSIS 

ChROWOLAERA oteroi 

CHRYSOPSIS CRU1SEARA 

CMRYSOPStS florioara 

CMRvSQSPlCRIUR IDWCRSE 

CHRySOTMAMNUS ROLEfifUS 

CMRYS0THAMRU5 MAU5E05U5 SSP. RARuS 

CHRVSOTMARNUS NAUSE05US SSP. HlERSIS 

CHRYSQTH6RRUS VISCIDIfIQAUB VAR. 

ROCESTUt 

CICUTA lOLAROERI 

CIMIClrUSA ARIXONtCA 

ClMCIfUSA LACtRlATA 

cihicifuoa rubifoua 
C 2RSI04* MCVIFOUUH 
CIRStUM CARPYLOR 
CIRSlUM CIi:OLATUR 
CIRSIOR CLQKlYl 
CIRSIUR CRASSICAULC 
ClRStuR OAVJSM 

ciRSiUR port:rale vrr. portjraie 

CIRSIUR FORMRALE VAR. OltSPOERSE 
CtAStUR HALIM 
CIRSIUR HlUlt 


CIRSIUR RYOROPHUUR VAR. 
CIRSIUR RYDROfHtLUl* VAR. 
CIRSIUR 10MCH0LCPIB 
CIRSIUR OCCIDENTAL! VAR. 
CIRSIUR OHRIEVI 
CIRSIUR PITCHER! 

CIRSIUR RHOTHGPHlLUR 
CIRSIUR RvOICRSU 
CIRSIUR TURRCRI 


HYDROPHICUR 

VASEYI 

CQRPACTUR 


FARlLY 

COMMON HARE 


ASTERACCAE 


NA 

A3TERACEAC 


MM 

ASTERACCAE 


NM Tl 

ASTEHACEAC 


CO IB 

••• SEE ••• 

CASSIA kEYEMSIS 


••• SEE ••• 

CASSIA MIRAIKIS 


»m SEE ••• 

EUPHORBIA ATRCCOCCA 


••• SEE ••• 

Euphorbia cumuli col a 


••• SEE ••• 

euphorbia OELTOIOEA SSP. OELTOIDEA 


SEE ••• 

EUPHORBIA OELTOIDEA SSP. SERPYLLUH 


••• SEE ••• 

EUPHORBIA MRBCftt 


•M SIC ••• 

EUPHORBIA PORTERAHA VAR. KEyEMSIS 


••• SEE ••• 

EUPHORBIA PO*TCAAAA VAR. PORTERARA 


Ml SEC Ml 

EUPHORBIA PORTERAHA VAR, SCOPARIA 


••• SEE ••• 

EUPHORBIA REHYI 


arararthaceac 

PAPAlA 

HI 

POLYPOOIACEAE 


A 2 

P6LVP90IACEAC 

up rERM. FIBRILLOSC 

CA 

POLYPOOIACEAE 


A2 

in SEE mi 

Cheilamthes ariionica 


ARAL IACEAf 


HI 

AAAlIACCAE 


HI 

ARAtlACEAE 


HJ 

ARALlACEAC 

olapa. 

HI 

araliaceac 

Olapa, 

HI 

... Its • •• 

OPMIOSLOSSUH PALMATUP 


scrophulariaceac 


AP IA 

CHEROPOOIACCAE 


HI 

CHCROPCDIACEAE 

QDOSE r OCT, MOLOKAI 

HI 

OLEACEAC 

FRJH5E-TREE. PYlMV 

FI 

POACEAC 


Tl 

LUIACEAC 

SOAPROOT. PCD MILLS 

C A 

L1L(ACEAC 

AMOlC. PURPLE 

CA 

LlLfACEAE 

AROLE. CAMMATTA CAHyOR 

CA 

RUTACEAE 


AT 

RUTACCAE 


A2 

POLYGOHACEAE 


CA 

POLVfiCAAffWT 

Cmormamtmi. IRIhER s 

CA 

P0LY60RACEAE 

chop:jamthc. mohell 

CA 

POLYIORACCAE 

CHORMARTME. tMOlAH VALLEY 

CA 

Ml SEC 

CEMTR0STC6U LCPTOCERAS 


P0LY60RACEAE 

SPIHEPLORER. orcutt s 

CA 

FOVYSORACEAf 

ChORMANThS. SAH rCRMAHOO VALEEV 

CA 

POLY60RACCAE 


CA 

PQLYGORACEAC 

ChORMAmYhE. SAM FERMAMOO VALLEY 

CA 

POiYAORACEAE 

SPIMEPlCMER. MOJAVE 

CA 

POLYGONACEAE 

TURKISH RUGGING. ORAHGE COUNTY 

CA 

POtYfiOAACEAE 

SPIMEPlQnCR. SONOMR 

CA 

hi SEE hi 

EUPRTORTUM BORINQUENSE 


••• SEE ••• 

EUPATORIUM OTEROI 


ASTERACCAE 


Fl 

ASTERACCAE 


FL 

SAUFRA5ACCAC 


IA MM 

ASTEHACEAI 


A2 

asteraceae 


10 OR 

ASTERACCAE 


NM Tl 

••• SEE ••• 

CHRYSOThAPNUS MOlESTUS 


APIACEAE 

mater-hemlock, bolamder 

CA 

RAHUHCULACEAE 


A 2 

AAHUKCULACEAC 

• 

OR* UR 

aauchculaceae 


At It 

ASTERACCAE 


10 OR 

ASTERACCAE 

THIITLE. MY. HAMILTON 

CA 

ASTERACCAE 

THISTLE. ASHLAND 

CA OA 

AS?CRACCAC 

THISTLE, CCOREY S 

MV 

ASTERACCAE 

thistle, slough 

CA 

A6TERACEAC 


IB 

ASTERACCAE 

thistle, fountain 

CA 

ASTERACCAE 

thistle., bob. chqrro creek 

CA 

ASTERACCAE 


CA NV 

a5Y£,, A ccac 


IA It 



C«ft«Bfl 

ASTERACCAE 

thistle, suisun 

CA 

ASYCRACCAE 

thistle, mt. tamalpais 

CA 

ASTERACCAE 

thistle, la gpaciosa 

CA 

ASTERACCAE 

thistle, cosmeb, compact 

CA 

ASTERACCAE 

THISUE. OYfNBEY S 

or 

ASTERACCAE 

THIITLE, DUNE 

a in 

ASTERACCAE 

THISTLE, surf 

CA 

ASTERACCAE 


A2 UT 

ASTERACCAE 


Tl 


PARSE 
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STATUS 

scientific 

fANILV 

COMMON *AHf 

AH 

Pt 

CIRSIUM VlAACCUfl 

astcraceac 


NN 

2 

CIRSIUM V1RB1AEMS1S 

astcraceae 


A2 UT 

1 

ClADOCtfftPA ATOUE*S!S 

CUCURBITACCAE 


HI 

1 

ClADDCARFA CAUNII 

CUCUABITACEAC 


Ml 

1 

CLAOOCAAPA LANOUREUIII 

CUCURBITACCAE 


HI 

1 

CLAOOCARPA NAIIHOMICIII 

CUCURBITACCAE 


HI 

1 

CLAOOCARPA NllMAU£N$!3 

CUCURBITACCAE 

PUA 0 KAMA 

HI 

1 

CLAOOCARPA SEN1T0NSU5 

CUCURBITACCAE 


H! 

SC 

CLADRASTIS KCNTtJKCA 

FABACCAE 


AL AR 5A 1L 





RC Ok SC TN 

s 

CLADRASTIS LUTEA 

••• SEE ••• 

CtftBftftSIlS AENTutCA 


2 

CLAOYVLOM 5ANDMICENSE VAR. SANCMICENSE 

EUPN0RB1ACEAI 

POOLA 

HI 

SC 

CLARK 1A AN0C4A ISP. MMlTNEfl 

onaoraceae 


CA 

31 

CLARKIA ANOEnA VAR. PACIFICA 

ONAGRACCAE 


OR NA 

SC 

claakia australis 

ONAGRACEAE 


CA 

SC 

CLAAKIA IIlOBA SSP. AUSTRALIS 

ONAoAACCAC 


CA 

2 

CLAAKIA BOREALIS SSP. AMDA 

ONAGRACCAE 


CA 

2 

CtAR>IA CALICMTCASIS 

0NA6AACEAE 


CA 

I 

CLAAKIA FRANCISCAMA 

0NA3PACEAE 

CLARKIA. PRESIDIO 

CA 

1 

clarkia inbricata 

ONAGRACCAE 


CA 

1 

CLAAKIA UNGUIATA 

0NA5PACCAC 

CLARKIA. NERCEO 

CA 

2 

clarkia nosouinii ss*>. nosduinii 

ONASRACEAE 


CA 

M 

CLAAKIA NOSOUINII SSP. lEAOPHtLA 

ONAGRACCAE 


CA 

2 

claakia aostrata 

0NA6RACEAE 

CLARKIA. BEAKED 

CA 

2 

CLARKIA SPEC10SA SSP. IhnaCULATA 

ONAGRACCAE 

CLARKIA. SAN LUIS OBISPO 

CA 

2 

CLARKIA SPRIHOVUlENSIS 

ONASRACEAE 

CLARKIA, SPRIN&VULE 

CA 

SC 

CLAVTONIA BELUDIfOtlA 

PORTULACACEAE 


CA OR 

s 

CLAVTONIA BOSTOCKII 

mi SEE mi 

N0NT1A BOSTOCKII 


s 

CLAVTONIA PLAVA 

••• SEC ••• 

CLAVTONIA LANCEOLATA VAR. FLAVA 


SI 

CLAVTONIA LANCEOLATA VAR. ChR*S4N?H4 

PORTULACACEAE 


NA 

2 

CLAVTONIA LANCEOLATA VAR. FLAVA 

PORTULACACEAE 


ID NT 

1 

CLAVTONIA LANCEOLATA VAA. PEIRSONII 

PORTULACACEAE 

SPRING BEAUTV, PEJASON S 

CA 

SC 

CLAVTONIA RESAAHUA VAR. NIVALIS 

PORTULACACEAE 


MA 

sc 

CLEMATIS ADDISON 11 

ranuncuiaceae 

VIRGIN S BORER. ADDISON S 

VA 

sc 

CLCNATIS ALBICORA 

ranunculaceac 

LEATmCRFlOnER. UNITE“HAIRED 

VA MV 

SB 

CLENAT18 SATTINSEP1 

RANUNCULACEAE 

VIRGIN 9 BONER. 

al tn 

2 

CLCNATIS MIRSuTISSINA VAR. ARJ20NJCA 

ranunculaceac 


AI 

SB 

CLCNATIS fUCRANTHA 

RANUNCULACEAE 

OLD MAN S BEARD 

PL 

sc 

CLCNATIS 0CCI0CNTAL1S VAR. DISSECTA 

RANUNCULACEAC 


NA 

1 

CLCNATIS SOCIAL IS 

ranuncjlaceae 


AL 

2 

CLCNATIS VITICAUL IS 

RANONCUlACEAC 

ICATnERFLQ*€R. MILLBG‘0 

VA 

2 

CLEONI NULTICAUL1S 

CAPPARACCAE 


a: CO NN TI 

S 

CLECNE SANONtCENSIS 

• m SEE mi 

CLEONC SPINCSA SSP. NOV. JINCO. 


t 

CLEONC SPINQSA SSP. NOV. /INEO. 

CAPPARACCAE 

spioerflqrer, NIL0 

Ml 

SB 

CLEONEUA NONTROSAE 

CAPPARACCAE 


CO 

l 

CLCRN0NT1A DREPANQH&RPHA 

CANPANULACEAE 

CLERNONTIA. KCHALA 

NI 

SA 

CLERNONTIA HALCAKALCNSIS 

canpanulaceae 


Ml 

SC 

CLERNONTIA MAMAIIENSIS /AR. hAMAUEnSIS 

CANPANULACEAE 


HI 

SA 

CLERNONTIA KONACNSiS 

CANPA.SUlACEAC 


MI 

1 

CtCRNONTIA LINOSEVANA 

CANPANULACEAE 


Ml 

1 

CLERNONTIA LOt ANA 

CANPANULACEAE 


MI 

1 

CLERNONTIA NUNROI 

CANPANULACEAE 


MI 

SC 

CLERNONTIA PElEANA 

CANPANULACEAE 


Ml 

1 

CLERNONTIA PV«ULARIA 

CANPANULACEAE 


MI 

l 

CL ITOR2A FRASRANS 

FABACCAE 


PL 

sc 

CLUBIA PIAVA 

HVFfRICACFAF 


Ntftt Indifff 

2 

COCCULUS INTC6ER 

NEN1SPERRACEAC 


HI 

2 

coccuius lomchophvllus 

NENISFCRNACEAC 


H! 

2 

COCCULUS V1R6ATUS 

NENISPERNACEAC 


Ml 

S 

COCHISEIA ROIBINSORUN 

SEE ••• 

CORiPMANTnA ROBIINSORUM 


2 

COCLORACHIS TUBERCULOSA 

POACEAE 


AL FL 

2 

COUINSIA ANTONINA 

SCRCPHULARIACEAC 


CA 

SC 

COLLONIA LARSEN!| 

POLENONIACCAC 


CA OR .NA 

2 

COLlONIA NACROCAiVl 

POLCNONIACCAE 

COLLONIA, BRISTLE-PLONCREO 

OR 

2 

COLLONIA NA2ANA 

POLERONIACEAC 


OR 

1 

C0LL0N1A RAmSONIANA 

POLCNONIACCAE 

TRUMPET, PlANINS 

CA 

i 

CCLOAAOOA NCSAE-VERDAE 

m SEE mi 

SCLEROCACTUS NCSAE-ViRDAC 


SC 

COLUBRINA CALIFORNIA 

RNANNACEAE 


A2 CA 

1 

COLUBRINA OPPOSITIfOLIA 

rhannaceae 

KAUILA 

HI 

2 

COLUBRINA STRICTA 

RHAIfNACCAE 

SNAKENOOD. COMAL 

TI, Ht*ICO 

t 

CONNCLtNA 813A9 

CONNELINACEAE 

9AVPL0NER, CLIMBING 

PL 

2 

C0NDAL1A H0QKER1 VAR. EOnARDSIANA 

RHANN^tEAE 

BRASIL, EDUARDS 

TI 

2 

CONRADINA BRCVIF9LIA 

laniaceae 

RCSENARV, SNORT-LEAVED 

FL 

2 

CONRADINA StABRA 

LAN IACEAE 

RCSENARr, APALACHICOLA 

FL 

2 

CONRADINA 6RANDIFL0RA 

laniaceae 


FL 

t 

CONRADINA VERTICILLATA 

LANtACCAl 


*V tn 

S 

C0NV2A ERIOPNULA 

••• SEE ••• 

(AI6CR0N EPIOPmvllUS 


S 

CDPROSNA FAUAEI VAR. LANA1CN6IS 

RUIJACCAC 


Ml 

s 

COPROSNA MONTANA VAR. ORBICULARIS 

RUBIACEAE 


Ml 

1 

COPAOSNA OCHRACEA VAR. KAAlAE 

PUBlACEA£ 


MI 

sc 

COPROSNA PUBENS VAR. SESSILIFLORA 

RUBIACEAE 


HI 

1 

COPROSNA BEAAATA 

RUBIACEAE 


Ml 

2 

CORDIA BELLONIS 

I0RA61NACEAE 


PR 


RANG* 


in ft *s no 
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STATUS 

7 

I 

fi 


2 

S 

a 

2 

2 

1 

2 

K 

S 

t 

2 

2 


2 

li 

3C 

2 

SC 

36 


SCIENTIFIC NAHC 


COROI* RuHCOlA 

CORD!A HAfiNCRQRUN 

CO*C•LAhTHUS BRunnEUS VAR. 


CAPUlAMS 


COROvlANTMJS EREHICUS SSP. B£RNA*01Nu5 
MH<». 

CCA BVC AIK THUS EREHICUS S5P. EREHICUS 
CQfiCUANTMLS LITTORALIS 

COAL VLAATHUS KARITtJIUS SSP. RARITIRUS 

COADTLAHTHOS MARlTtmJS Slf. PAtuSTRlS 
COROVCANTHUS HOLLIS S$P, HISFIOUS 
CORDVLANTHUB HtUIS SSP. HOLLIS 
CORD^lAHTHuS NI0UCAR1US 
CORO VLANTHUS PAlHATUS 
COROuANTHUS RAH0SUS SS*. EREHICUS 
CQADVLAHTHUS RIGIDUS SSP. LlttORAlII 
/INCO. 

COROVCANTHUS TCCOFCNSIS 
COAOVLAWTMUS TEHUIS SSP. CAPIcCARlS 

CCRDVLANTHUS TENUIS SSP. PAclESCENS 
/IRED. 

C0RE0F515 HAH 11TONIt 
COREOPSIS MCTEROLEPIS 
COREOPSIS INTEAHE01A 
COREOPSIS CAT If Cl Ia 
COREOPSIS PUiCWRA 

COREOPSIS TR1PTERIS VAR. SUB*HOHBOtO£A 
COAElMRDSm FlCAGINlFQClA VAR. 


FAHlCV 

COHHO* HAHE 

RA1 

IOAASINACEAE 


PR. BfitiRH i 

60RAGIAACEAC 


ft 

••• SEE ••• 

CGRO'CAHTHUS TENUIS 5SP. CAPlCCARtS 



MNtD. 


SCAOP HULA*IACEAE 

BIRD S'ftlAX. SAN BERNARDINO 

CA 

SCROPHOCAR1ACEAE 

BIRD S-6EA*. DESERT 

CA 

mi SEC ••• 

CORO<CA*TMUS RIGIDUS SSP. LITTORAL IS 



/IWED. 


SCROPHUCARIACEAE 

BIRD 'S-BEAi:, SALT HARSH 

CA, Hpneo ( 



C*1l<OTMA» 

5CRQFHUCARIACEAC 

BIRD S-BEAi . NQRtH COAST 

CA CR 

SCRCPHUCARIACEAE 

BIRD 5-BEAM HISPID 

CA 

SCROPHUCARIACEAE 

BIRD $*§EAK, SOFT 

CA 

SCROPHUCARIACEAE 

BIRDS-0N-ME5V 

CA 

SCROPHUCARIACEAE 

BIRDS-BEAK. PACHATE-|RACTED 

CA 

••• SEE ••• 

COROVCANTHUS EREHICUS 55P. EREHICUS 


SCROPHUCARIACEAE 

BIRD S-BEAM SEA6I0E 

CA 

SCROPHUCARIACEAE 

BIRD S-BEAr, TECOPA 

CA NV 

SCRCPHUCARIACEAE 

BIRD S-IEAC, fENMEIC 

CA 

SCROPHUCARtACEAE 

BIRD S-BEAK, PALCIO 

CA 

ASTCPACEAE 

COREOPSIS. «T. HAHlcTON 

CA 

ASTERACEAE 


AA 

ASTERACEAE 

TtCrSEED, 60CDEN HAVE 

CA Tl 

ASTERACEAE 


GA NC SC TN 

ASTERACEAE 


AC 

ASTERACEAE 


Tl 

ASTERACEAE 


CA 


X 

2 

1C 

1C 

1C 

2 

1C 

1C 

1C 

IE 

2 

S 

IT 

2 

Pt 

1 

JC 

If 

IE 

2 

2 

2 

36 

1C 

1C 

u 

2 

2 

31 

36 

2 

1 

2 

3C 


CINIFQUA 

CORNUTIA OBOVATA 

VERBENACCAE 

NIGUA 

CORVDACIS AfluAE GEL I DAE 

FUHARIACEAE 


COAtDAClS CASEANA SSP. BRACMVCARFA 

fUHARIACEAE 


CORVDACIS CASEAKA SSP. CASEANA 

PUHAPIACEAE 


CORVDACIS CASEANA SSP. HASTATA 

fU" AM ACEAE 


CORVPHANTHA CASVACANTMA VAR. 0A5VACANTHA 

CACTACEAE 


CDRvPHANTHA DASVACANTHA VAR. VAPICOCOR 

CACTACEAE 


CORVPHANTHA DUNCAN11 

CACTACEAE 


CORVPHANTHA HESTERl 

CACTACEAE 

CCRV CACTUS. NELLIE 

CORVPHANTHA NINIHA 

CACTACEAE 

CORVPHANTHA HiSSOURIENSIS VAR. HARST0N!I 

CACTACEAE 

CORVPHANTHA MINIMA 

CORVPHANTHA NELCtEAE 

••• SEE ••• 

CORVPHANTHA AAHIUOSA 

CACTACEAE 

CORV CACTUS. BUNCHED 

CORVPHANTHA RECURVATA 

CACTACEAE 

CACTUS, COCHISE PINCUSHION 

CORVPHANTHA ROBBINSORUH 

CACTACEAE 

CORVPHANTHA 5CWEERt VAR. R0BUSTISP1NA 

CACTACEAE 


CORVPHANTHA SCHEER1 VAR. UNCtNATA 

CACTACEAE 

PINCUSHION CACTUS. LEE 

CORVPHANTHA SNtED11 VAR. CEE 1 

CACTACEAE 

CORVPHANTHA SNECOII VAR. SNEED11 

CACTACEAE 

PINCUSHION CACTUS, SHECO 

CORtPHANTHA STROBIC1F0RHIS VAR. 

CACTACEAE 


DORISPINA 

CORVPHANTHA SULCATA VAR. NICKELS!AE 

CACTACEAE 

PINCUSHION CACTUS, ALVERSON S 

CORVPHANTHA VtVIPARA VAR. ACVCRSONIt 

CACTACEAE 

CORVPHANTHA VIVtPARA VAR. BUOFIAHA 

CACTACEAE 


CORVPHANTHA VtVIPARA VAR. ROSEA 

CACTACEAE 


COURSE!1A AXILLARIS 

FABACEAi 

CLIFF-ROSE, ARIXQNA 

comania Sub Integra 

ROSACEAE 

CRATAEGUS BERBERIFCCIA 

ROSACCAE 


CRATAEGUS HARBISONII 

ROSACEAE 

HAM, 

CRATAC6US STENOSEPACA 

ROSACCAE 


CRATAEGUS SUTHERcANOENSIS 

ROSACEAE 


CRATAEGUS NARNCRI 

ROSACEAE 


CRESCENT IA PORTORICCNSIS 

BI6N0NIACEAE 

HIGUERO DC SIERRA 

CROONIA PAUC1FC0RA 

srcnCNACCAE 

CROONtR 

CROSSOSORA CALIFQRNICUH 

crossosohataceae 



PR 

OR HA 
UT 
CA 
10 

TX HEXtCO 
TX 

hh ri 

TX 

Tl 

At ur 

Tl, Htftico (CoaiuilAi 
At. Hf%lCO 

AI 

AX, H# •iCO 

II 

AH 

NH TX 

Tl. HfmICO 

TX, H#»ICO 

CA 

AT 

AI CA NV ur 
Tl, Htmco 

AX 

CA Tl 

Al GA TN 

IX 

Tl 

Tl 

PR 

AL fl GA LA 
CA, H*«tCO t6«j« 
C*lt4orntAt 


3C 

CR0S50S0RA PARVlFLORUN 

CROSSOSOHATACEAE 

2 

CROTON ALABAHENSIS 

EUPHORIIACEAE 

2 

CROTON ELCIOTTII 

EUPHORBIACEAE 

31 

CROTON GCANDUCQSUS VAR. StRPSONl! 

EUPHORIIACEAE 

2 

CROTON IRPRE5SUS 

EUPHORBIACEAE 

2 

CROTON NUflllULAR I IFQClUS 

EUPHORBIACEAE 

3C 

CROTCN HIGGINS!! 

EUPHORBIACEAE 


AX 

AC TN 

AC FC GA SC 
EC 

PR, Mttpcniel* 

PR. Cub*, HiapamoU 
AX CR, Ht«ICO <6 »ja 
CaIiIo'aia. SonofAi 


2 

• cavptantha 

APERTA 

3C 

CRVPTANTHA 

ATMOODt! 

I 

CRVPTANTHA BRRNEBVt 

3C 

CRVPTANTHA 

IREVIFLORA 

2 

CRVPTANTHA 

COHPACTA 

2 

CRVPTANTHA 

CRASStPCS 

2 

CRVPTANTHA CRCUTXFCLDTII 


60RAGINACEAE 

60RAGIHACCAE 

R0RAG1NACEAE 

60RA6IWACEAE 

B0RAG1NACEAE 

60RAG1NACCAE 

60RAGINACCAE 


CATSEPE, 

CATSEVE, ATUOOO S 
CATSEVE. BARNCBv 
CA1SEVE. 

CATSEVE, COHPACX 


CO 

AX 

UT 

10 UT 
UT 

11 
UT 
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status 


SCIENTIFIC NANI 

FAMILY 

CQHHON NAHE 

RANGE 

2 


CRVPTANTHA CRINITA 

(DRAGINACEAC 

CRVPTANTHA, SILLY 

CA 

ZC 


CUtFTAKTHA CRVHOPNltA 

RORASINACEAE 


CA 

JC 


CRVPTANTHA ELATA 

BQRAQINACEAE 

CATStrl. CLIFFCHELLC* S UMOlESTICF 

CO UT 

2 


CAVfTANTMA BANDER! 

RORASINACEAE 

CRVPTANTMA, SANDER’S 

CA, HpalCO 

SC 


CRVPTANTHA GRAHAM!! 

SORAGINACEAC 

CATSCYf, GRAMAH 

UT 

2 


cavptantma hoffhannii 

BQRA6INACEAC 


CA NV 

JC 


CRVPTANTHA Nr*50PM!LA 

•CRAGINACEAC 


CA ID OA 

2 

• 

crvptantma insolita 

BOR*61 MACEAC 

CATSEv£. 

NV 

SC 


CRVPTANTMA IHTEPRUPTA 

RORASINACEAE 


ID HI NV OR. C*»«d4 






<R. C. > 

JC 


CRVPTANTHA JOHNSTON 1 I 

RORASINACEAE 

CATSEVE. JOHNSTON 

UT 

SC 


cryptanthm jonesiana 

sqraginaceac 

CATSEVE, JONES 

U? 

SC 


crvptantma ncnsana 

IORASINACEAC 


UT 

s 


CRvPTANtHA NUSIGENA 

••• SEE ••• 

CRVPTANTHA NVPS0FH2LA 


2 


CRVPTANTHA OCHROtCUCA 

R0PA5tNACEAE 

CATSE*C, VCUQM UNITE 

UT 

SC 


CRyptaatha panadoia 

RORASINACEAE 


CO NN UT 

2 


CRVPTANTHA ROOSIORUN 

RORASINACEAE 

CATSEVE, BRISTLE-CONE 

CA 

SC 


CRVPTANTHA SfHlClARRA 

RORASINACEAE 

CAT9EVE. 

A2 

2 


CRVPTANTHA SHACKLCTTEANA 

RORASINACEAE 

CATSEYE, 

AK 

SC 


CRVPTANTHA fOROllFCRA 

RORASINACEAE 

CATSf »£ . 

HT 

SC 


CRVPTANTHA STRICTA 

RORASINACEAE 

CATS! VC, 

CO UT UV 

2 


CRVPTANTHA surcapitata 

RORASINACEAE 


MV 

SC 


CRVPTANTHA THOMPSON!! 

RORASINACEAE 


OR HA 

2 


CRVPTANTHA TRAgMAE 

RORASINACEAE 


CA 

SC 


CRVPTANTHA TUHUCOSA 

RORASINACEAE 


CA NV 

sc 


CRVPTANTHA UCILRI 

RORASINACEAE 

CATSEVE. mes s 

CO 

t 


CRYPTOCARVA OAHUENSIS 

LAURACCAC 


N| 

1 

• 

CTEN1TIS SOUAHI&ERA 

POIYPODIACEAE 


HI 

sc 


cteniuh FLQRIOANON 

POACEAE 


Ft 3A 

2 


CUCURilTA C'ECCMOREENSIS 

CUCURBITACEAE 

fiOuiO. OKEECHOBEE 

Ft 

SC 


CUCORIITA TilANA 

* CUCURRITACEAC 


Tl 

2 


CUPHEA ASPERA 

lvthraceac 


FL 

FC 


CUPRESSUS AIRAHSIANA 

CUPRCSSACEAE 

cypress, santa crui 

CA 

s 


CuPRESSjS ARI20NICA VAR. NEVADENSIS 

Sf l ••• 

CUPACSSUS NEVADENSIS 


s 


CUPRESSUS ARI20NICA VAR. STEPmENSONU 

im SEE • •• 

CUPRESSUS SVCPHENSONII 


2 


CUPRESSUS SOVPNJASA 

CUPRESSACEAC 

CYPRESS, SONIN 

CA 

S 


CUPRESSUS COVEHi ANA VAR. ABRAMSJANA 

mi SEE ••• 

CUPRESSUS AMANSIANA 


2 


CUPRESSUS HACROCAAPA 

CUPRCSSACEAE 

CYPRESS. HWTERCV 

CA 

SC 


CUPRESSUS NEVADENSIS 

CUPRESSACEAC 


CA 

l 


CUPRESSUS STIPmEhSCNII 

CUPRCSSACEAE 

CYPRESS. CUVAHACA 

CA 

t 


CUSCUTA ATTENUATA 

CUSCUTACEAC 

DOOOCR, 

OK 

sc 


CUSCUTA HARPER 1 

CUSCUTACCAC 


AL BA 

sc 


CUSCUTA MOnCLLIANA 

CUSCUTACEAC 

0CODER. SCAB S LAKE 

CA 

2 

• 

CUSCUTA MARftEAl 

CoSCUTACEAC 

DODDER. NARNCR S 

UT 

1 


CVAnEA ANDUST1P0UA VAR. LANAIENSIS 

CAHP&NUL ACEAE 


Nl 

SC 


CvANEA ANSUSTIPOUA VAR. RACCNOSA 

cahfanulaceae 


Ht 

1 

• 

CVANCA AADOtEA 

CAHfANULACEAE 


Nl 

s 


CYANEA AAdCREA VAR. PYCNOCARPA 

••• 5CE ••• 

CVANEA PYCNOCARPA 


1 

• 

CVANtA ASPLENlIPOl1A 

cahpanulaceae 


Nl 

1 


CYANEA 6AL0UINII 

CAHPANOLACEAE 

CVANEA, R4L0M1N 

Mt 

t 


CVANEA tRVANIl 

CAHPANULACEAE 

CVANEA. PR VAN 

N| 

1 


CYANtA CAR1S0NII 

CAHFANULACEAE 


Nl 

1 


CVANCA CHGCAM 

cahpanulaceae 


Nl 

34 


CYANEA C3HATA 

CAHPANUlACCAC 


Nl 

1 


CVANEA FCRNA19II 

CAHPANULACEAE 


Nl 

I 


CVANEA 6!B50N1I 

cahpanulaceae 


Ml 

i 

• 

CvANEA 61FFARDII 

cahfanulaceae 


Nl 

SC 


CYANEA GRlHtSIANA VAR, SR INCSIANA 

cahpanulaceae 


Nl 

2 


CVANCA GRIRCSIANA VAR. HIRSUTIFQLlR 

CAHHANUtACfAE 


Nl 

1 

• 

CYANEA GftlHCSiANA VAR. LVCSAT£| 

CAHPANULACEAE 


Ml 

1 


CYANEA 6RINESUNA VAR. NAUIENS1S 

CAHPANULACEAE 


Nl 

l 


CVANEA 6R:hES1ANA VAR. HUNROI 

cahfanulaceae 


MI 

2 • 


CYANEA KUNfHI ANA 

CAHPANULACEAE 


Nl 

l 


CVANCA LEPT0STEG1A 

CAHPANULACEAE 

CVANEA, RIANT K0*£ E 

Nl 

S 


CYANEA UNCSEYANA 

••• SEC ••• 

CLEAHONflA LINOSEVANA 


1 


CYANEA LINEARIF0L1A 

cahpanulaceae 


N! 

1 


CvANEA RAMS!! 

cahpanulaceae 


Nl 

1 


CVANCA nCClOQUNCVS 

CAHPANULACEAE 


Nl 

2 


CVANCA NE153*1 1 

CAHPANULACEAE 


Nl 

S 


CrANEA PINNA1IF IDA 

••• SEE ••• 

ROUANRIA PINNATIFIDA 


1 


CVANEA PtATVPMVLLA 

CAHFANULACEAE 


Nl 

1 


CVANCA PVCOOCAAPA 

cahpanulaceae 


Ml 

1 

• 

CVANEA RESINA 

CAHPANULACEAE 


Nl 

s 


CYANEA AIVUiARIS 

mi SEE ••• 

SELISSEA RIVUlARtS 


1 


CVANEA ROlLAnOIOIDCS 

CAHPANULACEAE 


Nl 

2 


CVANEA SCAIRA 

CAHPANULACEAE 


HI 

t 


CYANEA 8MJPNANII 

CAHPANULACEAE 


Nl 

1 


CVANCA SGlANACEA 

cahpanulaceae 

POPOLO 

Nl 

1 


CVANEA SDLENCCALYI 

CAHPANULACEAE 

CVANCA. NOlOvAt 

Ml 

t 


CVANCA 8TICT0PMVUA 

cahpanulaceae 


N! 

1 


CVANEA SuRHuRICATA 

CAHPANULACEAE 


N| 

1 


CVANEA SU’CRRA 

CAHPANULACEAE 


HI 

1 


CVANEA TRlTOPANTMA 

CAHPANULACEAE 

AKU A«U 

Nl 
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FAMLV 

COHNCN NAPE 


RANGE 


••• SEE ••• 

ALSOPHtLA fifiOOtSJI 




••• SEE ••• 

AlSDPHRA ORvOfTEROIOES 




apocvmaceae 

CYCLADEN1A. JONES 

UY 



Ml SEE ••• 

HATELCA AlABAPCNSIS * 




CvPEAACEAC 


PI no DC 

PA SC 

IN VA UV 

A*IACEAE 


NV UT 



AFIACEAE 


UT 



APIACEAE 


ID NV OB 



AP1ACE6E 

BISCUITRCOT. COULTER 

UT 



APIACEAE 

CVPOPTERUS, DESERT 

CA 



APIACEAE 

IISCUITROOT , DUCHESNE 

CO UT 



APIACEAE 


NV 



APIACEAE 

BISCUlTROQT. HIGGINS 

UT 



APIACEAE 


10 



APIACEAE 

BISCUITROOT. CEDAR B«EA*5 

UT 



APIACEAE 


A! UT 



APIACEAE 


NV 



APIACEAE 


NV 



APIACEAE 


UT 



APIACEAE 


UY 



• •• SEE mi 

cynoptcrus IBAPENSIS 

ID 



APIACEAE 


ID 


. 

ASCLCPIAOACEAE 


PR 



asclepiaoaceae 


A! 



cvpcaaceae 


AL GA NC 

SC 


CVPERACEAE 

SEDGE, UMBRELLA, 

IL 



CYPERACEAE 


Ti 



CVPERACEAE 


HI 



• •• SEE mi 

HAR1SCUS URBANll 




ORCHIOACEAE 

LADY 5-SLIPPER, RAP S-hEAO 

CY HE PA 

HI pn 

N« NY VI 


STATUS 

S 

s 

n 

s 

3C 

JC 

2 

3C 

SC 

7 

3C 

: 

2 

3C 

2 

3£ 

2 

2 

3C 

2 

S 

2 

2 

2 

3C 

2 

2 

I 

S 

3C 

3C 

3C 

JC 

7 

3C 

I 

t 

I 

I 

1 

3A 

2 
I 
I 
I 
1 
I 
I 
I 

1 

2 

1 

2 
I 
k 
I 
l 
l 
l 
i 

1 

2 
I 
I 
I 
I 

1 

2 
2 
2 

31 
2 

3A 
2 
2 
2 
I 

SA 


scientific nape 


JOfcCSU 


CVATHCA DROOLS!1 
CVATMEA DR'OfT£FOJ CFS 
CYClAOENIA HUMLIS VAR 
CVCLODON AlABAPCNSIS 
CVNOPHYLLUS FAASERI 
CVHOPTEAUS SA5ALTICUS 
CVflOMEftijS ICO 11 
CYPQPTEAUS C0RRU6ATUS 

cvpopterus coulter: 

CVPOPTERUS OESERTICOlA 
CvHOPTEAuS OUCHESHEHSIS 
CVPOPTERUS 600DMCH11 
CYHOFTCAUS MIGGINSU 
CVPOPTERUS IIAPENS1S 
CYHOPTCAU5 MM HUS 
CYHOATERUS NCuBERRV1 
CVPOPTERUS MVALtS 
CYROPttAUS AinEVl VAR 
CYH0PTEAU8 ROSE I 
CVP0PIERU5 SP. NOV. 

CVPOPTERUS SP. NOV. 

CVH0PTCAU8 SP. NOV. 

LCHM COS.) 

CYNANCHUH HONENSE 
CYNANCHUH UIGQINSII 
CVPCftUS SAANITOPHILUS 
CYPCAuS 6RAVI01DES 
CVPIRUS ONCRQSUS 

CYPERUS PENNATlfORHIS VAR. BA*ANI I 
CVPCRiiS URBANll 
CYPRIPEOIUH ARIETINUH 

CYPAIPEDIUH CALlfORN1CUH 
CYPRIPEOIUH CAN010UH 

CYPRIPCDIUH FASCtCUlATUH 

CYPRIPCDIUH KENTUCUENSE 
CYPRIPEOIUH HCNTANUH 


SAMCUlQtOES 


/INCD. 

/INCO. ‘CUSTER CO.) 
MNCO. I CUSTER, 


CVRTANDRA ALATA 
CVRTANORA AtHEA 
CVRTANORA APBIGUA 
CVRTANORA AllLUFLORA 
CVRTANORA IASIPARTITA 
CVRTANORA BESOM ifOil A 
CVRTANORA B1SERRATA 
CVRTANORA BRCVICORNUTA 
CVRTANORA BAYANII 
CVRTANORA CAHPAM1FORH1S 

• CVRTANORA CARINATA 
CVRTANORA CAUOATISEPAlA 
CVRTANORA CHARTACCA 

cyrtandaa christopherscnii 

• CVRTANORA COUARIFERA 
CVRTANORA CONRAOTI1 

• CVRTANORA C0R01F0LIA VAR. IREVlPUItA 
CVRTANORA COAD1FOUA VAR. GVNOGlAIRA 

• CVRTANORA CRASSIOR 
CVRTANORA CRENATA 
CVRTANORA CUPULtFORMS 
CVRTANORA OENTATA 
CVRTANORA CU.IPTICIFOUA 
CVRTANORA ELL1PT1SEPALA 
CVRTANORA FERRICOlORATA 

• CVRTANORA fERRU6IN0SA 
CVRTANORA FIUPCS 
CVRTANORA FORBESII 
CVRTANORA F0SBER6II 
CVRTANORA FREOCRICKII 
CVRTANORA FuSIFQRHIS 

• CVRTANORA G4RBCRI 
CVRTANORA GE0R61 ANA 
CVRTANORA 61FFAR0H 
CVRTANORA GLAUCA 
CVRTANORA 8RACIIIS 

CVRTANORA GRAVANA VAR. LANAIENSIS 

CVRTANORA 6A0SSCCRENATA 

CVRTANORA HAIAMENSIS 

CVRTANORA HAMAIENSIS 

CVRTANORA HlRSUTUtA 

CVRTANORA HOBOVI 

CVRTANORA HONCtULENSIS 


ORCHIOACEAE 

ORCHIOACEAE 

ORCHIDACEAE 

ORCHIOACEAE 

ORCHIOACCAE 

GESNERIACEAE 
GESNERIACEAE 
6ESNERIACEAE 
GESNERIACEAE 
6ESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
6ESNERIACCAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNER1ACFAF 
6ESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
6CSNER1ACEAE 
GESNERIACEAE 
GESNERIACEAE 
6ESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
6CSNCRIACEAE 
GESNERIACEAE 
6ESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
6CSNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 
GESNERIACEAE 


IA0V S-SLIPPER. CALIFORNIA 
LADY S-SUPPE*. SHAtL NMU 


ItlHlA 


Nt 

CA CR 

II IN IA rv HI HN HO NE 

NJ H* NO OH PA SO M 

CA CO 10 HT OR UT HA NV. 

C«n«dA 

At AR KV LA HS tN 
AY CA HT OR NA U*. 

Cin*fl4 (Alt*. . I.C.) 

HI 

Hi 

HI 

HI 

HI 

Hi 

HI 

Ml 

Hi 

HI 

HI 

HI 

HI 

HI 

Ml 

Mt 

HI 

HI 

Hi 

HI 

HI 

HI 

HI 

HI 

H! 

HI 

HI 

HI 

HI 

HI 

Hi 

HI 

HI 

HI 

HI 

HI 

HI 

HI 

HI 

HI 

Ht 

Ht 

HI 
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status 

7 

I 

I 

7 

7 

I 

I 

t 

1 

1 

2 
l 

t < 

3A 

3A 

1 

2 

* 3A 
2 

1 « 
3A 

1 

7 

2 
2 
2 
7 

1 i 

1 
1 

2 

1 
1 

2 


SCIENTIFIC NAfie 


family 


COMMON s*<H 


CYRTANORA NOSAnAC GESNEA1ACEAE 
CYRTANDRA IMFRAPALLIDA GCSNCR!ACEAE 
CYRTANDRA intonsa 6E5N€RIAC£A£ 
CYRTANDRA INTRAPIlOSA 6CSNCA 1ACEAE 
CYRTANDRA lAlRAVtLLOSA GESNERIACEAC 

cyrtandra aaalac gesmcruceae 
cvrtanom fahanensis gesneriaceac 
cyrtamora #:amu»:uensis gesneriaceac 
CYRTANDRA AAlUANUlCNilS 8CSMERIACCAC 
CYRTANDRA RAAEONCENSIS GESnEAIACCAC 
CYRTANDRA LAUA1CNSIS 6ESMCRUCCAE 
CYRTANDRA KAULANThA sesnerjaceae 
CYRTANORA AOOLAUENSIS 6ESNCAIAC£AC 
CYRTANDRA LAEVIS GESNERIACEAC 
CYRTANDRA LAIIFLORA 6ESMCAWCCAE 
CYRTANDRA LU50NIANA VAR. ANSUSTIFOLIA GESNERIACCAE 
CYRTANDRA LCSSONIANA VAR. INTRAPUBCNS GESNERIACEAC 
CYRTANORA LIWOSIFLORA GESNERIACEAC 
CYRTANDfiA LINEARIS GESNERIACEAC 
cyrtandra longjcalyi gesneriaceac 

CYRTANORA L3N61F0LIA VAR. L0N61F0LIA &CSNERIACEAE 
CYRTANDRA L0N9IE0UA VAR. PARAllCLA SESNERIACEAC 
CYRTANORA L0N6ILC8A BCSNERIACCAE 
CYRTANOAA LYSIOSEPALA VAR. (RAYI GESNERIACEAC 
CYRTANDRA LYSIOSEPALA VAR. HALCAFALENS!$ GESNERIACEAE 
CYRTANDRA LYSIOSEPALA VAR. LYSIOSEPALA 6E5NCR JACEAE 
CYRTANORA HACRANThA GESNERIACEAC 
CYRTANDRA HALACOPHfLLA VAR, NAlACOPMVLLA 6ESRERIACEAE 


CYRTANORA RAHMlt 
CYRTANOAA AE6ASTI6RATA 
CYRTANDRA KENIICSU 
CYRTANDRA HUNA01 
CYRTANDRA NIUCNSIS 
CYRTAAOPA ACIIHCOLCRS 
CYRTANDRA QEN0§a*&A 
I CYRTANORA OUVACEA 

1 CYRTANDRA PALOLOENSIS 

2 CYRTANDRA PALuDOSA VAR. HAUPUEMSIG 

I • CYRTANDRA PARTITA 

t CVR7AN0PA PEARSALLII 

I cyrtanopa perstamnoojca 

I • CYRTANDRA PICkERINGII 

1 • CYRTANDRA PUI&'NA 

7 CYRTANDRA PlATYPHYLLA VAR. HIlOEnSJS 

I CYRTANDRA PLURIFOUA 

I CYRTANDRA PQLVANTXA 

I CYRTANDRA PAUHlGSA 

1 CYRTANDRA PuStNS 

2 CYRTANDRA RANOSISSINA 

I CYRTANDRA RCCxI! 

1 CYRTANDRA SANDtftCENSIS 

3A CYRTANDRA SCA&RELLA 

I • CYRTANDRA SRQTTSIEA6U 

l CYRTANDRA SUSCOROATA 

3A CYRTANORA SulINTEGRA 

t CYRTANORA SUlRECTA 

1 CYRTANDRA SUSuNBELLATA VAR. InTQSA 

I CYRTANDRA TERNATA 

3A .CYRTANDRA TRIPLORA 

) CYRTANDRA TuRDlNirORHIS 

I • CYRTANDRA VANIQTA 

I CYRTANDRA VILLICALYI VAR. PvBENT1GYNA 

1 CYRTANORA VULOSA 

I CYRTANDRA VJLLOSIPLOPA 

I • CYRTANDRA NAIANUCNSIS 

t • CYRTANDRA NAIOLANI 

1 CYRTANDRA NAIOMAOENSIS 

S DAtEA ARBOPCSCENS 

2 DALCA BARTOnU 

7 DAIEA IPfCA 

2 DALE A F0LID5A 

3C DALEA 6ATTIN6ERI 

S DALEA KIN8II 

7 DALEA REVERCNCNII 

2 DALCA SABINALIS 

3C OAICA SCARIOSA 

I DALEA TENTACULOIOCS 

S BALCA ThONPSONAE 

1 DAPNN0P5IS HELLERANA 

3C DARL1N6T0NIA CALIFORNIA 

3C DASYNOTUS OAuBENYTIRCI 

2 DC0EC*CRA CUREFENSIS 

1 0CERIN60TNARNUS PULCHCLLUS 


GESNERIACEAC 
SCSNEtiACEAE 


ULUNAMCLt 


Ml 

Ml 

Ml 

HI 

Ml 

Ml 

MI 

Ml 

Ml 

Ml 

MI 

Ml 

Ml 

Ml 

HI 

Ml 

Mi 

Ml 

Mi 

MI 

MI 

Ml 

Ml 

Ml 

Mi 

Ml 

Ml 

Mi 

MI 


SESMER(ACEAE 

HA I MALE 

n • 

MI 

GESNERIACEAC 


HI 

BE 5MEM ACEAE 


MI 

GESNERIACEAE 


Ml 

GESNERIACEAE 

N1 

MI 

SESNERIACEAC 


Ml 

6ESNERIACEAE 


Ml 

GESNERIACEAE 


MI 

6C5NERJACEAE 


MI 

gesneriaceac 


Mt 

GESNERIACEAC 


Ml 

6ESNCRIACEAE 


Ml 

GESNERIACEa£ 


Ml 

SESNERIACEAC 


Ml 

8ESNERIACEAE 


Ml 

GESNERIACEAC 


Mt 

SESNERIACEAC 


Ml 

GESNERIACEAE 


Mt 

GESNERIACEAC 


MI 

GESNERIACEAC 


HI 

GESNERIACEAC 


Ml 

6CSNERIACEAE 


Ml 

GESNERIACEAC 


HI 

GESNERIACEAC 


Ml 

SESNERIACEAC 


Ml 

SESNERIACEAC 


MI 

GESNERIACEAC 


Ml 

GESNERIACEAC 


Ml 

GESNERIACEAC 


Ml 

gesneriaceac 


Ml 

GESNERIACEAC 


Ml 

GESNERIACEAC 


MI 

GESNERIACEAC 


Ml 

GESNERIACEAC 


MI 

gesneriaceac 


Ml 

gesneriaceac 


Ml 

GESNERIACEAC 


Ml 

••• SEE ••• 

PSORQINANNUS ARBORESCENS 


PABACEAE 


Tf 

EABACCAE 

PRA1RIE-CL0VCA. MOlE-IM-TNC-AOC* 

UT 

FACACCAC 

PRAIRIE-CLOVER, 

al il tm 

FA9ACEAC 


AL 6A IN 

••• SEE ••• 

P50R07MANNUS FIN61I 


FAIACEAE 

PRAIRIE-CLOVER. COMANCHE-PEAN 

11 

FABACEAC 

prairie-clover, sabinal 

Tl 

FABACCAE 

PRAIRIE-CLOVER, 

MM 

FABACEAC 

IN0I60IUSM, GENTRY S 

At 

••• SEE ••• 

PSOROTMANAUS TmOHPSONAE 


thymelaeaceae 


PR 

SARRACENIACEAE 

PITCMCRPLAMT. CALIFORNIA 

CA OR 

B0RA6INACEAE 


10 

POLYGONACEAC 

JULY SOLO 

CA 

annonaceae 

souirrel-banana, mm:tc 

FL 


range 
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STATUS 


SCIENTIFIC NAME 


family 


common 


RA NSC 


1 


OEERINSOTMAHNUS rusclii 

AnnONmCEAE 

IOUIRRCL-BANANA, YCLLOM 

1 

9 

OELISSEA FALLAI 

canpanulaccae 


1 

9 

DCL1SSEA LAC INI ATA 

campanulaceac 


1 

9 

DELISSCA N12HAUEN8IS 

campanulaceae 


1 

9 

OELISSEA PARVIFLORA 

campanulaceac 


1 


BELISSEA rhvtidosperha 

CAMPANULACEAE 


2 


OELISSEA R1VULARIS 

CAMPANULACEAC 


1 

9 

DEUSSEA 51NUATA 

CAMPANULACEAC 


SC 


BELISSEA SUBCOROATA VAR. OSTUSIFOUA 

CAMPANULACEAC 


SC 


OELISSEA SUBCOROATA VAR. SUBCOADATA 

CAMPANULACEAC 


1 

9 

OELISSEA UNOULATA 

campanulaceae 


SC 


DELPHINIUM ALABAMICUR 

RANUNCULACCAE 


2 


DELPHINIUM BA<ERI 

RANUNCULACCAE 

larkspur, barer s 

2 


DELPHINIUM CALIFORNICUM SSP. INTERIUS 

RANUNCULACCAE 


2 


DELPHINIUM HESPER1UH SSP. CUTRMACAE 

RANUNCULACCAE 

larkspur, cuvakaca 

2 


DELPHINIUM MUTCMINSQNAE 

RANUNCULACCAE 

DELPHINIUM. HUTCHINSON'S 

2 


DELPHINIUM INOPINUM 

RANUNCULACCAE 


LE 


delphinium ksnkiense 

RANUNCULACCAE 

LARKSPUR, SAN CLEMENTE I! 

2 


DELPHINIUM LCUCOPHAELH 

RANUNCULACCAE 


2 


DELPHINIUM LUTEUM 

RANUNCULACCAE 

LARKSPUR, VELlOH 

SC 


DELPHINIUM MULTIPLE* 

ranumculaceae 

larkspur. 

SC 


DELPHINIUM HCNTONIANUM 

RANUNCULACCAE 


sc 


OCLPHINIUM MUTTALLIANUH VAR. 

RANUNCULACCAE 

larkspur. 



LINEAFETALUfl 



sc 


DELPHINIUM PARI SHI 1 SSP. PURPUHtf* 

RANUNCULACCAE 


2 


DELPHINIUM PAVONACEUH 

RANUNCULACCAE 


SC 


DELPHINIUM TNELlASCI 

RANUNCULACCAE 


l 


OCLPHINIUM VARIE6ATUH SSP. THORNEI 

ranuhculaceac 

LARKSPUR. ROYAL. THORNE 1 

1 


DELPHINIUM VIRIDESCCNS 

RANUNCULACCAE 

larkspur, menatchee 

SC 


DELPHINIUM lANTHOLEUCJH 

RANUNCULACCAE 

LARKSPUR. N0RTHNES7ERN 

2 


DENOROMECON R161CA SSP. RhAMNDIDES 

PAFAVERACCAC 


2 


DENDROPEMON IINTINISII 

loranthaceae 

HICAOUILLO (MISTLETOEi 

SB 


DCATARI A INCISA 

BRASSICACEAC 


2 


DESCURAINIA TORULOSA 

BRASSICACCAE 


2 


OCSNANTMUS BICORNVTUS 

fabaceae 

RUNBLCFLQAtR, RUfeT 

2 


DESMODIUH LlNDHEtMCRl 

FAIACEAE 



s 

sc 

sc 

sc 

PE 

n 

LI 

sc 

2 

sc 

sc 

sc 

SI 

I 

I 

s 

1 

2 
2 
2 
sc 
2 

I 

1 

sc 

2 
SI 

2 

2 

3C 

2 

2 

2 

2 

2 

2 

2 

2 

2 

2 

2 

2 

1 

2 

SC 


DICCNIRA FORMOSA SSP. NCVADENSIS 
OICENTRA FORMOSA SSP. OAESANA 
OICENTRA UEVAOEMSIS 
0! CENTAA OCMROlCUCA 
DICCRANORA CORNUMSSIMA 
OICERANOM FRUTC8CCNS 
DICCRANORA 1NHACULATA 
DICCAANORA QDGRAT1S61MA 
DICNANTmELIUM LANU61N0SUM VAR. ThCRMAlE 
DICKElOSTEMMA LACUNA-VERNALIS 
DICHQNDRA DONNELLIANA 
DIChONDRA OCCIDENTAL!* 

OICLIf'TERA KAU6I1 
DIELLlA ERECT A 
D1CLL1A FALCATA 
DIELLlA LACtMIATA 
DIELLlA MANNII 
OICLLIA UNISORA 
0181 TAR!A FLQRIDANA 
0161TARIA SRAC ILLIHA 
0161TARIA PAUClfLORA 
OIOnaea musc1 Pula 
01PLACU6 Afi 1005 

dipl a nun molokaiense 

OISSANTHELlUM CAllFOPNICUH 
OiSSOCMONCRUS BIFLORUS 
0ITAI29 CALlFQRNtCA 
DITAX IS OtVERStFLOMA 
OITMYREA HARITIHA 
DODCCATHCON FRENCH!! 

OOOECATHEOR POET ICON 
DODONAEA CRIOCARPA VAR. CONCERT 1OR 
DOOONAEA ERIQCARPA VAR. COSTJtATA 
DODONAEA EAIOCARPA VAR. FGRBESI1 
DOOONAEA ER10CAAFA VAR. LANAIENglS 
OQDONACA ERIQCARPA VAR. HOLOKAIEnSIS 
OOOOHAEA ERIOCAAPA VAR. OBlGNSA 
DODONAEA ER10CARPA VAR. PALLIDA 
DOOONAEA EF1QCA&PA VAR. 8*0TTSB£R8l I 
DOOONAEA ER10CAPPA WAR. VAR IANS 
DODONAEA SANON1CENS28 VAR. LATIFflL1A 
DOOONAEA 5AMDNICENSIS VAR. SINuLAMS 
DCDONAEA STENOPTERA VAR. FAURIEI 
DODONAEA STENOPTERA VAR. STENOPTERA 
OCUSLASIA 2DAH0INS1S 
DOUSLASIA LACV16ATA VAR. LAEVI8ATA 


••• SEE ••• 

FUPAAtACCAC 

FUHARIACEAE 

FUMARIACIAE 

LANIACEAE 

LAM I ACEAC 

LANIACEAE 

LANIACEAE 

PQACCAE 

LILIACEAE 

CONVOlVULACCAE 

CONVOLVULACCAE 

acanthaceae 

P0LVP0D1ACEAC 

POCTPODIACEAE 

P0LTP001ACEAE 

P0LTP001ACEAE 

POLTPODIACCAI 

POACEAE 

PCACCAE 

POACEAE 

OROSERACEAE 

scrqphulariaceae 

polyfooiaceae 

POACEAE 

POACEAE 

lilPNOPDlACEAE 

EUP«ORBtAC€AE 

DPASS2CACEAI 

PRinjLACEAE 

PRINUlACEAE 

SAP1N0ACEAE 

SAPtNOACEAC 

sapindaceae 

safinoaceae 

sapimdaceae 

SAP1NDACEAE 

sapindaceae 

safinoaceae 

SAP INDACEAE 
SAFINOACEAE 
SAFINOACEAE 

safinoaceae 

safinoaceae 

PRIMU.ACCAE 

PRINULACEAE 


OICENTRA NCVADENSIS 
DLEEDIN4NEART. PACIFIC 
ILEEOINSWCART, NEVADA 
ILEEDINGmEART, YELLC* 
BALM. L0R6SPUIAED 

balm, scrub 


PANIC SRASS. MOT SPAIN* 
BR00IAEA, VERNAL POOL 
DICNONORA, CALIFORNIA 


FINDER SRASS. 

VENUS FLf-TRAP 
B'JSM NONaCyFLGmER, LON 


01SSANTHELIUM, CALIFORNIA 

01TA12S, CALIFORNIA 

SPECTACLE-POD. BEACH 
SNOOTtNSSTAR, FRENCH S 


Ft 

HI 

HI 

HI 

MS 

HI 

HI 

Ml 

HI 

MI 

HI 

RL 

CA 

CA 

CA 

CA 

CA 

CA 

OR 

CA 

HA 

AR 

NA 

CR 

OR 

AR MO 
CA 


CA 

TN 

NT 

M# »lC 0 
IX. Met ICO 

CA OR 

CA 

CA 

FL 

FL 

FL 

FL SA SC 

CA 

CA 

CA 

CA 

PR 

HI 

HI 

HI 

HI 

MI 

FL 

fl 

FL 

NC SC 

CA. H««)tO (B«)« 
Cell<orftt«) 

HI 

CA, Heaico 

Ml 

CA 

MV 

CA 

AR 1L IN AT HO 

OR NA 

Ml 

HI 

MI 

HI 

Ml 

HI 

Ml 

Hi 

Ml 

HI 

HI 

HI 

HI 

ID 

OR HA 
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STATUS 


SCIENTIFIC NAre 


FAMILY 


CCtfCON NAME 


FAK&C 


SC 

2 

3C 

S 

3C 

2 

SC 

2 

SC 

SI 

SI 

sc 

SC 

2 

2 

SC 

3C 

SC 

sc 

sc 

sc 

s 

2 

2 

SC 

2 

SC 

SC 

2 

SC 

s 

2 

SC 

3C 

SC 

sc 

sc 

sc 

sc 

sc 

s 

s 

sc 

I 

l 

s 

sc 

1 

SI 

3C 

SI 

2 

2 

1 

SI 

2 

1 

SI 

SI 

SI 

1 

sc 

2 
1 

If 

M 

si 

Si 

SI 

2 

2 

2 

5 

2 

1 

2 
S 
2 
2 
2 
2 


GOuGlASlA NIVALIS VAF. KIVAttS 

OOHN]NBIA CCNCOLOF VAR. SPEVIGF 

C0FNIN61A HUMUS 

DOMNlNSlA PUSIllA 

DRAM AFICUIATA VAR. DAVlESIAE 

DRAM AFRICA 

DRAIA AftSvftAEA 

OPAIA AM DA 

DRAM ASFFCUA VAR. ASPRILLA 
0*666 ASPFElLA VAF. KAIMIENS1S 
OFAM ASFRCLLA VAF. STELLlGEFA 
DRAM ASFRCLLA VAF. MONENSIS 
OFAM ASTCFCFHOFA VAR. ASTEF.OFHOFA 

DRAM astefqphcra VAP. pacrocama 
DFAIA CAFNOSULA 

CFAIA CFASSIFOLIA VAR. NEVADCfcSIS 
CRAIA CRUCIATA VAF. CFUCIATA 
CRAfiA CFJCIATA VAR. INTE6RIF0LIR 
DRAM DCUfiLASIt VAR. CROCKER! 

DFAIA DOO&LASU VAR. D0U6LAS11 
0RA8A CXUNSUICULATA 
DFAIA HGMELL1I VAF. CARNOSUIA 
OPAIA JAE6EFI 

DFAIA LEFBONII VAR. CYCLDBflPFMA 
DRAM LEFHGNl1 VAF. INCRAS5ATA 
DFAIA PIACUIRCI VAR. ®UR*CI 
ORAIA FASUIRCI VAF. MAGUlREI 
DFAIA FOGOLLONICA 
ORAIA AURRAVI 

DFAIA NIVALIS VAF. IRCVICULA 

DFAIA OLI60SFEANA VAF. FECTINIPIlA 

DFAIA PAUCIFRUCTA 

DRAM FECTINIPILA 

DFAIA QVACFICOSTATA 

ORAIA RUAICS 

DFAIA S080L1FCFA 

ORAIA SPHREFQCARPA 

DFAIA SPHAEPOIOCS VAR. CuSlCUl 

OFAM STCNOlQBA VAR. F ABCS A 

DFAIA SUIALPINA 

ORAIA VENTOSA VAF. RUAlES 

ORAIA ZI0NENS1S 

dracaena AUFCA 

DRACAENA FQFIESU 

DRACAENA HAMA!IENS1S 

DFYPETCS PHVLLANTH010ES 

CUlAjTIA APIOREA 

OUMUUA HEFISTOBATAC 

DUlAuT IA HlLLCIP.A.NCII 

DUMUTIA KNUDSEMtt 

DUIAUTIA KNUDSENII VAF. DE6ENCFI 

OUlAUT1A LAEVIGATA VAR. PAFVlfOLlA 

DUIAUTIA LATIPOLIA 

DUtAUTIA LAX A VAF. SlAKC! 

DUIAUTIA LAIA VAF. MAIANENS15 

DUIAUTIA LONCHOPHVLLA 

DUIAUTIA HA6NIF0L tA 

OUlAUTIA BICROCEPHALA 

DUIAUTIA ROLOMIENSIS 

DUMUTIA FONTANA VAR. L0N6JF0ltA 

DUMUTIA FONTANA VAR. ROUST IOP 

DUIAUTIA PlANTAQINEA VAR. ACRIOENTATA 

DUIAUTIA PLANTAG2NEA VAR. PLANTAGINEA 

DUMUTIA PLATYPMVLtA VAF. lEPTOPHYLLA 

DUIAUTIA RETICULATA 

OUlAUT tA ROCK 11 

DUIAUTIA SHCFFFIANA 

DUIAUTIA STRUTMlOLOIDES 

DUIAUTIA TCRNIFOtIA 

DUMUTIA THYASIFlORA VAR. CERNUA 

OUlAUTlA THVRS1FL0RA VAR. THVRSIFLOFA 

DUMUTIA NAIAIEALAE VAF. HE6APMYLLA 

duolcya airafsi: ssp. furina 

DUDLEY A DETT1NAE 

DUOLEYA BlOCMFANIAC SSP. IREVIFQUA 
DUDLEY* BtOCAFANlAE 5SP. INSULAFIG 
DUOLEYA ircvifolia 
OUDLEYA CANOClAIP.UF 
OUDLEYA C0U0F1AE 

IUDlEyA CYFOSA ssp. farcescens 

OUDLEYA OENSIFlORA 
DUOlEYA FULTICAULIS 
OUDLEYA NESIOTICA 


PRIFULACEAC 
CAFPANULACEAE 
CAFFANULACCAE 
mi SEE mi 
BRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
tRASS.CACLAE 
IRASSICACCAE 
MAS5ICACCAC 
8RASSICACEAE 
BRA5SICACEAE 
BPASSICACEAE 
IRASSICACCAE 
IP.ASSICACEAE 
BRASSICACEAE 
IRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
••• SEC »»i 
IRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
•PASSICACEAE 
mi SEE 
IRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
IRASSICACCAE 
BPASSICACEAE 
IRASSICACCAE 
BPASSICACEAE 
IRAS5ICACEAC 

SEE ••• 
••• SEC ••• 
LILIACEAE 

liliaceae 

LILIACEAE 

Ml SEC Ml 
ASTCfiACCAC 
ASTERACEA! 
ASTEFACEAE 
ASTERACEAE 
ASTEFACEAE 
ASTEFACEAE 
ASTEFACEAE 
ASTEFACEAE 
ASTEFACEAE 
ASTEFACEAE 
ASTEFACEAE 
ASTEFACEAE 
ASTEFACEAE 
ASTEFACEAE 
ASTERACEAE 
ASTEFACEAE 
ASTERACEAE 
ASTEFACEAE 
ASTEFACEAE 
ASTEFACEAE 
ASTERACEAE 
ASTEFACEAE 
ASTERAlCAC 
ASTEFACEAE 
ASTEFACEAE 
ASTERACEAE 
CRASSULACCAE 
CFASSULACEAE 
im SEE mi 
CRASSULACCAE 
CRASSULACCAE 
CRASSULACCAE 
••• SEE ••• 
CRASSULACCAE 
CRASSUlACEAC 
CRASSULACCAE 
CRASSULACCAE 


DOPSINSIA. COYAFACA LA* E 
DOMNlNSlA MtiPILlS 


NFITL0N-6FA5S, ZION 
DFAIA. LAKE TAHOE 
OFABA. CUP LAKE 
OPAIA, FT. EDDY 

DFAIA. MINERAL A INI 
DFAIA. NHITNEY 


MM!TtOM-NOFT• 
DFAIA CAFNOSULA 


DFAIA. SNON. LITTLE 
DFAIA PECTlNtfllA 


HA 

CA 

CA 

UT 

AP 6A no 0»: SC 

ID 

HV 

AZ 

AZ 

AZ 

UT 

CA NV 

CA 

CA 

CA NV 

CA 

CA 

CA NV 

CA ID NV OF HA 

CO 

NV 

OP 

CA 

UT 

UT 

Jttl 

A*. C*niflA tYfcfronl 
HY * 

NV 


OPAIA. IODIC MilLfi 
HMITLOH-GRASS. STOLON 


HHITLGH-6FASS. 

DFAIA RUAlES 

DFAIA ASPFCLLA VAR. ZIONENSIS 

MALAPCPf. 

halapepe, 

HALAPEPE. 

neonanraea pmyllanthoidcs 


DUIAUTIA, KNUOSEN 


NAENAE-PUA-FElEFElE. 


FAILLIAFDIA, SHEPFF 

NA ENA C 


LlVEFCFCvfR, SAN LUIS OBISPO 
LIVEFORCVER. BETTY'S 
OUDLEYA BFEVifOLtA 
DUOLEYA, SANTA ROSA ISLAND 
OUDLEYA, SHORT-LEAVED 
LIVEFORCVER, CANDLEMOLDEF 
OUDLEYA SAIOSA VAF. CO'.LOFIAE 
LIVEFORCVER, SANTA FCNICA FOUNTAINS 
DUOLEYA, SAN 6AIRIEL FOUNTAIN 
IIVIFOFEVCR, FANV-STEFMED 
LIVEFOPCVEA. SANTA CRUZ ISLAND 


CO HV 

CA NV 

AK HA, Ct*Ad« «D.C.I 

UT 

ID 

NV OA UT 

CA NV 

UT 


MI 

Nl 

MI 

HI 

HI 

HI 

HI 

MI 

HI 

K! 

HI 

HI 

HI 

HI 

HI 

Hi 

HI 

h; 

HI 

Hi 

HI 

HI 

H! 

HI 

HI 

HI 

Ml 

HI 

HI 

CA 

CA 

CA 

CA 

CA 

CA 

CA 

CA 

CA 
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STATUS 

scientific **«! 

fanily 

CQHH0N NAHE 

fiANSt 

t 

OuDlEya PaAvA 

CRASSULACEAE 

CURLEY*. SCAPENTINC 

CA 

2 

DUDLEY* SAIOSA 5SP. SAlQSA 

CRASSULACEAE 


CA 

It 

OUDLEYA SAIOSA VAR. COltOHIAi 

CMS5ULACEAE 


AZ 

I 

DuBlCYA STOLONlfCAA 

CRASSULACEAE 

LIVEFQREUEA. tA$UNA BEACH 

CA 

It 

DUDLCYA TRASCIAC 

CRASSULACEAE 

LWCfOACVCA. SANTA BARBARA ISLAND 

CA 

2 

OuBUYA VAATC6ATA 

CRASSULACEAE 

DUBLEYA, VARIE6ATC0 

CA, HffalCN 

2 

DU01CYA VERITY! 

CRASSULACEAE 


CA 

2 

OUBUYA VIRENS 

CRASSULACEAE 

LI Vl*OR£V£fc, WEEN 

CA 

l 

DUDLEYA viscida 

CRASSULACEAE 

UVEFOREVER. SIIDCY 

CA 

SC 

DYSCH0RIS1C CRCNULAU 

ACANTHACLAE 


Tl, ntuce 

If 

DYSSODtA T£P*ROLtl*CA 

ASTEAACEAE 

DOttfECD. ASHY 

fi 

s 

ECHEVERIA COLLQnlAC 

••• SEE ••• 

DJDLCYA SAIOSA VAA. COLtONIAC 


s 

CCMfvCAIA RjSDM 

••• SEE ••• 

saaptopctalun ausbyi 


s 

ECHINACEA AN8U5T1F0LIA VAA. 

TCMNCSSCCHSIS 

••• SEE ••• 

ECHINACEA TENNESSEEMSIS 


2 

ECHINACEA LAfVISATA 

ASTEAACEAE 

CONEFLONCR* 

At 6A NC SC VA 

1C 

ECHINACEA TENNESSCENSIB 

ASTEAACEAE 

COnEFLOHEA, FUAPvE, TENNESSEE 

TN 

2 

ECHINOCACTUS ASTCRIAS 

CACTACEAE 

CACTUS. STAR 

TI HE 1ICO 

S 

CCHINCCACTUS SLAUCUS 

• m SEE h« 

SCIEAOCACTUS OLAUCUS 


LC 

ECHINOCACTUS HOAIZOnTMALONJuS VAA. 
NlCHOUt 

CACTACEAE 

CACTUS, TUSK S HEAD, NICHOl S 

A2 

s 

ECHINOCACTUS NARIPQSENSIS 

••• SEC ••• 

NEOLLOYDIA NAMPQSCNSiS 


s 

ECHINOCACTUS HESAC-VEAOAC 

••• SEE ••• 

SCIEAOCACTUS NES*€-vSRDAE 


s 

ECHINOCACTUS fEEllESIANuS 

im bee ••• 

PEDIOCACTUS PCEBlESIAMUS van. 

pccblessanuo 


s 

ECHINOCACTUS SHEA 1 

••• see ••• 

PEDIOCACTUS SILER! 


s 

ECHINOCACTUS SUBSlAUC'JS 

... 

SClEROCACTuS SLAUCUS 


s 

ECHINOCACTUS TCIUSChII 

••• SEE ••• 

ANCISTAOCAC!US TOBUSCAll 


s 

ECHINOCACTUS NHjPPtEI VAA. SLAUCUS 

••• SEE ••• 

SCLCNOCACTUS SLAUCUS 


s 

ECHINOCEAEUS AAIZONICUS 

••• SEE ••• 

ECHINOCEAEUS TRISLOCHIOIATUS VAA. 
AAIZONICUS 


2 

ECHINOCCAEUS IERLANOIEAI VAA. 

AN&VSTICCPS 

CACTACEAE 


Tl 

s 

ECHINOCEAEUS BlANtll VAA. ANSuSTICEfS 

••• SEC ••• 

ECHINOCEAEUS IEAtANDIEAl VAR. 

AO60STICEPS 


2 

ECHINOCCAEUS CHLQIAnThuS VAR. 

NC0CAP1UUS 

CACTACEAE 

HEDSEHOS CACTUS. 

Tl 

S 

ECHINOCEAEUS COCCINEuS VAR. iNfAnjS 

SEE ••• 

ECHINOCCAEUS TAISLOCHIDIATUS VAR. 

INEANIS 


s 

ECHTNOCEREUS OAVES]I 

mi SEE mi 

ECHINOCCAEUS VIRIOIFlOPjS VAA. BAViSII 


2 

ECHINOCEAEUS EN6ELAANN1I VAA. HOnCI 

CACTACEAE 

HEDSEHOS CACTUS. HONE 6 

CA 

2 

ECHINOCCAEUS EN5ELRAHNI! VAA. N*JNZII 

CACTACEAE 

HEDSEHOS CACTUS, NUN*’S 

CA. Nv* ICO 

LC 

ECHINOCCAEUS ENSElNAnnII VAA. PURPUAEUS 

CACTACEAE 

HEDSEHOS CACTUS. PURPLE-SPINCD 

UT 

LC 

ECHINOCEAEUS fCNDLEAI VAA, KUCN.’lCA! 

CACTACEAE 

HEDSEHOS CACTUS. kuEnILCR 

Ml 

9 

ECHINOCCAEUS NENfELl! /0T AUTHORS* NOT 
POSE 

• M SEE ••• 

ECHINOCEAEUS FERDlER! VAR. KUCN2LCM 


S 

ECHINOCEAEUS KUENKEA1 

••• SEE ••• 

ECHINOCCAEUS FCNDLERI VAR. KUfNZLE*! 


SC 

ECHINOCEAEUS LEDINS11 

CACTACEAE 


AZ 

LC 

ECHINOCEAEUS LLOYD!1 

CACTACEAE 

HCDSEhOS CACTUS* UOVD t 

II 

9 

ECHINOCEAEUS NCLANOCENTRuS 

mi SEE mi 

ECHINOCEAEUS REICKENIACNIl VAR. ALBERT 11 


S 

ECHINOCEAEUS PHOENICEUS VAA. iHEMIt 

••• SEE ••• 

ECHINOCEAEUS TRISlOCHtDIATuS VAN. 

INEANIS 


U* 

ECHINOCEAEUS A£!CK€N|ACHII VAA. ALICNTII 

CACTACEAE 

CACTUS, BLACK LACE 

Tl 

1 

ECHINOCCAEUS AIICHiNIACHll VAA. 
CHIS0SEN91S 

CACTACEAE 


Tl, N«tico 

2 

ECHINOCEAEUS AElCMENfACHI1 VAA. f|TCHll 

CACTACEAE 


II 

S 

ECHINOCEAEUS ROETTEA! VAR. LLOfDIl 

• •• SEE ••• 

ECHINOCEAEUS LLOfDIl 


SB 

CCHINOCEAEDS AUSSANTHUS 

CACTACEAE 

HEDSEHOS CACTUS, RUSTY 

II 

1C 

ECHINOCEAEUS TRISLOCHIOIATUS VAA. 
AAWCNICUS 

CACTACEAE 

HEOSEHOS CACTUS. ARIZONA 

AZ 

LC 

ECHINOCEAEUS TAJIlOCHIDIATUS VAA. 

INEANIS 

CACTACEAE 

HEDSEHOS CACTUS. S*1n£lC5S 

CO Ut 

SC 

ECHINOCEAEUS VIAIOlPLOAUi VAR. CORAClLll 

CACTACEAE 


Tl 

LC 

ECHINOCCAEUS VIAIDIfLCAUS VAA. OAVlSll 

CACTACEAE 

PITAYA, SRCEN. DAVIS 

II 

s 

ECNINOHASTUS NAA1P06EN6IS 

SEE 

NEOLLOYDIA NAAIP0SENS1S 


€ 

ECTQSPERNA ALClANDPAE 

• •• SEE AM 

SNALLEHtA alcxandrae 


SC 

(LCOCHAAIS AUSTA0TC1ANA 

CYPERACCAE 


II 

2 

ELEOCHAAIS BRACHYCARPA 

CVPEAACEAE 


II NEIICO 

2 

ILCOCHAAIS CTUNDAICA 

CYPERACCAE 

SPILC-AUSh, cylinder 

II, Nviico 

SC 

EUIOTTIA AACIAOSA 

ERICACEAE 

PLUNE. SCOROIA 

6A SC 

SB 

CLODEA BAANOESCAI 

HYDSOCHARITACEAE 

MATEBliEED, HUCfCC 

CA 

1 • 

ELODEA LINEARIS 

HYDRCCHAAITACEAE 

NATERMEEO, NASHVILLE 

IN 

2 t 

EIQDEA NCVADCNSIS 

HYDAOCHARITACEAE 

NATEENCED, NEVADA 

NV 

SI 

ELODEA SCHHEINITMI 

HVDAQCHARlTACEAC 

NA7EAUECD. SCHNE1NITZ S 

PA 

2 

elyaus svensonii 

PCACCAC 


IN v 

2 

ILVTAAR)A CAAOLINIINSIS VAR. 

AN6VIT1FOLIA 

ACANTKACEAE 


fl 

SC 

ELYTAAAIA CAAOLINIENSIS VAR. 
CAA0UNIEN8I9 

ACAVTHACEAE 

• I 

FL SA SC 

2 

IHICLIA HILLEBAANDU 

NVASINACEAC 


HI 

SC 

CNCELIA FAUTESCENS VAR. AES I NCSA 

ASTEAACEAE 


AZ 

2 

ENCEL10PSIS COVILLCI 

ASTCRACCAE 

DAISY, PAAAHINT 

CA 

LT 

enceliopsis nudicauus VAA. COPRUSATA 

ASTEAACEAE 

SUNRAY, ASH NEADOMS 

NV 
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status 

SCXCMTXFIC NAME 

FAMILY 

COMMON NAME 

RANGE 

2 

EMCVCLIA BOOThIANA VAR. CRvTnPCNIOIDES 

ORCMOACEAE 

ORCHID. DOLLAR 

Cwta, Jmlci, Btii 
Hi»c«n;ol*, ScutN 
AltOCi 

:c 

CKOCUA KfiUSlt 

ORCHIDACCAE 


PR 

7 

EMCVCLIA SUTENISI! 

ORCHllACEAC 


PR, Cuba. Jiiaici. 
Miip*nicU 

SC 

EPHEDRA RUNEfiCA 

EFHEOPAttAE 


CA NV 

31 

EPIDCNORUN IfllTTQNSAliU* 

QRCHI9ACCAE 


PR 

S 

EPIOCNDRUN ERyThRONIOIDCS 

• M SEC *M 

ENCYCLtA lOOTKIANA VAR. ERYTHRONIOIDCS 


SC 

EPIDENDRLN KRANZLlNlI 

CRCHIDACEAC 


PR 

s 

CFIOENQRUR HRUSII 

SEC mi 

ENCYCUA »RUG 11 


7 

EPIOENDRUM LACERU* 

ORCHIOACCAC 


PR. CvfcN 

s 

EPIOEMDRun SIMTCKISII 

Ml SEC Ml 

ENCYCLIA SINTCMtSl! 


3C 

CP I LOS I UR NEVACENSE 

ONASRACCAE 

nILLONmERI. NEVADA 

MV UT 

SC 

EPILQBIUM MIVIUM 

0NA3RACEAE 

NILLOUHERI. SNC« MOUNTAIN 

CA 

s 

EPILOIIUN OBCQACATUN SSP. SISICJY0UENSE 

••• SEE ••• 

EPitoiiuM sisyiyouense 


2 

EPILOBION ORE&AMbR 

onagraceae 


CA OR 

SC 

EPllOBlUN SISPlYOUCNSE 

0NA6R4CEAE 

ROCN-FRINOE. SISrtYOU 

CA OR 

SC 

EPITHELAMTHA BCpCS 

CACTACCAE 


TI. HtaICO 

1 

CRA&FOSTIS FOSiCftSU 

POACCAI 

LOVE BRASS, FOSiERS S 

HI 

1 

• ERA6R0STIS HAUttMSIS 

FOACEAt 

LOVE GRASS. MAUI 

MI 

i 

CRASROSTIS NttHAUENSIS 

PCACEAE 

LOVE GRASS. NIIHAU 

HI 

1 

• ERAGPCSTIS PAuFERA 

PCACEAE 


N! 

2 

EAASROSTIS TRACT 1 

POACEAE 

LOVE GRASS. SAKiftCl 

FL 

2 

CREHALCHE *E*n£NSIS 

iialvaccac 

MALLOM. kern 

CA 

7 

CRIASTRUN IAANDE6CAE 

PQlENOXIACCAC 

CRIASTRUN. IFANSESCE 

CA 

i 

ERIASTRUM CENSJFGllUM SSP. SANCTORUM 

POLEMONIACEAC 

ERIASTRUM. SANTA ANA RIVER 

CA 

7 

ERIASTRUM HOOVEPI 

FOLCRONIACEAC 

CRIASTRUN. HOOVER'S 

CA 

7 

ERIASTRUM TRACVi 

PDlEHOMACEAE 

ERIASTRUM. TRACY 

CA 

1 

ERlCAntRIA FA5CICULATA 

ASTERACCAC 

SOLOCNMECO. EASTNOOC S 

CA 

S 

ERICAnEMA FALHEftI SSP. PAcMCRI 

mi SEE ••• 

HAPlOPAPPUS FAinCRI SSP. PALMER! 


SC 

ERISERON ABAJOCNSIS 

ASTERACCAC 

DAISY, A1AJ0 

Ut 

2 

6RI6EACN AEOUIFOLlUS 

ASTCRACEAE 

DAISY. HALLS 

CA 

SC 

ERIGERON AttOCOTUS 

ASTERACEAE 

FlEASAME. GRANCHEO 

NT NY 

sc 

CRIGERCN ARENARIOICES 

ASTCRACEAE 


UT 

sc 

ERISERON ARIZONICUS 

ASTERACCAC 


AZ 

l 

ERIGERON 8ASALTICUS 

ASTCRACEAE 

oaisv. dasalt 

HA 

sc 

ERIGERON SI6EL0VU 

ASTERACCAC 


TI. IMICC 

sc 

ERIGEFQN IlOOHEAI VAR. MOCATUS 

ASTCRACEAE 


CA OR 

sc 

EAISCRGN CALVUS 

AS7CMCCNE 

FlCAIANE. 

CA 

2 

ERIOERON CHRVSCP1I01S VAR. IREvIFOLlUS 

ASTCRACEAE 


OR 

2 

CRIGERON CAGnGuISTI! 

ASTCRACEAE 

daisy, cronouist 

UT 

2 

ERi&ERQM DECUNBCMS VAR. OCCUKtCMS 

ASTERACEAE 


OR 

SI 

CRIGEROM 0CL1CATUS 

ASTCRACEAE 

FLEA1ANE. DEL NORTE 

CA OR 

SC 

ERISERON ERIOFHYUUS 

ASTCRACEAE 

fleasane. 

AZ 

s 

ERIGERON PLAECUARIS VAR. TRUOSATuS 

•*• SEE ••• 

ERIGERON FRQSElYT1C0S 


sc 

CRISERGM FLCTTII 

ASTCRACEAE 


HA 

2 

ERISERON FlEIUCSuS 

ASTERACEAE 

DAISY, TRINITY ALPS 

CA 

SC 

CRI6CR0N FQLIOSUS VAR. IlOChmANIAC 

ASTERACEAE 

LCAFY-0AI5Y. BtOCKNAN S 

CA 

sc 

ERlfiEROM SARRETTll 

ASTERACEAE 


UT 

5 

ERIGCRON 6EISERI VAR. CAlCICQlA 

• •• SEE mi 

ERIGEFQN MMCSlCTCS 


s 

ER26EROM GPANCIFLORUS SSP. MUIM2 

mi SEE ••• 

ERIGERON MUIFII 


2 

ERISERON HCSSII 

ASTERACCAC 


NS 

2 

ERISERON kOMClL11 

ASTERACCAC 

FLEAftANC. homell s 

OR »• 

2 

ERISERON HULTIMl 

ASTERACEAE 


A? 

7 

ER16ERCN lACHlNlNSlS 

ASTCRACEAE 

DAISY. IACHINA 

CO UT 

1 

EHGERCN fcUSCHE! 

ASTERACEAE 

FLEARAHE. 

AZ 

2 

ERISERON LATUS 

A5TERACCAE 

fleaiane. 

JD NV 

SC 

ERISERON LEUERGII 

ASTERACEAE 


NA 

2 

ERISERON ICNKONU 

ASTERACCAC 


AZ 

SC 

ERIGERON LOIATUS 

ASTERACCAC 


AZ 

2 

EPI6ER0N MAGUIRES VAR. HARFISCfell 

ASTCRACEAE 


UT 

IS 

ERISERON MA&UIREI VAR. ftA6Lt*Cl 

ASTERACCAC 

DAISY. MAGUIRE 

UT 

2 

ERISERON RANCUS 

ASTCRACEAE 

daisy, defauferate 

UT 

2 

ERISERON NlNESlCTES 

ASTCRACEAE 

fleabane. 

TI 

2 

ERISERON MUIR11 

ASTCRACEAE 


Ai 

2 

ERIGERON HULTICEPS 

ASTERACCAC 

DAISY, REftN RIVER 

CA 

SC 

ERISERON 0RE6AMUS 

ASTERACEAE 

fleabane, creson 

OR NA 

2 

CRSOERON OVtNUS 

ASTCRACEAE 


NV 

2 

ERISERON PARISH!! 

ASTCRACEAE 

DAISY. FARISH'5 

CA 

3A 

ERIGERON PERGLASEA 

ASTCRACEAE 


AZ 

SC 

ERIGERON P1FERANUS 

ASTCRACEAE 


NA 

2 

ERIGERON PRINGLEI 

ASTERACEAE 


AZ 

SC 

ERISERON PRQSElvTICUS 

ASTCRACEAE 

DAISY. CLIFF 

UT 

2 

ERIGERON PUlCMElLUS VAR. tClSTEADII 

ASTCRACEAE 


MN 

SC 

ERIGERON RELI&IOSUS 

ASTERACEAE 

fleabane. clear creek 

UT 

IT 

CRI&ERQN AHIZONATuS 

ASTERACCAC 

flcabane. 

NH 

2 

ERISERON SI ON IS 

ASTERACEAE 


UT 

2 

ERIGERON SP. NOV. /(NED. 

ASTERACEAE 


NY 

2 

ERISERON SUPPLE! 

ASTERACEAE 

DAISY, SUPPLE 

CA 

SC 

ERISERON UNCIAL!S VAR. CONJuSANS 

ASTERACEAE 


NV 

2 

ERISERON UNTERNANNI! 

ASTERACEAE 


UT 
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STATUS 

SCIENTIFIC MANE 

FANlLt 

COMMON NAPE 

PANS! 

2 

EAIOCAULON K0RN1CK!ANON 

CRIOCAULACCAE 

PIPENORT. 

AR 5A OK Tl 

2 

CRIOCAULON PARKERI 

ERIOCAULACEAC 

PIPENORT. PARKER S 

CT DC DC MA ND ME NC NJ 





NY PA VA, €•!»•*• IN.8.. 

2 

ERIOCMLOA NICNAUHI VAR. SlMPSONl! 

POACEAC 


Oat.) 

fl 

1 

ERIODICTVON ALTISSIMUN 

NYDROPHYUACCAE 

MOUNTAIN BALM, INDIAN * NCR 

CA 

l 

EfllOOICTVON CAPITATUN 

mydropnyllaccac 

LOMPOC VERSA SANTA 

CA 

3C 

ERI060NUM ALLEN11 

POLYSONACEAE 


VA MV 

SC 

ERIQ80NUN AlPINUN 

POLYSONACEAE 

HILO BUCKMNEAT. TRINITY 

CA 

1 

CRIOSONUN AMNOPMlLUN 

POLYSONACEAE 

MILD buckmheat. sand-lqvins 

UT 

2 

iriosonuh AnmiAccuH 

POLYSONACEAE 

NILD BUCkmkEAT, mono 

CA 

JC 

ERI060NUN ANCNOPNlLUN 

P0LY60NACIAE 

MILO BUCKMNEAT. 

MV 

2 

ERI080NUN APACMENSE 

POLYSONACEAE 


A| 

1 

CRIOSONUN APRICUN VAR. APRlCUR 

POLYSONACEAE 

mild BUCKMHEAT. ione 

CA 

1 

CR1CG0NUN APRICUN VAR. PROSTRATUM 

POLYSONACEAE 

mild BUCKMHEAT. IRIS* Mitt 

CA 

2 

CRIOSONun ARET10IDES 

POLYSONACEAE 

MUD BUCKMHEAT, M1DST0C 

UT 

2 

ER1060NUN ARSOPHVLLUN 

POLYSONACEAE 

MILD BUCKMHEAT. 

NV 

JC 

CRIOSONUN BEAUCVAE 

POLYSONACEAE 

MILD BUCKMNEAT, DEATLEY 

CA NV 

2 

CRIOSONUN BIFURCATUR 

P0LY60NACCA£ 


CA NV 

2 

CRI08QNUN BRANDCSEI 

POLYSONACEAE 

MUD BUCKMNEAT, BRANDESEC 

CO 

2 

ERIOOONU* BREEOLOVEI VAR. BREE9L0VE1 

POLYSONACEAE 

MILO BUCkmkEAT. PIUTE 

CA 

2 

CRIOSONUN BPEEOLOVC! VAR. SMCVOCKII 

POLYSONACEAE 


CA 

2 

CRIOSONUN RUTTEfiMOATMIANUH 

POLYSONACEAE 

MILO BUCKMHEAT, OUTTEP-ORTH S 

CA 

JC 

CRIOSONUN CANINUN 

POLYSONACEAE 

MUD BUCKMNEAT. T1BUR0N 

CA 

2 

CRIOSONUN CAPIUARE 

POLYSONACEAE 

MILD BUCKMNEAT. 

AZ 

2 

CRIOSONUN CHRTSQPS 

POLYSONACEAE 

MILD BUCKMNEAT, 69LDCN 

OR 

JC 

ERIOGONUN CLAvEtLATUN 

POLYSONACEAE 

■ILD BUCKMNEAT, COMB MASH 

CO UT 

JC 

CRIOSONUN C0KCINNUN 

POLYSONACEAE 


NV 

JC 

ERIOGONUN CONGDONIJ 

POLYSONACEAE 

CRIOSONUN. CONSOON 

CA 

JC 

CRIOSONUN CONTISUUN 

POLYSONACEAE 


CA NV 

JC 

CRIOSONUN C0RRCLL1I 

POLYSONACEAE 


TI 

31 

CRIOSONUN CGRVNSOSUN VAR. DAVIOSCI 

POLYSONACEAE 

MUD BUCKMHEAT, C0RVNBE9, 9AVIDSE 

UT 

JC 

CRIOSONUN CORVNIQSUN VAR. NATTHCttSAC 

POLYSONACEAE 

MILO BUCKMNEAT, MTTHCM S 

U? 

JC 

CRIOSONUN CCRVNBOSUN VAR. REVCALIANUN 

POLYSONACEAE 

m!LD BUCKMNEAT, CORYNBEO, REVEAL 

UT 

2 

ERIOSDNUN CROCATUN 

POLYSONACEAE 

MUD BUCKMNEAT. CONEJO 

CA 

2 

CRIOSONUN CRONOUISTII 

POLYSONACEAE 

MILO BUCKmhEAT. cronduist 

UT 

2 

CRIOSONUN CROSBTAE 

POLYSONACEAE 


OR 

2 

CRIOSONUN CUSICKIt 

POLYSONACEAE 


OR 

JC 

CRIOSONUN OARROVII 

POLYSONACEAE 

MILO BUCKMNEAT, 

AZ NV 

St 

CRIOSONUN OCNSUN 

POLYSONACEAE 


AZ NN 

JC 

CRIOSONUN DCSCAT ICOLA 

POLYSONACEAE 

CRIOSONUN. DESERT 

AZ CA 

JC 

CRIOSONUN D1CLINUN 

POLYSONACEAE 

CRIOSONUN. JAPES CANYON 

CA OR 

JC 

CRIOSONUN CASTN009IANUN 

POLYSONACEAE 


CA 

JC 

CRtOSONuN CPNCDROIDCS 

POLYSONACEAE 

MUD BUCKMNEAT, CPhEDRA 

CO UT 

2 

CRIOSONUN CRCNICOLA 

P0LY6QNACCAC 

ERIOGONUN. MILO ROSE CANVON 

CA 

JC 

CR1060NUN CRCNICUN 

PQLY60NACCAC 

MILO BUCKMNEAT, LIMESTONE 

UT 

JC 

CRIOSONUN CR1CIF0LIUN VAR. ERICJFOlIUN 

POLYSONACEAE 

MUD BUCKMHEAT. 

AZ 

2 

CRI060NUN ERICIFOUUN VAR. ThCRNEI 

P0LY60NACCAE 

MILO BUCKMNEAT, THORNE S 

CA 

2 

CRIOSONUN FlAVJN VAR. AQUILINUN 

POLYSONACEAE 

MUD BUCKMNEAT, 

AK 

S 

CRIOSONUN FtORIOANUN 

• •• SEE ••• 

CRIOSONUN L0N6IF0LIUN VAR. 





SNAPMAllFOLtUN 


2 

CRIOSONUN 6ISANTEUN VAR. CONPACTON 

PCLY60NACEAE 

SUNT BUCKMNEAT, SANTA BARBARA IS. 

CA 

2 

CRIOSONUN 6I6ANTCUN VAR. FCPNQSUN 

P0LY60NACEAC 

MILO BUCKMNEAT, SAN CLEMENTE IS. 

CA 

SC 

CRIOSONUN OILNANI1 

POLYSONACEAE 

MUD BUCKMNEAT, GILMAN S 

CA 

2 

CRIOSONUN GOSSVPINUN 

POLYSONACEAE 

CRIOSONUN, COTTON 

CA 

2 

CRIOSONUN CRANOE VAR. DUNKIC! 

POLYSONACEAE 

MUD BUCKMNEAT, SAN NISOEL IS. 

CA 

JC 

CRIOSONUN GRANGE VAR. TINORUN 

POLYSONACEAE 

MILO BUCKMNEAT, SAN NICOLAS ISLAND 

CA 

3B 

CRIOSONUN SRAM 

POLYSONACEAE 


UT 

IT 

CRIOSONUN SVPSOPMILUN 

POLYSONACEAE 

mUO-DUCkmhEAT. SYRSum 

NN 

S 

CRIOSONUN KAPPCRI 

lit SEE ••• 

ERI060NUM LONSIFOLIUM VAR. HARPERI 


SC 

CRIDSONUN KECRNANNt! VAR. FLOCCOSUN 

POLYSONACEAE 

CRIOSONUN, CLARK MOUNTAIN 

CA NV 

JC 

CRIOSONUN HCCRNANNII VAR. SUBRACC*0$UN 

POLYSONACEAE 


AZ UT 

JC 

CRIOSONUN NIRTCUUN 

POLYSONACEAE 

MILD BUCKMNEAT, KLAMATH MOUNTAIN 

CA 

JC 

CRIOSONUN NOFFNAKNII VAR. HQFFNANNlI 

POLYSONACEAE 

CRIOSONUN, HOFFMAN. 

CA 

JC 

CRIOSONUN HOFFNANNII VAR. ROBUST(US 

POLYSONACEAE 

CRIOSONUN, HOFFMAN, ROBUST 

CA 

2 

CRIOSONUN HOLNSRCNII 

POLYSONACEAE 


NV 

1 

CRIOSONUN HUN1VA6AHS 

POLYSONACEAE 

MILO BUCKMNEAT. SPREADSNS 

UT 

SC 

CRIOSONUN HYLOPNILUN 

POLYSONACEAE 

MILO BUCKMNEAT, BADLANDS 

UT 

sc 

CRI060NUN INTERNONTANUN 

PQLV60NACEAE 

MUO BUCKMNEAT, DIVIDE 

UT 

JC 

CRIOSONUN INTRAFRAC7UN 

POLYSONACEAE 

MUD BUCKMNEAT, JOINTED 

CA 

sc 

CRIOSONUN JANCSI1 VAR. RUPICOtA 

POLYSONACEAE 

MILD BUCKMNEAT, SANDSTONE 

UT 

1 

ERlOCONin rCLLOSBII 

POLYSONACEAE 

MUD BUCKMKEAT. RED MOUNTAIN 

CA 

2 

CRIOSONUN KENNEDY] VAR. AU8TR0N0NTANUN 

POLYSONACEAE 

MUD BUCKMNEAT, SOUTHERN MOUNTAIN 

CA 

2 

CRIOSONUN KENNEDY! VAR. PtNICOLA 

POLYSONACEAE 

MILO BUCKMKEAT. CACHE PEAK 

CA 

2 

CRIOSONUN LASORUS 

POLYSONACEAE 


NT MY 

JC 

CRIOSONUN LANCKOLIUH 

POLYSONACEAE 

MILO BUCKMNEAT, LANCE LEAF 

UT 

JC 

CRIOSONUN LATCNS 

POLYSONACEAE 


CA 

sc 

CRIOSONUN ICNNONtt 

POLYSONACEAE 

MILO BUCKMNEAT, 

NV 

sc 

CRIOSONUN LIBCRTINI 

POLYSONACEAE 


CA 

2 

CRIOSONUN LOBBl! VAN. RQ8U5TUN 

POLYSONACEAE 


NV 

JC 

CRIOSONUN L06ANUN 

POLYSONACEAE 

MILD BUCKMNEAT, LOSAN 

UT 

s 

CRIOSONUN L0N8IF0LIUN VAR. FlORIDANUN 

••• SEE ••• 

CRIOSONUN FtORIOANUN 


2 

CRIOSONUN LONSIFOltUN VAR. 
fikAPMAi rrni in* 

POLYSONACEAE 

MUD BUCKMNEAT, SCRUB 

FL 
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STATUS 


SCJlAUfJC UAM 


FAMILY 


COMMON HAffC 


RANGE 


2 

2 

2 

2 

!0 

3C 

3C 

7 

ZC 

zc 

2 

3ft 

1 C 

:c 

1 

ft 

ZC 

3ft 

3ft 

Li 

ZC 

7 

2 

3C 

3C 

2 

3C 

2 

2 

S 

s 

2 

SC 

SC 

2 

|t 

ZC 

7 

ZC 

1 

2 

3C 
3 C 

:c 

3C 

5 

3C 

2 

2 

; 

sc 

ZC 

ZC 

2 

2 

2 

2 

S 

2 

SC 

2 

I 

IE 

1 

2 

SC 

2 

1 

2 
2 

5 

6 
2 

LC 

2 

2 

I 

l 

3C 

SC 

JC 

sc 


ERIOGONUR tONSIFOllUR VAR. harder: 
CMOSONUN HICROTHECUH VAR , J'>NS?C*Il 
ERtOGQNJN RICROThECUR VAR. FAHAMUTCASE 
ERIOSQnUR HOATONlANUn 
CRIG60NUN KA* ur, 

ERIOSQNUR «A1U" 

EMOGONl'H NEAUlVt 
ERIOSONUR NEftvuiOSun 
ERIOSCNUR KDRTOAIl 
EM060NUR NOVOAUDU* 

C*tlOGQAUn KUDU* VAR. RUAJNUM 
EA206CNUR NURRULARE 
CAIGSONJR CSTLUNDII 

ERIOSONUR OVAlIFOlIUR VAft. CACLESflNO* 
CfttOGOMUR OVALlFOUUl* VAR. VUEUH 
ERI06DNUR OVAUFOtlUH VAft. MILUARSJAE 
EfllOC-9*U* FAN6UICENSE VAA. AlFESIAE 
EP10GGNUN PAAvIFGlIUA VAR. LUCIOUN 
ERIOGONUR FARvtFOLlU* VAR. PAYXEI 
ERIOSONUR PCLlNOPMllUR 
ERIOSONUR PENCUlUR 
ERIGGQNUH PftOClOUOR 
ERIOSONUR RlftuCYl 
CP 1060*jit fiVftMCAuU 
ERIOSONUR SAURINUR 
ERIOSONUR SCGPUlOtU* 

CRIQ33NUR SlSUYOUCNSC 

CR1C6QNUH 5HITH1I 

EftlOGCNUN SGREDIUR 

ERI060NUN 5F. ILAKEVlEM CO.. Oft) 

CftICSONUH SP. iTAIfttTY, TEHAMA COS.. Ca; 

EAIO&GNuR SUfFftUTICOSDR 

CAIOSQNUR TERItOREHSE 

ERIOSONUR tKOnFSONAE VAR. AlBIflQftU* 

CRIOGONUR THORP$0*A£ VAR. ftTMOOOIl 

ERIOSONUR THOHFSCHAC VAR. THORPSONAf 

EftlOSONUR THfAOtOCS 

CAIC&OHoH TftUHuATwH 

CRICfiONU" TOHULQSUH 

ERIOSONUR TMlSSElRANNll 

CMOOGNUR URlEuLATUR VAR. HUH!STRATUM 

CAIO&OAUH URIELLATUR WAR. HYPOlEIU* 

EftlGGONUR URlElLATUN VAR. runs 

ERIOSONUR UHSCLuATUR VAft. TGAREfANUR 

ERI060NUR VEST HUH 

MIOSONUR VlLlIFLORUR VAft. TORULOSUR 
ERIOSONUR VIIIIDULU" 

ERIOSONUR VlSCIOULU* 

ERIOSONUR VISHER! 

ERIC6QHUH MfilOMTl! VAft. OLANCHENSE 

EftlOOGNUN 210N2S VAft. COCCtHEUH 

ERIOSONUR 210*15 VAft. 2IONI6 

EftlQftHTLLUH C0N6D0N!I 

ERIOMVUUH LAHATUH VAft. HALLtI 

ERIOPHYlLUR LATJlOIUR 

CftICPMVUUN H0HAVEf»5E 

EftlQPHYLLt'R NEVlNtl 

CPIOPMYLLUN NUBIfiENuR 

EftlGfHfLlUR M*l 2 6t NUR VAft. C3NGD0A!I 

EftlTHAtlfi ftEVOtOTA 

EftftAlUftmA ftOTUMDATA 

ERYNSIOR AfttSTUiATUff VAft. HOOVE*I 

CfiVftGlUH AfUSTULATUH VAft. ftAftISM 11 

ERYN620R COHSTAHCCl 

EftvDiOtUn CUMEtfOLlUH 

EftfNGlVH HATHIASIAC 

ERynGIUR PEUOlATUH 

EftYH6lC'H ftlHHAT ISECTUH 

EftYNGIUR RACEROSUN 

EAYN61UH SftlMOSEftALOH 

EftVStHU* AHUCftHlCUH 

ERV51RUH AHSUSTATun /6RECNE 

EfiVStnU* ANOUSTATUH /ft.A.ft>OBtftfc 

EftvSlRuR ASPCAOH VAft. AXGUSTATU* 

CftVStnulf CAfttTATUH VAft. AfvGUSTATbH 

EftYSUUH FftAHCISCAAVH VAft. FftAliCISCANUH 

EPV5IHUR INSULAftC 

EflYSimiR RifcilESn 

IftYSIHUH TEftETIFOtlUH 

EftYTHftOHJUH CUftTOMl! /SF. *0V. IHEO. 

EftVTHftOHtUH EftAXCIFLCftUH SSF. ft'J5AI£fti 

ERYTHftOHlUH HELEftAE 

EftVTHftOKlUR HOHCLLM 


fOLVoOHACEAC 

P0O60*AC£iC 

ftOLVGONACEAE 
ftOLYOOVACEAC 
FOtVO&HACEAE 
FOt Y &QKACEAE 
ftOLYOOHACEAC 
ftOOOOAACEAC 
FOiV60HACEAE 
ftOlVuOAACEAE 
P0U60MCEAE 
ftCl VfiCliACEAl 
ftOtV&OAACEAE 
ftOLViGHACCAE 
ftOOTOONACEAE 
POLY60HACCAE 
POcYGOMACEAE 
P0LY6&NACEAE 
FSkiOOHACEAE 
ftOlYGOKACEAE 
PO4.V0CHACEAE 
FOlyGGHACCAC 
ftOcVGOhAIEAE 
ftOLTOOHACEAE 
F0L»60AAC£AE 
POLtfiOHACEAE 
P0LV60HACCAE 
ftOLYGOMACEAE 
PGL«6CNACEAE 
• H SEC 
••• SEE ••• 
F0LY6OACCAC 
P0LI6OMCCAE 
POC Y60MCCAE 
P0LY6OMACCAE 
POCYGOHACEAE 
P0LY60HACCAE 
P0L96OAACEAC 
PCUGOHACCAE 
P01Y60AACEAE 
fCLYCOHACCAE 
POlYGOAACCAE 
P04.Y60HACCAC 
FOLtSCMACEAE 
FOlYOODACEAC 

HI SEE ••• 
P0i.Y6OAAr.CAE 
POlYtOtACCAC 
P0LY60NACEAE 
P0LY60HACCAC 
POtYOOHACEAE 
PCIY60HACEAE 
ASTEPACEAC 
ASTEftACCAC 
ASTEftACEAt 
ASTfcliACEAE 
ASTEftACCAC 
ASTEftACCAC 

••• SEE ••• 
ftfltACEAC 
FAtACCAE 
API ACEAi 
APIACC A£ 

Af1 ACC AC 
APIACCAE 
Aft IACEA£ 

Af1ACEAE 
Aft I ACEAE 
APIACCAE 
APIACCAE 
IftASSICACCAC 
••• SEE 
hi SEE ••• 
ftftASSICACEAC. 
IftASSICACCAC 
IBA5SICACCAC 
IftASSICACCAC 
IftASSICACCAC 
IftASSICACCAC 
ClLlACEAE 
LtUACEAE 
UUACCAE 
UUACEAE 



AL KV IN 

IftOSH buc»:nheat v JOHNSTON S 

CA 

IRUSH lUCFNHCAT. PANAHIHT ROUNTAlNS 

CA 

nild bvcknheat. 

A2 

NILS 9UCKHHEAT. DuAftF 

UT 


UT 

MILO OUCFMHCAT. IfttON COUNTY 

Tl 


CA 

HILO OUCKMHEAT. PINNACLES 

CA 


Oft 

muo iuckmhcat, rouse 

CA 


UT 

NICO bockmhcat, ostluhd 

UT 


NV 

MILO OoCFMHCAT, 

CA 


NV 

MILO OUCKMHEAT, PANGUtTCM 

UT 

MILO OUCKMHEAT. POINT LOIOS 

CA 

CftZQSGMJR. SANTA PAULA 

CA 

N|L0-OUCKMH£AT. ClAY-L0VIM6 

CO 

MILO ftUCKliHtAT, NALOO 

CA Oft 

MILO OUCKMHEAT. PROSTRATE 

CA NV Oft 


A2 


NV 

MUO OUCKMHEAT. dinosaur 

CO UT 


Oft 

ERI060NUR. SISKIYOU 

CA 

MUD OUCKMHEAT. SHITH 

UT 


UT 

ERI060HUR CAOSBYAE 


ERICAONUN LIOERTlNt # 


MILO OUCKMHEAT, BUSHY 

11 

MILO OUCKMHEAT, TCflKOR 

CA 

mrd ouckmhcat, Thompson, mhite-plOm 

A2 UT 

MILO OUCKMHCAT, ThORFSGN. ATmOOD S 

A2 

mild ouCimhcat, Thompson, thorpson s 

A2 UT 


10 Oft MA 

CRIOOOMUR. contra costa 

CA 


CO UT 

EfilOtONUIf. TM1SSELRANN s 

CA 

MILO OUCKMHEAT, NT. EOOV 

CA 


•A 

MUD OUCKMHEAT, SULFuP-FlOmEREO, AlP 

CA 

MILO OUCKMHEAT. SULftUft-ftLONERED. TOP. 

CA 

EM060NUR. IOft2K 

CA 

ERI06QNUN TUMULOSUH 



CO UT 

MILO OUCKMHCAT, 

NV 


SD NY 

MILO OUCKMHEAT, OLANCWC PEAK 

CA 

MILO OUCKMHEAT, HON. 

A2 

MILO OUCKMHCAT, 2ION, 

A2 UT 

EftlOPHYLLUR, CONfiOON S 

CA 

mooly-sunflomer. ft. TCJON 

CA 

MOCLY-SURFLONER, SAN HATCO 

CA 

mooly-sunflcpe*, oarstom 

CA 


CA 

MOOLY-9UNFlOhER, YOSEHITt 

CA 

CftlOftHVLLUH CGN600NII 



PA 



lOITOA-CELCfti. NOOVEft S 
COYOTE-THISTLE. SAM 0IE60 

coyote-thistle, cohstamce s 

coyote-thistle. HATmIAS 

COVOTC-lMlSIiC» TUOLURHE 
COYOTE-THISTLE. DELTA 

HALLFlOaER. coast 

EAYSUUH CAP1 TATUM VAft. AH&uSTATuR 
ERYSIHUH ASPEftUR VAft. AA6USTATUR 
HALLFLOHEft, 

HACLFLOHCft. COHTftA COSTA 
HAUFLOHEft. SAN FRANCISCO 
NALLfLGHEft. ISLAND 
HALLFLOfcEft. RENT X CS’ 

NALLFwOHEft, •£*» L0R0N0 

fahn-lily. 


A2 

CA 

CA 

CA 

FL 

CA 

Oft UA 

CA 

CA 

CA 

CA 


fcl. C*«»fl« Ityion) 

CA 

CA 

CA. n**ico 

CA 

CA 

CA 

CA 

CA 

CA Oft 
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STATUS 


SCIENTIFIC NARE 

fahily 

COnnON nare 

RAHSE 

JC 


CAYTHfiQmun 0RC60WUH 

LILIACEAE 


OR NA 

PE 


ERVTMRONIUR PROPULLANS 

L ILIACEAE 


HN 

2 


ERYTMRONIUH SP. HOW. /UED. 

LILIACEAE 


OR 

2 


ERYTHRONIUH TUOLUHHENSE 

LILIACEAE 

FAtfN-LlLY, TUOLUHhC 

CA 

2 


ESCHSCHOLZIA PROCERA 

papaveraceae 

POPPY, kcrhvillc 

CA 

JC 


ESCHSCHOLZIA RAHC5A 

PAPAVERACEAE 

POPPY, ISLAND 

CA 

2 


CSCMSCHQlZIA PhOHSIPETALA 

PAPAVERACEAE 

POPPY, OIANOND-PCTALtO 

CA 

S 


ESC08ASIA LCEI 

••• SEE ••• 

CORYPHANTNA sneeou VAR. LCEI 


s 


E3C0IARIA MCLLltAE 

Ml SEC Ml 

CORYPHANThA HINIPA 


s 


ESCOBAR IA SNEE3U 

••• SEE 

CORYPHANTKA SNttOll VAR. SNCED11 


t 


EU5ENIA HAEHATOCARAA 

HYRTACCAE 

UVILLO 

PR 

2 


EUGENIA HARSARETTAE 

NVRTACEAE 


PR 

1 


EUGENIA HOLQYA!ANA 

hyrtaceae 

mot 

HI 

1 


EUGENIA UNDERN00DI1 

RYRTACEAE 


PR 

s 


EULOPMIA ECRISTATA 

••• SEE ••• 

PTER05L0SSASPIS ECRISTATA 


2 


EUPATORtUN IOAUOUCNSE 

ASTERACCAC 


PR 

3A 


EUPATORIUH CPOSEAOLEPIS 

A9TERACEAE 

0RE6AN1LL0 

PR 

3C 


EUPATORIUH LEUC0LEP1S VAR. NOVAE*ANSItAE 

ASTCRACEAC 

thoroushnort. nhite-sbacted, N.E. 

HA Rl 

1 


EUPATORIUH LUCIAE-IRAUNIAE 

ASTERACCAC 


KV TN 

2 


EUPATORIUH OTERO! 

ASTERACEAE 


PR 

2 


EUPATORIUH RCSINOSUH 

ASTERACCAC 

BONCSCT. PINE BARRENS 

DE NJ NY KC 

31 


CURATORtUN RESINOSUH VAR. KENTUCFICWSE 

ASTERACEAE 

THOROUSHNORT, 

KY 

31 


EUPATORIUH SAITUENSE 

ASTERACEAE 


NC VA 

3C 


EUPATORIUH SNASTENSE 

ASTERACEAE 

EUPATORIUH, SHASTA 

CA 

3C 


EUPHORBIA AR*0?TtA«A VAR. ARNOTTI ANA 

EUPHORBIACEAE 


HI 

1 


EUPHORBIA ARNQTTIANA VAR. INTCSR1F0LIA 

EUPHORBIACEAE 


HI 

t 


EUPHORBIA ATROCOCCA 

EUPHORBIACEAE 


HI 

31 


EUPHORBIA AUSTRIHA 

EUPHORBIACEAE 


FL 

JC 


EUPHORBIA CELASTROIOES VAR. HAlAMANA 

EUPHORBIACEAE 


Ht 

3C 


EUPHORBIA CELASTROIOES VAR. HAUPUANA 

EUPHORBIACEAE 


HI 

JC 


EUPHORBIA CELASTROIOES VAR. HUHBERTl1 

EUPHORBIACEAE 


Hi 

t 


EUPHORBIA CELASTROIOES VAR. KAENAKA 

EUPHORBIACEAE 


HI 

1 


EUPHORBIA CELASTROIOES VAR. KEALIAM 

CUPH0R8IACEAE 


HI 

1 


EUPHORBIA CELASTROIOES VAR. KOHALANA 

EUPHORBIACEAE 


HI 

JC 


EUPHORBIA CELASTROIOES VAR. HOOHOHIANi 

EUPHORBIACEAE 


MI 

2 


EUPHORBIA CELASTROIOES VAR. NEL50N11 

EUPHORBIACEAE 


HI 

1 

• 

EUPHORBIA CELA5TR0I0ES VAR. NEHAT3PQ0A 

EUPHORBIACEAE 


Ht 

JC 


EUPHORBIA CELASTROIOES VAR. NluENSIS 

EUPHORBIACEAE 


HI 

1 


EUPHORBIA CELASTROIOES VAR. SAUCOLA 

EUPHORBIACEAE 


HI 

1 


EUPHORBIA CELASTROIOES VAR, STOKES!1 

EUPHORBIACEAE 


Hi 

JC 


EUPHORBIA CELASTROIOES VAR. NAIK0LUCN5I5 

EUPHORBIACEAE 


HI 

2 


EUPHORBIA CUNUUCOLA 

EUPHORBIACEAE 


FI 

I 


EUPHORBIA DESENER! VAR. HOlOKAICNSIS 

EUPHORBIACEAE 


HI 

Li 


EUPHORBIA OELTOIOEA SSP. DELTOICCA 

EUPHORBIACEAE 


fl 

l 


EUPHORBIA OELTOIOEA SSP. SERPYUUR 

EUPHORBIACEAE 

SFtPGE, HEDGE 

Ft 

JA 


EUPHORBIA OEPPCANA 

EUPHORBIACEAE 


HI 

JC 


EUPHORBIA OISCOIOALIS 

EUPHORBIACEAE 


fl 

JC 


EUPHORBIA E1SCRTA 

EUPHORBIACEAE 


FL 6A NC SC 

2 


EUPHORBIA PENOLCRI VAR. TRILISULATA 

EUPHORBIACEAE 

SPUR6E, 

TI 

IT 


EUPHORBIA BARBER! 

EUPHORBIACEAE 

SPURGE, 

FL 

2 


EUPHORBIA SOLONORINA 

EUPHORBIACEAE 

SPURGE, 

Tl 

1 


EUPHORBIA HAElEElEANA 

EUPHORBIACEAE 


MI 

1 


EUPHORBIA HALEHANUl 

EUPHORBIACEAE 


HI 

2 


EUPHORBIA HILLEBRANOII VAR. PAlUEANA 

EUPHORBIACEAE 


HI 

1 


EUPHORBIA HILLEBRANOII VAR. NAIPANOAnA 

EUPHORBIACEAE 


MI 

1 


EUPHORBIA HOOVERI 

EUPHORBIACEAE 

SPURGE. HOOVER 

CA 

JC 


EUPHORBIA INNOCUA 

EUPHORBIACEAE 


Tl 

SC 


EUPHORBIA JEJUNA 

EUPHORBIACEAE 


Tl 

JC 


EUPHORBIA NULTIPORHIS VAR. HALEAKALANA 

EUPHORBIACEAE 


M] 

1 

• 

euphorbia hultiforhis var. kaalana 

EUPHORBIACEAE 


Hi 

t 


EUPHORBIA HULTIFORHIS VAR. VAFULEiENSIS 

EUPHORBIACEAE 


Ht 

sc 


EUPHORBIA HULTIFORHIS VAR. HOLTIFCAHIS 

EUPHORBIACEAE 


HI 

1 


EUPHORBIA RULTIFORNIS VAR. PERDITA 

EUPHORBIACEAE 


MI 

1 


EUPHORBIA HULTIFORHIS VAR. SPAftSIFlOM 

EUPHORBIACEAE 


HI 

3A 


euphorbia hultiforhis var. torentclla 

EUPHORBIACEAE 


HI 

JC 


EUPHORBIA KEPHRADEMIA 

EUPHORBIACEAE 

SPURSC. PARIA 

UT 

3C 


EUPHORBIA QCELLATA VAR. RATTAN!| 

EUPHORBIACEAE 


CA 

JC 


EUPHORBIA OLQNALUANA VAR. OlONALUANA 

EUPHORBIACEAE 


HI 

2 


EUPHORBIA PERENMAhS 

EUPHORBIACEAE 


T* 

2 


EUPHORBIA PLATYSPERRA 

EUPHORBIACEAE 

SPURBE, FLAT-SEEDED 

AZ, HEI1C0 

1 


EUPHORBIA PORTCRANA V AR. KCYCNSIS 

EUPHORBIACEAE 

SPURSC. PORTER S. 

Ft 

1 


EUPHORBIA PORTERAHA VAR. PORTERAHA 

EUPHORBIACEAE 


Ft 

l 


EUPHORBIA PORTERAHA VAR. SCOPARIA 

EUPHORBIACEAE 

5FURSC. PORTER S. 

FL 

2 


EUPHORBIA PURPUREA 

EUPHORBIACEAE 

SPURGE. DARLtN6T9N S 

0£ HO «J NC OH 

l 


EUPHORBIA REHY! 

EUPHORBIACEAE 


HI 

SC 


EUPHORBIA ROCNERANA 

EUPHORBIACEAE 


Tl 

1 


EUPHORBIA SKOTTSBERSII VAR. AU9ENS 

CUPH0R8IACCAE 


HI 

IE 


EUPHORBIA SrOTTSBERSl! VAR. KAlAELOANA 

EUPHORBIACEAE 

AJCQKO. ENA PLAINS 

Ht 

t 

• 

EUPHORBIA SK0TTS8ER5II VAR. SK0TTSIER8II IUPHORB!ACEAE 


HI 

1 

• 

EUPHORBIA SK0TTSBER6I1 VAR. VACCINIOIOES EuPHORBIACEAE 


HI 

SC 


euphorbia strictior 

EUPHORBIACEAE 


NH Tf 

2 


EUPHORBIA TELEPHIOIQES 

EUPHORBIACEAE 


FL 

1 


EURYA SAN&NICENSIS VAR. 6RAN0IF0LIA 

THEACEAE 


HI 
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STATUS 


SCIENTIFIC KAftC 


FANIL* 


CQHHON NAnf 


BAN6C 


sc 

SC 

sc 

1 

2 

5 

3C 

2 

2 

2 

2 

3C 

1 

3C 

1 
1 

3C 

2 

SC 

L£ 

1 

6 

2 

1 

3C 

2 

SC 

SC 

2 

SC 

SC 

sc 

2 

2 

JB 

2 

SC 

7 

7 

2 

2 

2 

2 

S 

2 

S 

2 

2 

2 

1 

2 
2 
2 

LC 

SB 

SC 

2 


2 

1 

2 

SC 

2 

3C 

SC 

. 

2 

2 

2 

2 

2 

JC 

2 

2 

LI 

2 

SC 

I 

5 

K 


S 

^ 3C 


CuRtTACNIA HINCKLEY! APIACCAC 

CUTREHA FCNIANCII BRASSICACEAE 

CIOCAAPOS GAUDICHAUDlt SAHTALACEAE 

CI0CAAF05 LUTE0LU5 SAN7ALACEAE 

FER0CACTU5 ACANTHOOES VAR. ACA*?*OD£$ CACTACCAE 
FCRQCACTUS ACANTMCDES VAR. EASTNOOOIAE ••• SEC ••• 

FEROCACTUS CASTHCODIAE /CCRB. NOV. 1NC0. CACTACEAC 

FEAOCACTUS VlRIDESCCNS CACTACEAC 

FCSTUCA OASYCLADA FOACCAC 

FE5TUCA HALL11 FOACCAC 

FCSTUCA LtGULATA FOACCAC 

FUIFENDULA OCCIOENTALIS R09ACEAE 

flflSAISTYLIS FERFUSILLA OFERACEAE 

FinlRISTVUS SFADICEA CYFfRACCAE 

FLAVCRIA HACOQUGALLII ASTCAACCAC 

FORESTIERA SE6RE6ATA VAR. PINETORUH OlEACEAE 

FCRSELLESJA FUN6ENS VAR. GLABRA CRQSSQSONATACCAE 

FCRSCILESIA TClENSIG CCLASTRACCAC 

FOThERGILLA GARDENSI HANANElIOACEAE 

FRANkENlA JOHNSTON!1 FRANKlN!ACEAE 

•• FRAMTirNl* alatahaha theaceae 

FRASERA ALBICAULIS VAR. IDAhQCnBIS ••• SEC ••• 

FRASCRA COIORAOEHSIS GENTIANACEAC 

FRASERA GyFSICOlA GENUANACEAE 

FRASCRA IDSHOCKSIS GENTJANACCAC 

FRASERA PAHUTENSIS GENTtANACEAE 

FRASCRA PUBCAUIEnYA GCnMANACCAE 

FRASERA TurJLOSA BENTIANACEAC 

FRASCRA UfFQUACNSIS GENTJANACCAC 

FRAUNUS AfcOHALA VAR. LONElLli OLEACCAE 

FRAUNUS CUSP I DATA VAR. HACAOF£TAlA OlEACEAE 

FRAUNUS GC0DD1HGS! OLE<CCAE 

FREFORTOOEA8ROH OCCUWBCNS STERCULIACEAE 

FREHOATOOEROROM flEMCANUN STERCULIACEAE 

FRITILLARIA AOAHANTIMA llLtACCAC 

frituiaria asrestis LILIACEAE 

FRITILLARIA IftANOEGEI LUIACEAE 

FRITILLARIA CASTHQ8DIAE LtLIACEAE 

FRITILLARIA FAlCATA LUIACEAE 

FRITIUARXA 6CNTWEAI LUIACEAE 

FRITILLARIA GRAVANA LtLtACCAE 

FRITILLARIA LlLIACEA LUIACEAE 

FRITULARIA OJAICnSIS LUIACEAE 

FRITILLARIA PMAEANTHERA ••• SEE ••• 

FRITILLARIA PLURIFlORA LUIACEAE 

FRITULARIA AGDEA1CKI] ••• SCI ••• 

FRITILLARIA STRIATA LUIACEAE 

FRItULARlA VIRIOEA LlLtACCAC 

FRviELLIA FV6RAER "Alvageae 

GAHAIA LARAIEhSIS CYFERACCAE 

6AILLARDIA FlAVA ASTERACCAE 

galactia EGSEFSII fabaceae 

galactia finetoru* fabaceae 

GALACTIA SHALL It ffiBACCAE 

5ALIHSQ0A SC*ICAtVA VAR. FCRCALVA ASTEfiACEAE 

G^Lti -» AN0AEM51I SAT£^S€ RU# I ACEAE 

GALl j* AASUSTlFOLlUH S5F. BQFAESOCNGt RUB I ACCAE 

6ALIUR It IIFOwIVN RuBSACEAl 

OAUUH CAUFORHICUH SSF. LUCIEASC fubiaceae 

GALIU* CAlZFORRICUH S5F. FR1HUH RultACEAE 

GALtUR CALIFCRNICUH SSF. StERRAE RUBIACCAE 

GALIUA CALIFORAICUH VAR. W'.GuElCNSE RbllACEAE 

GAUuW CATALIREASE SSF. ACRI5FUH RUBIACCAE 

GAL IOH CLEHEATtS RUBIACCAE 

GAlIUH COUOHAE RUBIACCAE 

6ALIUH CCRRCllI! RUBIACCAE 

BAllOW 01AS*ESC£N5 SSF. *€D3CEN$E RUllACEAE 

GAllUM GAAHOE RUBIACCAE 

GAlUH HAROHAfllAI RUBIACCAE 

GALIUF HUENOIAE SSF. ♦ INSSTONENSE Roll ACEAE 

SALIUR *vf<TRICHtU" VAR. TO«ERTClLUR RUBIACCAE 

6ALIUH SCRPEAT1C0* SS*. SCGTTICUH RuBIACEAE 

Qt.au* 5ERFEHTICUH SSF. •*A*EPC*$E RUBIACCAE 

GALVEIIA SFECI05A SCBUFMlILAR(ACEAE 

GARDENIA IRISXAfll! RUBIACCAE 

6AF&EA1A MCISSIChII RUBIACEAE 

GAuRA OERARECI ONASRACEAE 

GAjRA NEONCXlCAIt* SSF. COlORABEhSIS qna&raceac 

GA>A VIOLACCA ••• *** ••• 

GAtLUSSACIA BRACHiCERA ERICACEAE 

SEHlsTIOIUR CUWOaUH fabaCEAE 

SEAT I AAR AIEUTICA ••• SEE ••• 

seatirsa austrohoataaa GEat;a%accae 



TI 


CO 


MI 

HEAU 4EI0CARF05, LEAFY! 

HI 

AT CB, NtalCO 

FEAOCACTUS EASTUOOCIAC COnl. NOV. /INCH. 

AI 

BARREL CACTUS. SAN DIEGO 

CA, H«#lco 

FESCUE. SC0GE 

CO OT 

CO 

Tl 

queen-of-tmc-forest 

OB 

fihgristylis, harper s 

6A HO *C SC 

CA BV, Tropical Aaprica 

AT 

FL 

CA NV 

Tl 

nitch-alocr. onarf 

AL FL BA HI NC SC 

FRAAK.CA 1A , JOHNSTON S 

Tl, IMCO INufvo L«ON) 

franklin tree 

FRASERA IBAHOENSIS 

BA 


CO 

6REEN-GENT1AN. 

NV UT 

ID OR 

•BEEN-SENTIAN. 

BV 


CA 


CA 

GREEN-GENTIAN. URFOUA 

CA OB 

ASH, 

AT 

ASM, 

AI CA MV BN 


AT. N««iCO 

FLANNClBuSH, fine mill 

CA 

FftCftONUA. NEIICAN 

CA, NftiCO 

HI SSION-BELL9. DIAMOKS LAKE 

OR 


CA 

FBITULARY, GREENHORN 

CA 

FRiTlLLARV, BUTTE 

CA 

FRITILLARY. TALUS 

CA 

MSSI0N-IELL5. 6CNTNE8 

OR 

FR1TULARY, RODERICK’S 

CA 


CA 


CA 

FRITULARIA lASTMOOOIAl 

CA 

FRITILLARIA GRAYANA 

V* 

AOCGE-LlLV. GREENHORN 

CA 

CA 

TI WE IICO 

HI 

StANkCTFLOAER. YElLOn 

UT 

VI, tritleh V.t. 

MLK-RCA 

FL 

HIUC-REA. SHALL S 

FL 


AT 


CA 

BEDSTRAit. BORREGO 

CA 

BEDS*AAtf. ISLAND 

CA 

BEOSTRAh. 

CA 

BCC&TRAN. SAN JACINTO 

CA 

bedstran. El DORAOO 

CA 


CA 

bebstbaa. san Clemente island 

CA 

U DSTFAn. SANTA LUCIA 

CA 

SECSIRAU. 

At 


TI 

BEOSTRAH. NC00C 

CA 

BEOSTRAH. 

CA 

BEOSTRAH, HARCHAH S 

CA 

BESSTAAH, KINGSTON 

CA BV 

CA 

BEOSTRAH. 

CA 


CA 

6AN(El2A. ShCH* 

CA 

NANU 

Nt 

Mt 

AA 

CO NT 

BATES IHAlVA VlOLACEA 

HUCKLEBERRY, boi 

BE KY WO BA TN VA HV 
Tl, notice 

SCMUARClU PROPINOuA SSF. ALEuTICA 

NC To VA BV 
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ITdTUl 


SCIENTIFIC na nt 


FAMILY 


common name 


3C 

BENT UNA AUTUMNAL IB 

GENT UNACEAC 

2 

BENT I ANA BISETAEA 

BENTIANACEAI 

31 

GENT UNA OCLOACH1I 

GENT UMACCAE 

3C 

GENTIANA FREMONT11 

gentianaceae 

3C 

6ENTUN4 PENNELLtANA 

GENT UN ACCAE 

fi 

BENTUNA PORPHYRIO 

• •• BCE h« 

3C 

BENTUNCLLA PROPINOUA BSP. AtEUTlCA 

GENTIANACEAE 

1 

GCOCARPON MINIMUM 

CARY0PHYLLACE4C 

I 

GERANIUM ARBORCUM 

6CRANUCEAE 

1 

6CRANIUM CUNfATUM VAR. NOLOLCUCUM 

8ERAN1ACEAC 

3C 

GERANIUM MARBINALC 

GERARUCCAE 

1 

geranium MULTIFL0RU4I VAR. MULTIFLORUM 

GCRANIACEAI 

2 

GERANIUM MULTIFLORUM VAR. OVATIFOLIUM 

6CRAMUCEAE 

2 

GERANIUM MULTIFLORUM VAR. tUPCRBUH 

6ERAN!ACCAE 

31 

GERANIUM T00UIMEN8E 

GERAMUCEAC 

S 

6ERA40U ACUTA 

BEE ••• 

8 

6ERAR0IA STCNOPHYUA 

••• BEE ••• 

2 

6EGNERU PAUCIFLORA 

fiCSMER!ACCAE 

2 

8EUM BENICULATUM 

ROSACEAE 

3C 

6CUM PCCKII 

R064CEAE 

2 

6EUM RAOUTUH 

ROSACEAE 

1 

I1LIA CAE5PIT06A 

POLCMONUCEAE 

2 

GIL IA FORMOSA 

polemonuceac 

3C 

GIlIA MCVICKERAE 

POLENONIACCAC 

3C 

GILIA MYENSIfi 

POLCMONUCEAE 

3C 

GtlU pentsteronoioes 

POLCMONUCEAE 


sc 

1 

2 
2 
2 
:s 

PC 

2 

1 

2 
SC 
2 

IE 

2 

8 

SC 

34 

34 

1 

1 

34 

if 

34 

34 

34 

I 

34 

34 

34 

34 

1 

31 

2 
I 
t 

l 

1 

2 
I 
I 
I 
X 

1 

2 

2 

2 

SC 

2 

38 

IT 

3C 

2 

2 

SC 


• ILIA RIPLEYl POLCMONUCEAE 

SILU TENUIFC044 BSP. AftEMAftlA POLENQNSACCAE 

BILI4 TENUIF104A SSP. HOFFMANNtt POL(NON I ACEAC 

StlHANU LUTE0L4 P0LY8GNACEAE 

6ITM0P8I8 B1FFUSA SSP. riUCAUUI canpanulaceae 

6ITH0PSIS LATIFOlU CANPANULACEAE 

BlAUCOCARPUM SUFFAUTESCENS iAASSICACCAC 

6L0E0CANTHAAELLUS PUAPUPASCENfi GONPHACEAC 

OLYCERU NUliaCNA P0ACC4E 

BNAPHALIUN OBTUSlfOUUN VAR. SAXICOLA ASTERACCAE 
6NAPHALIUR SANDNICCNSIUN VAR. FlABEllARE ASTERACEAC 
BNAPHALIUN SANDM2CENS1UN VAR. 

NOLOKAIENSC 
60ETIE4 CLEGANS 
63N0CALYI CONCOLOR 
GOSSVPIUN SANOVICENSE 
S3SSVPJUN T0HENTO8UN 
B0UANI4 BISHOPII 
BQuANIA CUCULL4TA 
S0UAN1A EAURIE1 
60UANIA SAGNE1 
60UAN2A HAPAIIENSIS 
BOUANIA HILLEBRANOII 
60 UAH IA IVOBATE! 

BOUANIA NANNI1 
60UANIA NEYEN1I 
BOUANIA OLIVER! 

BOUANIA PILATA 
BOUANIA RENYI 
BOUANIA SANONKHIANA 
SOUANIA TMINOPHllA 
BOUANIA VllirOUA 
OOULOIA SP. /$P. NOV. INEO. 

BOULOIA ST-JOHNJ! VAR. NUHROI 
30UL0IA TERNINALIS VAR. B08EQ13E5 
BOULOIA TEAPINALIB VAR. CONGESTA 
GOULOIA TERNINALIS VAR. CRASSICAUU8 
GOULD!A TERNINALIS VAR. 0E8CNCA! 

BOULOIA TERNINALIS VAR. LANAI 
GOULOIA TERNINALIS VAR. PARVIFDLlA 
SOULOIA TERNINALIS VAR. PSEuDOOICHOTCNA 
GOULOIA TERNINALIS VAR. PUBCSCENS 
BOULOIA TERNINALIS VAR. OUAORANSuLAAIS 
BOULOIA TCRNtNALIS VAR. R0TUND1FQUA 
BOULOIA TERNINALIS VAR. SUICCPOATA 
BRAFfENRIEOA OTTOSChuUll 

6RANNITIS NINGATA 

graptofctalun IARTRANI1 

SRAPIOPETALUN RUSBfl 
bratiola NETEROSEPAlA 
GREENElLA OISCOIOEA 
6R1NDEUA FRAIINC-PRATEnsib 
SRI NOEL IA NALL 11 
■RINDELIA NONELLII 
SRINOEUA NARITINA 
GAIH0EL1A OOLEPIS 


AfiTERACEAE 

SOLANACEAE 

ERICACEAE 

••• BEE ••• 
NALVACCAE 
RHANNACEAE 
RHAPNACEAC 
RHANNACEAE 
RHANNACEAE 
RHANN4CCAE 
RHANNACEAE 
RHANNACEAE 
RHANNACEAE 
RHANNACEAE 
RHANNACEAE 
RHANNACEAE 
RHANNACEAE 
RHANNACEAE 
RHANNACEAE 
RHANNACEAE 
RUIIACEAE 
RUB I ACEAC 
RuBIACEAC 
RUBIACEAC 
RUBIACCAE 
RUBIACEAC 
RUBIACEAC 
RUBIACEAC 
RUBIACEAE 
RUBIACEAC 
RUBIACEAE 
RUBIACEAC 
RUBIACEAE 
HCLASTONATACEAC 

POLYPOOlACCAE 

CRASSULACEAE 

CRASSULACEAE 

SCROFHULAR!ACCAE 

ASTERACEAC 

ASTERACCAE 

ASTERACEAC 

ASTERACEAC 

ASTERACCAE 

ASTERACEAC 


GENTIAN, PINE BARREN 
BENT IAN, 

GENTIAN, 
gentian. NOSS 
BENT IAN. UlftEBAASS 
GENT UNA AUTUMNAL!* 


GERANIUM. H4NAUAN, REO-FlONEREO 
BERANIUN, NATIVE, 

6CRANIUN, NATIVt, 

MINA NINA, LARGE-LEAVED 
BERANIUN. NATIVE 
BERANIUN, 

ASALINIS ACUTA 
A6AUN1B STENOPHVLLA 

A VC NS. BENT 
AvENB, MOUNTAIN 
AVENG. SPREA01NS 
GilIA, RABBIT VALLEY 
6ILIA, BEAUTIFUL 


6ILIA, BLINOER-FlOMEREO. HOFFNAN 
SOLSEN CARPET 
•LUECUP. MISSION CANTON 
BLUECUP, LAKE ALAHAN0R 

MUSHROOM, INDIAN CREEK 
MANNA BRASS. SMCFT MOUNTAINS 
CATFOOT, ROCK, 

ENA ENA, MMIP 
ENA ENA 

MATA SUET 

605SYPIJM TOMCNTOSUM 
COTTON. HAMA!IAN 


4HT. KAHILI. KAUAI CO.I 


CARASCY. PCTITCB GRACES 

HE08E-MVSS0P. I0S5S LA» £ 
SUM-PLAN!. ash neaoons 


SUMPlANT. SAN FRANCISCO 
SUNMEEO. PLAINS 


RANGE 

OC NJ NC BC Vi 

OR 

BA 

CA 

FI 

AK 

AR no 

HI 

HI 

UT 

HI 

Ml 

HI 

NV 


NC TN 

NN. CiMirf* 
NC TN 
UT 
NM 

UT 

NV 

CO 

CA NV 

CA 

CA 

CA 

CA 

CA 

UT 

NC 

NC TN 
Ml 
MI 
HI 

PR 


HI 

HI 

HI 

HI 

HI 

HI 

HI 

HI 

HI 

HI 

HI 

MI 

HI 

HI 

HI 

HI 

Ml 

HI 

HI 

Ml 

Ml 

Ml 

HI 

HI 

HI 

Ml 

HI 

HI 

HI 

PR 

M*| 

NC. 

AZ 

AZ 

CA 

AZ 

CA 

CA 

19 

CA 

TI 


DoaiNictn Avaublic, 
tl 

Cut* 
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STATUS 

SCIENTIFIC HAKE 

FAHILV 

CONNOR NAflF 


RANGE 

2 


8AINDEUA STRIC7A SSP. BwAKEI 

ASTERACCAE 



CA 

S 


GPOSSULAAIA CCHINEUA 

«• SEC ••• 

AIDES CCHINELLUK 



:c 


CUMkEFA KAAlCNSIS 

HALORAGACEAE 



HI 

K 


SUNNERA NAKAHAEhSIS 

HAIORASACCAC 



HI 

3C 


guticrre::a California 

ASTERACCAE 

NATCHMEEO. 6*V 


CA 

31 


fiUTURREZIA L1NOIOCS 

ASTERACCAE 



AZ 

3C 


GUTIERREZ IA SARQTKflAC VAR. PDHARIEN5I5 

ASTERACCAE 



UT 

3B 


SVNNOCARPIUN HETCR03P0RUR 

POLVPODIACCAE 



AK n NN NI 

2 


GVHNCPQ60* FtORICANUS 

PCACEAE 



fl 

S 


haienaria FcAVA 

••• SEE ••• 

PlATAMTHERA FLAVA 



s 


HABCNARIA CRECHE I 

••• SEE • •• 

PLATANTHCRA unalasccnsis SSP. 

NARITINA 


s 


HAIENARIA MQLOCHILA 

•M SEE • •• 

platanthera holOChila 



s 


HASENARlA INTESRA 

••• SEC ••• 

PLATANTHCRA INTEGRA 



s 


HABENAR1A LELCOPMAEA 

••• SEE 

PLATANTHERA leucgphaea 



s 


HAREnAA lA NARITINA 

••• SEE ••• 

platanthera UNALASCCNSIS SSP. 

NARITINA 


s 


HAIENARIA FCRAfOENA 

••• SEE ••• 

PLATANTHERA FERANOENA 



s 


HABENARIA UNALASCENSIS VAR. NARITINA 

• •• SEC m* 

platanthera unalasccnsis ssp. 

NARITINA 


2 


HACKELIA BRCVICUIA 

80RA6INACCAE 

STICKSEEO. POISON CANVON 


CA 

l 


HACKELIA CRONQUISTII 

borag:nacea£ 

STICKSEED. CRONOUIST'S 


OR 

3C 


HACKELIA OAVISIt 

BGRA6IMACCAE 

STICKSEED. OAVIS 


ID 

3C 


HACKELIA HISPIOA 

IORABINACCAE 



10 OR HA 

2 


HACKELIA 1IAPENSIS 

B0RA61NACEAE 

STICKSEED, 


UT 

1C 


HACKELIA OPHIOBIA 

•0AA6INACEAC 

STICKSEEO. 


NV OR 

s 


HACKELIA PATENS VAR. SC*!6lABRA 

SEC ••• 

HACKELIA CRONOUlSTtt 



3C 


HACKELIA 5HARSNITMII 

BORAGINACEAE 



CA NV 

2 


HACKELIA VENUSTA 

BORAGINACCAE 

STICKSEED, ShOrV 


HA 

3C 


HALIHOLOBOS PERPLEXA VAR. LEHHIENSIS 

BRASStCACEAE 



to 

2 


HALINOLOIOS PERPLEIA VAR. PERPlEIA 

BRASSICACEAE 



ID 

3C 


HALIHOLOBOS VIR6ATA 

BRASStCACEAE 

HALINOlOBUS. VIA6ATC 


CA 

3C 


HAPLOPAPPUS ABERRANS 

ASTERACCAE 



ID 

2 


HAPLOPAPPUS ALPINUS 

ASTERACCAE 



NV 

S 


HAPLOPAPPUS BRICKELLIOIDES 

mi SEE mi 

HAZARDIA BMCKCLLICICES 



s 


HAPLOPAPPUS CANUS 

••• SEE ••• 

HAZARDIA CANA 



s 


HAPLOPAPPUS CAftTHANC'OiS VAR. RAXtHuS 

••• SEE ••• 

HAPLOPAPPUS PAD1ATUS 



3C 


HAPLOPAPPUS CERVINUS 

ASTERACCAE 



AZ NV UT 

31 


HAPLOPAPPUS CONTRACTUS 

ASTERACCAE 

CQiOCVMfCCO. 


HV 

S 


HAPLOPAPPUS EASTH0001AC 

••• SEE 

CRICANERIA FASCICULATA 



3C 


HAPLOPAPPUS EUHIUS 

ASTEAACEAE 



CA NV 

2 


HAPLOPAPPUS FREHCHTII SSP. HONOCCPHALUS 

ASTERACCAE 

GOlOENREED, 


CO 

3C 


HAPLOFAPPUS HALL 11 

ASTERACCAE 



OR HA 

7 


HAPLOPAPPUS INSECTICRURIS 

ASTERACCAE 



2D 

S . 


HAPLOPAPPUS INTEoRIFCLIUS ESP. 

• •• SEE mi 

HAPLOPAPPUS INSECTICRURIS 





INSECTICRURIS 





7 


HAPLOPAPPUS LIATRIFORHIS 

ASTERACCAE 



19 HA 

3C 


HAPLOPAPPUS OPHITIOIS 

ASTERACCAE 

NOCRQNENA. serpentine 


CA 

2 


HAPLOPAPPUS PALHCAl SSP. PALHERI 

ASTERACCAE 



CA, fttntCO 

3C 


HAPLOPAPPUS RACENOSUS SSP. CONBESTuS 

ASTEAACEAE 



CA CP 

2 


HAPLOPAPPUS RAOIATUS 

ASTERACCAE 

•ClCCNMCEO. 


ID OR 

3C 


HAPLOPAPPUS SALICINUS 

ASTERACCAE 

SOlDENHEEO, 


AZ 

3C 


HAPLOPAPPUS SCOPULORUH 

ASTERACCAE 



AZ UT 

3C 


HAPLOPAPPUS SFINULOSUS SSP. LAEVIS 

ASTEAACEAE 



NN 

2 


HAPLOPAPPUS UNIFlORI'S SSP. 60S$VPINUS 

ASTERACCAE 

GOLDEN-ASTER. BEAR VALIEV 


CA 

3C 


HAPLOPAPPUS MATSONII 

ASTEAACEAE 



NV 

1 

• 

HAPL0STACHV5 BRVAN]l 

LAHIACCAE 



HI 

LC 


HAPlCSTACHyS HAPLOSTACHVA VAR. 

LAN!ACEAE 



MI 



ANWSTIP0L1A 





| 

• 

haplostachvs HAPlOSTACHVA VAR, 

LANIACEAE 



HI 



HAPLOSTACHVA 





1 

• 

HAPLOSTACHVS HAPLOSTACHVA VAR. 

LAHIACCAE 



HI 



LEPTOSTACHVA 





1 

• 

HAPLOSTACHVS LINEARIFOlI a 

laniaceae 



HI 

t 

• 

HAPLOSTACHVS HUNfiOl 

LAHIACCAE 



HI 

I 

• 

HAPLOSTACHVS TRUNCATA 

LANIACEAE 



HI 

IE 


HARPEROCALLIS FLAVA 

LILIACEAC 

HARPER'S 6EAUTV 


Fl 

S 


HARRIS!A PORTORICCNSIS 

••• SEE ••• 

CEREUS PORTORtCENSIS 



2 


haathaishtia florioana 

ASTEAACEAE 

HARTNRISHTIA 


Fl 6a 

1 


hastingsia bracteqsa 

LILIACEAC 



OR 

3C 


HAZARDIA BRICKELLIOIDES 

ASTERACCAE 



CA NV 

2 


HAZARDIA CANA 

ASTERACCAE 

HAZARDIA, ISLAND 


CA, Rv-ico (Baja 







CAlilOKflU Nflftf 1 

2 


HAZARDIA ORCUTTII 

ASTERACCAE 

HAZARDIA, QSCUTT S 


CA, Hi *|CO 

3f 


HECHT1A TEIENSIS 

BRONELIACEAC 



Tl 

LT 


MEOEOHA APICUtATUH 

LANIACEAE 

PCRNVROVAL, NCkITTRICK 


NN Tl 

3C 


HEDEOHh DENTATUH 

LANIACEAE 



AZ 

3C 


HEDEOHA 01FFUSUH 

LANIACEAE 

pennvroval. flagstaff 


AZ 

\ 


HEOEORA 6RAVE0LCNS 

laniaceae 

pennvroval. nock 


fl 

3C 


HC3C0HA NOLLE 

LANIACEAE 



Tl 

3C 


HEDEONA NANUH VAR. CAlIFORNICUH 

LANIACEAE 



AZ CA NV 

2 


HECEOHA PlLOSUH 

LANIACEAE 

PENNVROVAL. CLD BLUE 


Tl 

3C 


HECEOHA PulChERRIHUH 

LANIACEAE 



NN 

It 


KEOCOHA TODSENII 

LANIACEAE 

pennvroval. TCDSCN 5 


NN 

1 

• 

HEDVOTIS AVGUSTA VAR. AUGUSTA 

RUB!ACEAE 



HI 

1 


HEOVOTIS ANGUSTA VAR. UH9R0SA 

RUBIACEAE 

HEOVOTIS, nARRCh-lEAVEC 


HI 
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STATU* 


SCIENTIFIC NAME 


rAAlLV 


COMMON NAME 


RANGE 


JA 

I 

1 

2 

1 

2 

1 

2 
2 

1 

2 
2 

1 

2 
1 
I 
S 


HEOYOTI8 COO*lAHA 
HEDYQT1S C0R1ACCA 
MCOVQTU OEBCNERl 
HEDVOTIB ELATION VAR. ClATIOR 
MEDYOTTS ELATION VAR. HERIACEA 
HEDYOMS fLUVJATIL1S VAR. KAOAJEmSIS 
MCOfOTtS FOLlOSA 
HEDYOMS FORMOSA 

HC0V0T1S 6LA4ICIFOUA VAR, mCLLERI 

hc&yqtis littqrahs 

HEOYDMS KANMtl 

wCOfOTIS N1BR1CAHS VAR. PULVINATA 
HEQVOMS RARVULA 
HEDYOMS PURPUREA VAR. MONTANA 
HEDYOMS REHYl VAR. NUTTALLIt 
HCOvOTIS RERVI VAR. PlAMA 
HEOfOTIS SCMLECHTCNOAHLIANA VAR. 
NUTTALLII 

NEOTOTIS SCMLCCMTCftBAMllANA VAR 


MARA 


RUBIACEAC 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 
RUBIACEAE 

••• SEC ••• 

••• SEE ••• 


*10 UE 


01AHONDFLOWERS. 

RCOYOTIS RERVI VAR. NUTTALLII 
MCD*OTIB RENVI VAR. MARA 


1 

HEDYOTIfi fCHLCCHTENOAMLIANA VAA. 
RETICULATA 

RUBIACEAE 


1 

HE0Y0TI9 ST.-JCMNII 

RUBIACEAE 

MCDYOUS, HA PAlI BEACH 

1 • 

hedyomi tmtrsoioea 

RUBIACEAE 


IC 

HCOTSARUH BOREALE VAR. BREHIAiE 

FABACEAC 


2 

HC0Y6ARUH OCCIOENTALE VAR. CANONE 

FABACEAE 


SC 

HE I Hi A L0NBIPE6 

IYTmAACEAE 


sc 

HELEN2UH ARIZONICUH 

ASTERACEAC 


2 

HELEN!UH VIPBINICUH 

ASTERACEAE 


2 

HELIANTNELLA CASTAMEA 

ASTERACEAC 

ROCK-ROSE, BIAILO 

SC 

HELIANTHEHUH DUHCSUH 

CISTACEAE 

ROCK-ROSE, BUSHY 

2 

HELIANTHCHUH BRCCNft 

CI6TACCAI 

RUSH-ROBE, ISLAND 

2 

MELtANTKEHuil BUFFRliTCBCENB 

CISTACEAE 

rush-nose, ahacor 

2 

helianthub caandsus 

ASTERACEAC 


l 

HEW ANIMUS OEBILIS BSP. VESIlTuf 

ASTERACCAE 


SC 

HELIANTHUB DESCRMCOlA 

ASTERACEAE 


2 

hEUANThl-S EttSEPT 11 

ASTERACEAE 


SC 

HEL1ANTHUS culib 

ASTERACEAE 

SUNFLOhCA. SERPENTINE 

2 

helianthub blaucophyllub 

ASTERACEAE 


SB 

HELIANTHUB LACINIATuS SSP. CRCNATUB 

ASTERACCAE 


SB 

HELIANTHUB LUBEN8 

ASTERACEAC 

SOLOENEYE, FIELD 

2 

HELIANTHUB NIVCUt SSP. termrodeb 

ASTERACCAE 

SUHfLOHER, OESERT 

1 t 

HELIANTHUB NUTTALLII SSP. PARISH!! 

ASTERACEAE 

SUNFLOHER. LOS ANSCLCS 

1 

HELIANTHUB PARAOOIUS 

ASTERACCAE 

SUNFLOHER, 

2 

HELIANTHUB PRAECOl SSP. HIATUS 

ASTERACEAE 


SA 

MEL IANTHUS PAAETERHISSUS 

ASTERACEAE 


1 

MEL 1ANTHUS SCHMEtNITZIl 

ASTERACEAE 


2 

HELIANTHUB SMITH!I 

ASTERACEAE 


S 

HELIOHERIS SOUCEPS 

SEC ••• 

VIBU1 ERA SOLICEPS 

l 

hcliotropiuh burnicense 

BORASIHACCAE 

C0T0RR1LLA 

2 

MCL10TR0PIUN POLYPHYLLUN VAR. 

horizontale 

•0RA6INACCAE 


2 GLORIAS IULLATA 

1 HENIZONIA ARID* 

2 AEfllIONIA C0NJU6EN6 

2 HENIZONIA FLORIBUNSA 

3C HENIZONIA HALL I ANA 

hEHIZCNIA NlNtHORNII 

1 • HENIZONIA R0HAVENS1S 

HENIZONIA NULIICAULI5 58P. HUlTICAULIS 

2 HENIZONIA HULTICAULIS SSP. VCRNALIS 

HCRITIERA lONBIPC?IQ lATA 

3B NIRNIOIUH ALlPfS VAR. PKLIOjN 

1 HESPER0CNI3E BANONICEMSIS 

3C HESFCROLIRON AOCNOPMYLLUft 

nFSPEROLlNON IICANPElLATuyi 

2 HESPERCLINON BAEnCRI 

1 HCSPEftOLUON C0N3CSTUH 

HESFCRCLINON 01OVNOCAAPUM 
3C HCSfEROwlNON DRYHARIOIDES 

ME$P£ROHAN*IA ARBCRCSCENB 

1 HCS?EROHANN!A arbubcula 
HESPERONANNIA LYDBATEI 

5 HCTEROTHECA FLEIUOSA 

HETEROTHECA FLQRIOANA 
HETCR01HECA JONES!I 
HETEROTHECA RUTHI! 

HEUChCRA ANERICANA VAR. 

HEUCHERA AR*AN$ANA 

2 HEUCHERA BREVIBTAHINEA 

lc HEUCHERA OURANII 

HEUCHERA MISPIOA 
MCU>EM ha »Iha 

3 HEUCHERA HIS90URIENIIS 


HISPIOA 


LILIACCAI 

ASTERACCAE 

ASTERACCAE 

ASTERACEAC 

ASTERACCAE 

A5TCRACEAE 

ASTERACEAE 

ASTERACEAE 

ASTERACCAE 

STCRCULIACEAE 

NYCTA6INACEAE 

URT1CACCAE 

LINACEAE 

LINACEAC 

LINACEAE 

LINACEAC 

LINACEAE 

LINACEAC 

ASTERACCAE 

ASTERACEAE 

ASTERACEAC 

mi SEE ••• 
••• SEE 
ASTERACEAE 

mi SEE mi 
SAIIFRAQACEAC 
mi SEE in 
SAllfRASACEAC 
SAUFRA6ACEAE 
••• SEC ••• 
SAIIRRASACEAC 
3AMFRA3ACCAE 


ShAHP'PIM, 

tarneeo. aco roc* 

TAAtfEED, OTAY 
TARNEEO, TECATE 
TARnEEO. HALL‘B 
TARnEED. banta susana 
tarneeo, hajave 


UF A-mALOMANO 


DnAAF-FIAI, blandulaa 
onarf-flai. tno carpel 

DUARF-FVAl, BRENER S 
DNARF-fLAI. HARIN 
DHARF-FLAI. lake COUNTY 
DnARF.FLAI, dathania 
HEBPERQHANNIA, LANAI 
HEBPCR0HANH1A, HAUt 
MESPEROHANNIA, KAUAI 
PITYORSIS FLCBUCSA 
CHRySOPSIS FlORIOAMA 
SOlXN-ASTFR. JONES 
fI*TOPSIS RUTH!I 
ALUMROOT, 

mCUC«*£RA VlLtOSA VAR. ARtANSANA 
H£|>CHE«A, LA3UNA 
HEUCHERA, DURAN S 
HEUCHERA AHCRICANA VAR. HISPIOA 
AlUHAOOT, ISLAND 


Ml 
H 1 
MI 
H! 

HI 

HI 

HI 

HJ 

HI 

m 

HI 

FL 

Ml 

M 

HI 

Ml 


Ml 

Ml 

Ml 

UT 

UT 

TV 

AZ 

VA 

CA 

CT HA NY R1 

CA 

CA 

FL 

FL 

Ai nv or 

AL VY PC IV 

CA 

NC IN 


TV 

CA, RtilCO 

CA 

MN TV 

TK 

NH 

NC SC 

AL BA 


PR 

FL 

0£ BA NO NJ NY NC SC VA 

CA 

CA 

CA, ntitce 

CA 

CA 

CA 

CA 

CA 

§U. Rot*, S«tp«n 

CO UT 

Ml 

CA 

CA 

CA 

CA 

CA 

CA 

HI 

HI 

Ml 


UT 

VA MV 


CA 

CA MV 

CA 

HO 
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STATUS 

SCIENTIFIC NAME 

FAMILY 

common name 


RANSE 

2 

MCUCMERA VILLOSA VAN. ARKANSANA 

SAIIFRAOACEAE 


AR 


3C 

HEXAlECTRIS GRANOIFLORA 

ORCHIBACEAC 

HEXALECTRIS. 8REENMAN s 

TI, 

, Rad CO 

2 

HEIALECTRIS NIT 1OA 

ORCHIDACEAE 


TX 


2 

HEIALECTRIS RCVOLUTA 

CRCHIOACEAC 

• 

TK, 

, H«dCC 

2 

MCIASTTLIS CCNTAACTA 

ARISTOLOCHIACEAE 

• 

NY 

NC TN 

2 

HElASTYLIS LENISll 

ARISTOlOCHIACEAE 

HCARTLEAF, 

NC 

VA 

t 

HElASTYLIS NAN1FL0RA 

ARISTOLOCHIACEAE 

HEAATLEAF. ONARF-FlONERED 

NC 

SC 

JC 

HCIASTYLI5 5FECI0SA 

ARISTOLOCHIACEAE 

HCARTLEAF. HARPER'S 

At 


3A 

HI9ISCACELPKUS BDNIYCINUS 

MALVACEAE 


HI 


pc 

HillSCAOClPHUS DISTANS 

MALVACEAE 

HAU KUAHINI, KAUAI 

HI 


i 

ti HlBISCADELPMUS GIFFARDtANUS 

MALVACEAE 

HAU KUAHINI. KILAUEA 

HI 


i 

MIBISCAOELPMUS MUALALAIENSIS 

MALVACEAE 

HAU KUAHINI, HUALALA! 

Ht 


3A 

HlBISCADELPMUS MILDERANUS 

MALVACEAE 


HI 


1 

HII1SCUS IRACNCNAIOSEI 

MALVACEAE 

HIBISCUS. NATIVE YELLON 

HI 


2 

HIBISCUS CALlFORNICUS 

MALVACEAE 

HIBISCUS, CALIFORNIA 

CA 


l 

HIBISCUS CLAYI 

MALVACEAE 

HIBISCUS. CLAY S 

HI 


2 

HIBISCUS DASYCALYX 

MALVACEAE 

AOSE-MALLOM, NECHES RIVER 

TI 


1 

HIBISCUS IMMACULATUS 

MALVACEAE 

HIBISCUS. NHITE MCLOkAI 

MI 


JC 

HIBISCUS KAHILII 

MALVACEAE 

HIBISCUS. 

HI 


2 

HIBISCUS KOKIO VAR. KOKIO 

MALVACEAE 

PUAL0AL0, KOKIO ula ula 

HI 


2 

HIBISCUS KOKIO VAR. PlfKOONlS 

MALVACEAE 


MI 


1 

HIBISCUS NEHHOUSE! 

MALVACEAE 


Ht 


2 

HIBISCUS ROEATAE 

MALVACEAE 


HJ 


2 

HIBISCUS $AINT-JOHN!ANUS 

MALVACEAE 


HI 


3C 

HIBISCUS NAIHEAE 

MALVACEAE 


MI 


3C 

HIERACIUH L0NSI9ER6C 

ASTERACEAC 


OR 

MA 

P£ 

H0FFNANNSE06IA TCNCILA 

FABACEAE 

RUSH-PEA, SLENDER 

TI 


1 

HOLOGRAPH* MACRACEnIA 

ASTERACEAC 

TARHCCD, SANTA CRUZ 

CA 


2 

HORcCLIA HENOERSON1I 

RCSACEAE 


OR 


3C 

MORKCLlA TRUNCATA 

RCSACCAE 


CA 


2 

H0RKEL1A TULARENS1S 

ROSACCAE 


CA 


2 

HORKEllA NUOERAE 

ROSACEAE 

HORKCLIA. NILBER S 

CA 


31 

HOUSTGNIA CACRULEA VAR. FAlQNCRUM 

RUBIACCAF 

BLUET. ALPINE 

NM, 

, St. Pitrr• 1 


% 



Mi put Son 

S 

HOUSTON!! MONTANA 

• •• SEC ••• 

HEDYOnS PURPUREA VAR. MONTANA 



S 

HOUSTONIA NI6RICANS VAR. PUIVIKATA 

••• SEE ••• 

HCOYOTIS NIGRICANS VAR. PULVINATA 



s 

HOUSTONIA PULVINATA 

• •• SEC ••• 

HE0YCTIS NIGRICANS VAR. PULVINATA 



2 

HOnEliIA aquatius 

CAMPANULACEAC 


CA 

SO MT OR MA 

s 

HUDSONIA CR1C0ICES SSP. MONTANA 

••• SEE ••• 

HUDSON IA MONTANA 



IT 

HUDSONJA MONTANA 

CISTACCAE 

golden-heather, mountain 

NC 


3C 

HULSCA CAltFORNlCA 

ASTERACEAC 


CA 


S 

HULSEA 1NVQENSIS 

•«• SEE ••• 

HULSEA VEST1TA SSP. INY0ENS1S 



3C 

MULSEA VESTITA SSP. INV0ENSI8 

ASTERACEAC 

MULSEA. INYO 

CA 

NV 

JC 

HY0RA9T1S CANADENSIS 

RANUkCULACEAC 

60L0EMSCAL 

Al 

AR CT OE GA !L IN 





MD 

MI MM M5 MO N£ NY 





OH 

PA TN VT VA MV MI, 





CamaIa 

zc 

MYDRQPMYILUM CAPITATUM VAR. TH0NP5QNI1 

hydrophvllaceae 

NATERLCAF. ballhead, THOMPSONS 

OR 

MA 

2 

HYMCNOCAUIS CORONARIA 

LILIACEAE 

SPIOER-LILY, 

AL 

6A SC 

3C 

HYMEN0CALL18 LAT1F0UA 

LILIACEAE 


Ft, 

, BaHamaa. C*»*«n 





ltlAPdt, Cub*, 





MttpAOlOiA, JAAAICA 

3C 

HYMENOPAPPUS FILlFOLtUS VAR. IDAHOENSIS 

ASTERACEAC 


ID 


3C 

HYMENOPAPPUS F1L1F0LIUS VAR. TOMENTOSuS 

ASTERACEAC 

HYMENOPAPPUS. COIKEB 

UT 


2 

HYMENQPMYILUH TUNBRIGENSE 

MYMCNOPHYLLACEAE 


SC. 

, Cu'op* 

1 

HYMCN0TY3 ACAUU8 Vrffo. SLABS A 

ASTERACEAC 

DAISY. LAKESIDE 

IL 

OH, CamaGa »OM.I 

2 

HYMENOIVS OCPRESSA 

ASTERACEAC 


ur 


2 

HYMENOIYS HELENIOIOES 

ASTERACEAC 


AZ 

CO UT 

ZC 

HYRENOIYS 0UINQUCS3OAHATA 

ASTCRACEAE 


AZ 


ZC 

HYMENOIYS SUBINTESRA 

ASTERACEAC 


A l 


PC 

HYMENOIYS TEXANA 

ASTCRACEAE 

IITTCRNECO. TE1AS 

TI 


zc 

MYHCNOXVS TURNER! 

ASTERACEAC 


TI 


t 

HYPERICUM CUMULICOtA 

HYPERICACEAE 

ST. JOHN‘S-NORT, HIQHLANDS scrub 

fl 


i 

HYPERICUM COISONIANUM 

HYFERICACCAE 

ASCYRUM. EDISON S 

FL 


2 

HYPERICUM LISSOPHLOEUS 

HYPERICACEAE 


FL 


ZC 

HYPERICUM SPHAEROCARPUM VAR. TUR81DUH 

HYPERICACEAE 

ST.JOHN S-MORT. 

al 

KY 7N 

s 

HVPOPITYS CALlFORNICUS 

• •• SEE ••• 

PITYOPUS CALlFORNICUS 



zc 

HYPOKIS LONSII 

LILIACEAE 

STAR-GRASS. 

AR 

la OF TI VA 

2 

HYSTRII CALIFORNICA 

POACCAE 

GRASS. BOTTLEBRUSH, CALIFORNIA 

CA 


2 

ILEX AMELANCHIER 

AQUIFOLIACEAE 

MOLLY. 

At 

FL GA la NS NC SC 

2 

ILEX COUINA 

AQUIFOLIACEAE 

MOLLY, t0N«*STAL»£0 

NC 

VA MV 

1 

HEX COOK11 

AQuIFOl tACCAE 

te 

PR 


ZC 

ILEX OPACA VAR. ARENICOtA 

AQUIFOLIACEAE 


FL 


PC 

IL1AMNA CORE! 

MALVACEAE 


VA 


2 

1UAMNA remota 

MALVACEAE 

6lCB£-hail0m. *ah*ak£C 

IL 

IN VA 

s 

ILIAMNA REMOTA VAR. CORE! 

••• SEE ••• 

iliamna corei 



2 

ILLICIUM PARVIFLORUN 

ILLICIACCAE 


fl 


ZC 

IPOMOEA CAIRICA VAR. LINEARILOBA 

CONVOLVULACEAE 


HI 


ZC 

1P0M0CA CAROIOPHYUA 

convolvulaceac 


TI 


3S 

IPOMOEA E6RE6IA 

CONVOLVULACEAE 

MORNING-GLORY, 

AZ 

NM 

l 

IPOMOEA rRUOI! 

CONVOLVULACEAC 

MORNING-GLORY. KRUG'S HHITE 

PR 


2 • 

IPOMOEA LEMMON!1 

CONVOLVULACEAE 

NQRNlNG-SlGAY, LEMMON S 

AZ 


JC 

IPQMOPSIS SLOIULARIS 

POlEMONIACEAE 


CO 
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STATUS 


SCIENTIFIC NAHE 

fahily 

CONHGM NANI 

range 

2 


1PDH0PSIS PCLYANTHA 

POLENONIACEAE 


CO 

2 


1P0H0PSI8 POLYANTHA VAR. POLYANTHA 

POlENONIACEAE 


CO 

1 


IRIS LACUSTftlS 

IRIOACEAE 

IRIS, 

N! n|, CanaBa (Ont.) 

JC 


IRIS TENAX SSP. KlAfATMCNSIS 

1RI0ACEAE 

IRIS, 

CA 

31 


IRIS TENA1 VAR. GORHANtt 

IRIOACEAE 

IRIS. 

OR 

JC 


IRIS TENUIS 

IRIOACEAE 

IRIS, CLACKANAS 

OR 

t 


ISCHAEHUH BVR9NC 

POACEAE 


HI 

1 


ISOOENORION FQR0ES11 

VIOLACCAE 

AUPAKA, 

HI 

3A 


ISOOENORION MANA1IENSC 

VIOLACEAE 

naminc-nohq-kula 

HI 

JA 


ISOOENORION MlLLEBRAND!1 

VIOLACCAE 

AUPAKA. 

HI 

t 


IS0DEN2RION HOSAFAE 

VIOLACCAE 

AUPAKA, 

HI 

JA 


lSODEHJRIGN LAMA1ENSE 

VIOLACCAE 

AUPAKA. 

HI 

1 


ISOOENORION LAURIFOLtUN 

VIOLACEAE 

AUPAKA. 

HI 

1 


ISOOENORION L0N6IF0LIUH 

VIOLACEAE 

AUPAKA, 

HI 

1 

• 

ISOOENORION IV08ATEI 

VIOLACEAE 

AUPAKA, 

HI 

JC 


ISOOENORION NACULATUN 

VIOLACEAE 

AUPAKA. 

HI 

1 

• 

ISOOENORION NOLOKRIENSC 

VIOLACCAE 

AUPAKA, 

HI 

1 

• 

ISOOENORION PyRIFQl lUH 

VIOLACEAE 

AUPAKA, 

HI 

JA 


ISOOENORION RENYI 

VIOLACEAE 

AUPAKA, 

HI 

1 


ISOOENORION SUlSESSILlFOUUn 

VIOLACCAE 

AUPAKA, 

HI 

t 

• 

ISOOENORION NAIANAEENSE 

VIOLACCAE 

AUPAKA, 

HI 

JC 


ISOETES fiOLANOER! VAR. PY5HACA 

isoetaceae 


A2 CA 

2 


ISCETES EATONM 

ISOETACCAE 

30ULKCRT, EATON S 

CT HA NH NJ NY. CifiAJA 






(OaI,1 

JC 


ISOETES PLACCIOA 

ISOETACEAE 

. 

FL GA 

30 


ISOETES fOVEOCATA 

ISOETACEAE 

OUILLNORT, PITTED 

CT HA NH 

JC 


ISOETES LIThOPHYtlA 

ISOETACEAE 

OUILLNORT. ROCK 

TX 

2 


ISOETES LOUlSlANENSIS 

ISOETACEAE 

QUILLNORT, LOUISIANA 

BA LA 

2 


ISOETES NELANOSPORA 

ISOETACEAE 


GA SC 

JC 


ISOETES OACUTTII 

ISOETACEAE 


CA 

2 


ISOETES TC6ET1F0RPANS 

ISOETACEAE 


6A NC 

2 


ISOETES VIR61N1CA 

ISOETACEAE 

OUILLNORT. 

NC SC VA 

U 


ISOTR2A NEOEOLOIOES 

ORCHIOACEAE 

NH0RLE0 PGSONIA. SHALL 

CT IL NE NO NA HI HO NH 






MJ NY NC PA R! SC VT VA. 






CAAAdA lOnt.l 

JC 


IVESIA AR6YR0CQHA 

ROSACCAE 

IVESIA, SILVER-HAIRED 

CA 



IYESIA CALLIOA 

ROSACEAC 

IVESIA. TAhOUITZ 

CA 



IVCSIA CORYNSOSA 

••• SEE ••• 

IVESIA PANICULATA 




IVESIA CRYPTOCAUUS 

ROSACEAC 


NV 

IT 


IVES1A ERCNICA 

ROSACCAE 

IVESIA, ASH REASONS 

NV 



IVESIA N'JLTIFOLIOLATA 

• •• SEE im 

potentilla NULTIFOLIOLATA 




IVESIA PANICULATA 

ROSACCAE 

IVESIA, ASH CREEK 

CA 



IVESIA P1CKERIN6II 

ROSACEAC 

IVESIA, PICKERING 

CA 



IVESIA RHYPARA 

ROSACCAE 

IVESIA, SAW 

NV OR 



JACOjEHOHTIA CURT1SSI1 

CQNVOLVULACEAE 

JACOUEHONTIA, PINELANO 

PL 



JACOUENONTIA RCCUNATA 

CONVQIVULACEAC 


FL 



JAHCSIANTHUS alabahensis 

ASTCRACEAE 

JANESIANTHUS, ALARAHA 

AL 



JAOUINIA UHBELLATA 

theophrastaceac 


PR, HlAAAAlOlA 



JOINVlLLEA ASCENOENS SSP. ASCENDENS 

FLAGELLAR IACEAE 

ONE 

HI 



JuSLANS HINOSII 

juglAnoaceae 

MAiNUT, NORTHERN CALIFORNIA BLACK 

CA 



JUNCUS CAESARIENSIS 

JUNCACEAE 

RUSH, NCM JERSEY 

HO NJ VA 

JC 


JUNCUS SYHNOCARPuS 

JUNCACEAE 

RUSH, 

Al FL HS NC PA SC TN 



JVNCUS LEIOSPERNUS VAR. AHART]I /|N£0. 

JUNCACEAE 

RUSH. 

CA 



<1 UNCUS LEIOSPERNUS VAR. LEIOSPERNUS 

JUNCACEAE 

RUSH, SCO bluff 

CA 



SIRED. 




JA 


JUNCUS PERVETUS 

JUNCACEAE 

RUSH. BOG, BARNSTABLE 

HA 

Jl 


JUNCUS SLNOOKOORUN 

JUNCACEAE 


Ak 



JUNCUS TRIF10US SSP. CAROLINIANUS 

JUNCACEAE 


NC NY TN VA 



JUSTICIA IORINOUENSIS 

acantmaccae 


PR 



JUSTICIA COOLEYI 

acanthaccae 

NATER-NILLON. COOLEY S 

PL 



JUSTICIA CAA5SIF0LIA 

acanthaccac 

MATER-nIllOM. Thick-leaved 

PL 



JUSTICIA culebritac 

acanthaccae 


PR, Bfitlih V.I. 

31 


justicia hortuifluhinis 

ACANTHACCAE 

NATER-NILLON. 

VA 



JUSTlC1A RUNYONII 

acanthaccae 


TI, Htiico 

JC 


JUSTICIA NARNOCKll 

acanthaccae 


II 

JC 


JUST 1CSA MR16MTU 

acanthaccae 


TI 



kallstroehia perennans 

ZtGOPHYLLACEAE 


TI 



KALHIA CUNEATA 

ERICACEAE 

MHITC-NICKV 

NC SC 

JC 


NALNIOPSIS LEACWIANA 

ERICACEAE 


OR 



KOANOPhYLLON oroserolepis 

im SEE 

CUPA70RIUN OROSEROLEPIS 


IE 


KOKIA COOKE 1 

NALVACEAC 

KOK10. COOKE S 

HI 

LE 


KOKIA ORYNARIOIOCS 

halvaceae 

HAU-HELCULA tTPEE COTTON, HAWAIIANI 

Ml 



KOKIA KAUAIENSIS 

NALVACEAC 

KOKIO, KAUAI 

HI 

JA 


KOKIA LANCEOLATA 

NALVACEAC 

K0KI 0. 

HI 



kgstcletzkya snilacifolia 

NALVACEAC 


AL PL 

JA 


LABORDIA BAILLONII 

loganiaceae 


HI 



LABOROIA CYRTANORAE VAR. NAHIKUANA 

loganiaceae 


HI 



LABORDIA OECURRENS VAR. OECuRRENS 

LOGANIACEAE 


MI 



LABOROIA FA6RAC0I0EA VAR. FASRAEOIOEA 

L06ANIACCAE 

kahakahala 

HI 


• 

LABORDIA FA6RAE010EA VAR. L0N6ISEPALA 

LOGANIACEAE 


MI 



LABOROIA FASRAEOIOEA VAR. SAINT-JOHNIANA 

LOGANIACEAE 


HI 



LABOROIA FAGRAEOtOCA VAR. hAIAkACANA 

loganiaceae 


HI 



LABOROIA glabra 

loganiaceae 


HI 
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STATUS 


SCIENTIFIC HUH 

FAHILY 

COHHON NAHE 

range 



LASGRDIA *EGYCSHlFOllA VAR. KtlAuEANA 

tORAM ACEAE 


HI 



LAI0RD1A HEOYOSMFOLIA VAR. RASNlFQUA 

LOGANIACEAE 


HI 



lASCAOIA HEOYOSMFOLIA VAR. R08USTA 

LGSANIACCAC 


HI 



LA8GR0IA HCOYOSMFOUA VAR. AOCKII 

lOgAMACCAl 


HI 



LA8QADIA HCfitOSMFOUA VAR. SKOTTSBCAOll 

LQSANIACEAC 


Ml 



IAIORCIA HltTCUA VAR. IHBRICATA 

LC6ANIACCAE 


HI 



LABQRDIA MtRTCLlA VAR. LAEVIS 

LOGAN IACEAC 


HI 



IA9QR01A HlRTCtLA VAR. LACVJ5EFALA 

LOGAN!ACCAC 


HI 


• 

LABORDIA HltTCUA VAR. MCROCAIYI 

LOSANIACCAC 


HI 


• 

LABORCIA HIRTElLA VAR. RICAO’MVUA 

LOGAN!ACCAE 


Ml 


• 

CABGRDIA FAALAC VAR. IRACMtRGPA 

LOGAM ACCAE 

• 

MI 



LABCROU KAALAC VAR. F0SBER611 

L06ANtACCAE 

• 

Ml 


t 

LAiQRCtA lAALAE VAR. KAUAICMSIS 

LOGAN!ACEAE 


MI 



LASORDIA KAALAC VAR. RENDAI 

L06AN1ACCAE 


HI 



LABGRCIA LVBOATCl 

L03ANIACCAC 


HI 



LAICRDIA HCXBRANACCA 

LCGANIACEAC 

KAJIAMHAL* 

HI 


• 

LABORCIA HOlQLAlANA VAR. HOLOKAlANA 

lcsaniaccae 


Ml 



LABCRG1A HOlQMlANA VAR. ftUNAGl 

L0S4NIACEAE 


MI 



LABORCIA HOLOfAtAKA VAR. 6CT0SA 

LG8AN14CEAC 


MI 



LAIDRCIA NClSONl! 

LOGANIACEAE 


Ml 


• 

LABORCIA OLYHflANA 

LOGAM ACCAE 


Nt 


• 

L46GRD1A RAIL!OA 

LOGAN!ACEAE 


HI 


• 

LABORDIA REOtiRCULATA 

LOGANIACEAE 


MI 



LABORDU UNIFQlIA VAR. EUFhORBIQIOEA 

loganiaceae 


HI 


• 

LABORDIA TIRIFOLIA VAR. FGRBESS1 

lOGANIACCAE 


HI 


• 

LABCRDIA TIHIFOUA VAR. MONOLULENSIS 

loganiaceae 


HI 



LABORDIA TINIFOl!A VAR. LANAICNSli 

L06ANIACCAC 


MI 



LABORDIA TIRtfOUA VAR. MCROGYAA 

LOGANSACCAE 


MI 


• 

LABORCIA TlNlFQUA VAR. PARvtFQt IA 

loganiaceae 


HI 



LABGR02A TIRtfOUA VAR. T£*u!FOL!A 

LOGANIACEAE 


MI 



LABGROIA TRIfLCRA 

LOGANIACEAE 


HI 



LABQROtA NAtfftANA 

loganiaceae 


M! 

K 


LACMNOCAMtDN ICVRICMIANUN 

EM0C4UI ACEAE 


FL 6A NC SC 



LACHNOCAULGR DI6YN'JN 

CR10CAULACEAC 


AL FL LA HG 



LAPHAMA CCRR'JA 

••• SEE ••• 

PERITYLC CERNUA 




LARLACCA FORTORICEnSIS 

tNCACEAE 

NINO BE COTA <HARICAO VERDE* 

PR. Ml«M"loW 



LA5THENIA BURfEl 

ASTERACEAC 

GOLDFIELDS. BURKE'S 

CA 



lasthema conjugens 

ASTCRACCAI 

GOLDFIELDS. CONTRA COSTA 

CA 

m 

4 


LASTHEMA LCRTALEA 

ASTCRACEAC 

BACRIA. SAUNAS VALIEV 

CA 



LAE them A HACRANTHA ssr. rrisca 

AS7EBACCAE 


OR 

sc 


LASTHCRIA HIMJR SSR. HARITIHA 

ASTCRACEAC 

GOLDFIELDS, SEASIDE 

CA OR wa. C«m:i CI.C.I 



LATMYRUS BIFlORuS 

FABACEAE 


CA 

sc 


LATHYRU5 MlfCHCOCMRNU* 

FABACEAE 

MUD PEA. BULLFROG ROUNTAIN 

CA NV 



LATHYRUS HOLRChlORUS 

FABACEAE 


OR 



LATHYROS JEPSOMl SSR. JEPSOMl 

FABACEAE 

TWLC-PEA. DELTA 

CA 



lavatcra assnrsemjfloaa 

SEE ••• 

LAVATCRA ASSMRGENTIFLORA SSR. 






ASSURGCNTIFlORA 


sc 


LAVATCRA ASSWSBEfIFLORA BSR, 

HALVACEAE 

halva ROSA 

CA 



ASiURGENTIFlORA 






layia discqidea 

ASTUACCAE 

TlfiYTIPS, RAVLESS 

CA 



LAY14 JONES!I 

AS'CRACCAC 

LAYIA, J0NC5 

CA 



LAYIA LEUCORAFRA 

ASTCRACCAI 

LAYIA, COHANCHE 

CA 



LAYIA IIEGlEM 

ASTCRACEAC 


CA 



LEAvEHMGRTHIA ALABAMCA VAR. alabamca 

BRASS1CACEAE 


AL 

2 


LCAVCNnQRTMIA aiabrmca VAR. brachystyla 

BRASSICACCAC 

8LA0E CRESS. 

AL 

SC 


LCAvCrvORTHIA AUREA 

BAASSICACEAE 

GLACE CRESS, GOLDEN 

OK T1 



LCAVEAAORTHIA CRASSA VAR. CRASSA 

8RASSICACEAE 

GLADE CRESS, 

AL 



LCAVCMORTHU CRASSA VAR. £lO*&A7A 

BAASSICACEAE 

6LADC CRESS. 

AL 



LEAVEARORTHIA CHGjA VAR. EUSOA 

BAASSICACEAE 


AL GA TN 



LEAvENMGRTHIA EUGUA VAR. LAC 1MNTA 

BRASSICACCAC 

GLADE CRESS. 

XT 



ICAVCHKCRTHIA EIIGuA VAR. LUt£A 

BRA5SICACEAE 

SLADE CRESS. 

AL TN 

sc 


LCAVENMOATHJA 5TYL0SA 

BRAS6ICACCAC 


AL TN 

3C 


LEAVEHbDRTMIA TQRULOSA 

BRASSICACEAC 

GlADCCACSS. NECKLACE 

AL *Y TN 



LCChCA CtFNuA 

CISTACCAE 


FL 



ICCHEA D2VARICATA 

CI5TACCAC 


FL 



LCCHCA lAlElAE 

CISTACCAE 


FL 

SC 


LECHER HAPIT|RA VAR. VjAOlNlCA 

CISTACCAE 

PINMCEG. BEACH. VIRGINIAN 

VA 



LCCmEA nCKSAttS 

CISTACCAE 

PINMCCB, 

TI nil ICO 

: 


LESERtRE LtnaSA 

cahfanulACEAE 

lEGENCRC 

CA 



LEIBER81A QRCCtMOICES 

••• SEE ••• 

TAUSCHIA TCNUIGSIHA 


sc 


IttTMCAtA FLOP I CANA 

Li itncr:ACCAE 


AR FL GA MJ TI 



LENOfHYLLUH UlAAUR 

••• SEE ••• 

SCPun tciancn 


sc 


LCRANTHES COG IANA 

CRCh.PACEAC 


PR 



ICPANTHCS EITORQCNSIS 

ORCHIPACEAC 


PR 



LERANTHC'RSIS HElANANThA 

CRChIDACEAC 

OPCHIO. TINY 

FL, CuBt. Dominican 






Republic, Haiti. Jaaaic. 



LEPttHXMA CARDIOFayllA 

laniaccac 


CA 



lercchuia banderj 

lam ACCAE 


CA 


• 

ICMOIOH ARHSCULUH 

IRASSICAGEAf 


MI 



LERIDIUH BAPNEBYANUH 

BFA5SICACEAE 

FEPRCA CRESS. BRRNEBV 

ur 

sc 


LCRISIUH 6 IDEM ATUH VAR. O-NAIMIENSC 

BRA3SICACEAC 

ANAUNAU. 

HI 


t 

lEf IDIUH BiDCMATUH VAR. «£HyJ 

BRA5SICACEAE 

ANAtNAC. REHV S 

HI 



LEfiOt'JH DANISH 

BRASSICACEAE 

PEPPER CRESS. DAVIS 

ID OR 
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STATUS SCIENTIFIC MANE PANIC? COHHO* NAHC RANGE 


2 

LEPJDIUN FtAVUN VAR. FClIPENSE 

IRASStCACEAE 

PEPPER-BRASS, I3AAEG0 VALLEY 

CA 

2 

LEFIOIUN PICNTANJN VAR. NEESEAE 

IPASSICACEAE 


UT 

1 

LEPIDIUH NONTANUN VAR. STCLLAE 

IAASSICACEAE 


UT 

SC 

lEPlOIOH NANUH 

IPASSICACEAE 


MV 

2 

LEPIDIUN 0STLER1 

IAASSICACEAE 


UT 

1 

LERI01 UN SEARA 

IRASStCACEAE 

ANAUNAU 

Ml 

2 

LCPIDOSPARTUN IU&6ESSM 

ASTERACCAE 


NN T1 

S 

LERTOCCRCUS OUAOAICOSTATUS 

••• SEE ••• 

CEREUS QUADAICOSTATUS 


SC 

LEPTOOACTYLOM WAZCLAE 

POtCNONIACEAE 


OR 

2 

LEPTOOACTYLOM JAEGER! 

POLENONlACEAE 


CA 

s 

LCPTOGAARNA PllOSA VAR. AlA|AN£N$I8 

••• SEE • •• 

THELYPTERIS PILOSA VAA. ALAfiANENSIS 


1 

LtSPEDEZA LEPT08TACHVA 

FAIACCAE 

•USH-CLGVEA, PRAIRIE 

IL IA NN MI 

3C 

LESOUEREUA AUGUST If QL I A 

IAASSICACEAE 

BLADOCAPOD, THREAD-LEAVED 

OK TX 

33 

LESOUEAELLA APCT1CA VAR. SCANNAMAE 

IAASSICACEAE 


AK 

SC 

USQUERCILA AUREA 

IAASSICACEAE 

ILADOEAPOO, GOLDEN 

NN 

sc 

LESOUEAELLA CARINATA 

IAASSICACEAE 

IIAODERPOD. REELED 

10 NT NY 

2 

LESOUEREUA COKOENSATA 

IAASSICACEAE 


CO 

SC 

LESOUEAELLA DENSIPIlA 

IAASSICACEAE 

ILADDERFOD, SUCK RIVER 

Al TN 

1 

LESOUERELLA FILIF0AH15 

IAASSICACEAE 

ILADOEAPOO, 

NO 

SC 

LESOUEAELLA FREH3MT11 

IAASSICACEAE 

ILADOEAPOO, FAENONT S 

MV 

sc 

LESOUEAELLA 6AAAETT21 

IAASSICACEAE 

ILAOOERPOO, GARRETT 

UT 

2 

LESOUEAELLA 6L030SA 

IAASSICACEAE 

ILADOEAPOO, SHORT'S 

IN KY TN 

SI 

LESOUEAELLA 63QDINQH 

IAASSICACEAE 

ILADOEAPOO, 

AZ NN 

sc 

LESOUEAELLA HITCMC0DU1 

IAASSICACEAE 

ILADOEAPOO, 

MV 

2 

LESOUEAELLA KAIIAIENSIS 

IAASSICACEAE 


AZ 

1 

LESOUEAELLA KINSU S$P. IERKARDINA 

IAASSICACEAE 

ILADOEAPOO, 

CA 

SC 

LESOUEAELLA KINS!I SSP. OIVCASIFOLtA 

IAASSICACEAE 

ILADOEAPOO, 

OR 

SI 

LESOUEAELLA LATA 

IAASSICACEAE 

ILAOOERPOO, 

NN 

sc 

LESOUEAELLA LCSCURII 

IRAS91CACEAC 


AL TM 

2 

LESOUEAELLA LVRATA 

IAASSICACEAE 

ILADOEAPOO, LYIATC 

AL 

SC 

LESOUEAELLA RACAOCAAPA 

IAASSICACEAE 

aiAOOEPPOD, LAR8E-FAUITED 

MY 

sc 

LESOUEAELLA ItCVAUSH.ANA 

IAASSICACEAE 

ILAOOERPOO, 

Tt 

2 

LESOUERELLA PALLIDA 

IAASSICACEAE 


Tf 

2 

LESOUEAELLA PARVJPLORA 

IAASSICACEAE 


CO 

1 

LESOUERELLA PEAfORATA 

6AASSICACEAE 

ILAOOERPOO, SPAINS CREEK 

TN 

2 

LESOUERELLA PAUINOSA 

IRASStCACEAE 

ILADOEAPOO, 

CO 

SC 

LESOUEREUA RUIICUNOULA 

IAASSICACEAE 

ILAOOERPOO, IRVCE 

UT 

1 

LESOUERELLA STCNENStS 

IAASSICACEAE 

ILAOOERPOO, STONES RIVER 

TN 

2 

LESOUERELLA THAftNQPKlLA 

IAASSICACEAE 

ILAOOERPOO. 

Tl 

2 

LESOUERELLA TuN'JtOSA 

IAASSICACEAE 

ILADOEAPOO, 

UT 

SC 

LESOUERELLA VALlDA 

IAASSICACEAE 

IIASDERP90,STRONG 

NN Tl 

1 

LESS I NS IA 6CANAN0AUN VAA. SEATAN3 C LN 

ASTERACCAE 

LESSINGIA, SAN FRANCISCO 

CA 

2 

LESSIRSIA 6LAN0ULIFCAA VAA. T0NENT05A 

A9TERACEAE 

CESSIN8IA, MARKER SPRINGS 

CA 

SC 

LCVISIA CANTCLOmJI 

POATULACACEAE 

LEMISIA, CANTELSM S 

CA 

SC 

LEMISIA COLON!IANA VAA. NALLOkENSIS 

POATULACACEAE 


10 NT OR 

sc 

LEMISIA CONSOOMII 

PQRTULACACEAC 


CA 

2 

LEMISIA COTYLEDON SSP. /S$R. NOV. IKED. 

POATULACACEAE 

LEMISIA, FRIN6E0 

CA 

2 

LENISIA COTYLEDON VAR. HECKNER! 

POATULACACEAE 

LEMISIA. HECKNER S 

CA 

2 

LEMISIA COTUEDON VAA. HOMELLIt 

POATULACACEAE 

LEMISIA. KOMEU'S 

CA OR 

2 

LEMISIA COTYLEDON VAR. PUROYI 

PORTULACACEAE 


OR 

sc 

LEMISIA 0 ! SEPALA 

POATULACACEAE 

IITTCAROOT, fOSENlTC 

CA 

2 

LEMISIA NASUIACI 

PORTULACACEAE 


NV 

SC 

LEMISIA OPPOSITIFOLIA 

POATULACACEAE 


CA OR 

2 

LEMISIA PVSNACA SSP. LCNGIPETALA 

PORTULACACEAE 

LEMISIA, LONG-PETALEO 

CA 

2 

LEMISIA SEAAATA 

POATULACACEAE 

LEMISIA. SAM-TQDTMEO 

CA 

2 

LEMISIA STEIIIN5II 

PORTULACACEAE 

LEMISIA. STEBIIMS 

CA 

SC 

LEMISIA TMECDYl 

POATULACACEAE 


MA, C«n«a« IB.C.1 

SC 

LIATA19 CYNOSA 

ASTEAACEAC 


T* 

2 

LIATAIS KELLERI 

ASTERACCAE 


NC 

1 

LIA7A1S QHUN9CAAE 

ASTEAACEAC 

ILA2INSSTAR, 

FL 

2 

LIATRIS PROVINCIAL 18 

ASTERACEAE 

BLAHNSSTAR, GODFREY 9 

FL 

SC 

LIATAIS TENUIS 

ASTERACCAE 


TX 

SI 

Ll&USTICON PORTCAI VAR, IRCVllOBuN 

APIACEAE 


UT 

2 

LILACOPSIS CAROLINENSIS 

APIACEAE 


AL Ft GA LA HS NC 

2 

LlLAEQPSlS NASON 11 

APIACEAE 


CA 

2 

LILACOPSIS RECUAVA 

AFIACEAE 


AZ 

SC 

LILIUN IOLANDEAI 

LILIACEAE 


CA OR 

2 

LILIUN FAIRCHILD!1 

LILIACEAE 


CA 

2 

LILIUN ORA?I 

LIL t ACEAE 

LILY. GRAY $ 

NC TN VA 

2 

LILIUN IR1D0LLAE 

LILIACEAE 

lily, panhandle 

AL FL 

2 

LILIUN OCCIDENTALS 

LILIACEAE 

LILY. MESTERN 

CA OA 

2 

LILIUN PARRYt 

LILIACEAE 


AZ CA 

1 

LILIUN PITKlNCNSE 

LILIACEAE 

LILY, PITKIN HARSH 

CA 

SC 

LILIUN V0LLNER2 

LILIACEAE 

LILY, VOLLNEA 

CA 08 

SI 

LILIUN MASNINSTONIANJN VAA. NINUS 

LILIACEAE 


CA 

sc 

LILIUN MISSlNS11 

LILIACEAE 

LILY, MI3SINS 

CA OR 

2 

LINNANTHES BAYER! 

linnanthaceae 

PCAOOMrOAN. IAyEA s 

CA 

2 

LINNANTHE8 DOUGLAS!I VAR. SUiPkUACA 

linnanthaceae 

NEAOONFQAN, PT. KEYES 

CA 

2 

L1NNANTMES FL0CCQ3A SSP. IClUMGERANA 

linnanthaceae 

NEAOOMFOAN, BELLINGER S 

CA OR 

1 

LINNANTHES FLOCCOSA SSP. CALIFORNIA 

linnanthaceae 


CA 

2 

LINNANTHES FLOCCOSA SSP. SRANOIfLORA 

linnanthaceae 

NEADOMFOAN, MOOLY. larsc-flqmereo 

OA 

1 

LINNANTHES FLOCCOSA SSP. fUHllA 

linnanthaceae 

NEAOOMFOAN. MOOLY, OMARF 

OR 

2 

LINNANTHES 6HICILIB VAR, GRACILIS 

linnanthaceae 


CA 
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STATUS 

2 

2 

ZB 

3C 

2 

JC 

SC 

2 

2 

2 

2 

S 

pe 

2 

t 

2 

I 

1 

2 


CONOCNSATUS 


SCIENTIFIC MANE 

LtHNAiiTwCS GRACILIS VAA. PARISmII 
LIHNANTME8 VIMCULARS 

linohiun caroumianon vaa. angustatun 

LlHONlU* L1WSATUA 
LlNOSCLLA FU8IFLDRA 
LIAANTHJS AftCMlCOVA 

UAAHTH'JS BELLUS 
LIAANTMUS HAMKNESBIl SftP. 

UNAHTMUS KiLLlPII 
UMANTHbS AACULATUS 
LlNAMTHUS 0ACUTT11 
LINANTHUS OACUTTll SSP. PACIFICUft 
LlNDERA NELISSIFOlIA 

LlNOERA SUftCOAIACCA 
L1A0EAKIA SA1IC0LA 
LlNUN AAtMlCOtA 
LJNUN CARTERI VAA. CAATCCJ 
L iNu* CAATCAl VAA. SAALlI! 

LlNUN AACROCABAv'A 

MARFCAl 


FAMILY 

LIAftAMTHACCAE 
linnanthaccac 
Fl0*8*61MACEAE 
FCUASA61MACCAE 
scrorhularjaccae 
PClEHONIACCAE 

POlEHONIACEAC 

F0LCADA1ACEAE 

FGlCAOAlACEAE 

POLEHONIACEAC 

FflLCHQMlACEAC 

••• SEE ••• 

laup.accac 

lajraccaE 

SCROFHULARIACCAC 
LtNACCAC 
LlMACCAC 
LlNACCAC 
Li RACE At 
LlNACtAE 


COMMON NAME 

NEAOONFOAN, FAFSSh 5 
*EAft4«F0AM, SEBASTOPOL 
SEA-LAVfNOtr. 

MJftMOBT. 


DCSCBT SEACTV 

LINANTHUS, ftALONlN LAKE 
LINANTHUS, SAN BERNARDINO NT. 
UNANT MUS, GACUTT 

limantmus obcuttii 


fa4.sc unrcMkCL. 

FLAK, SAMO 

flak. 

flak, 

flai. 


little 


MUM 

CA 
CA 
F L 

A l Ml fl 
A1 

CA MV, Nf.ICO 104)4 

CiUlOTAiAt 

CA. Itomco 

CA 

CA 

CA 

CA 


2 


LINUN WEST t: 

LI RACEAC 

Flak, nest s 

fl 

3B 


lifochaeta alata VAA. alata 

ASTEAACEAE 

NEHE, 

Ml 

1 

• 

LIPOCHAETA 

NY AMI I 

ASTERACEAE 

HEHE. ftRYAN 8 

HI 

l 

• 

lifochaeta 

CESENERI 

ASTCAACEAE 

NE*E. SMALL-LEAVED 

Ml 

S 


lifochaeta 

DEITOIDE4 

••• S£E ••• 

LIFOCHAETA SUBCOROATA 

MI 

9A 


LIFOCHAETA 

OttftIA 

ASTERACEAE 


HI 

31 


lifochaeta ElISUA 

ASTERACEAE 

NEMC. LESSER 

MI 

1 

• 

LIFOCHAETA FAUFIEI 

ASTERACEAE 

ACME. FAURIC 

Ml 

3» 


LIFOCHAETA FLfiUOSA 

ASTERACEAE 

NEMC. FlUUOuS 

HI 

31 


LIFOCHAETA FOA6E5II VAA. FQRICSII 

ASTERACEAE 

HEHE, FQAftCS 

HI 

SC 


lifochaeta meteaofhylla VAA. 

ASTERACEAE 


Ml 



heteaofhylla 




SI 


lifochaeta HCTERQFHYLLA VAA. NACVACCA 

ASTERACEAE 


n: 

31 


LIFOCHAETA MCTEAOFHVLLA VAA. 

ASTERACEAE 


Ml 



NOLOKAIENSIS 




31 


LIFOCHAETA 

IMTE6RIF0LIA VAR. A**EN?€A 

ASTERACEAE 


Hi 

31 


lifochaeta 

IHTCSRIFOLIA VAR. GRACILIS 

ASTERACEAE 

•EMC. 

MI 

31 


LIFOCHAETA 

INTE6RlF0i.r* VAR. MAJOR 

ASTERACEAE 

NENC. 

HI 

31 


lifochaeta 

INTEORIFOLIA VAR. FE6ACEFHKA 

ASTERACEAE 

NEMC. 

HI 

31 


lifochaeta 

INTERMEDIA 

ASTERACEAE 


HI 

31 


lifochaeta 

NAHOOLAHEHSIS 

ASTERACEAE 

MEhE. 

MI 

1 


lifochaeta 

LAN0LEN8IS 

ASTERACEAE 


Ml 

3» 


lifochaeta 

LAVARUN VAR. CONfERTA 

ASTERACEAE 


Ml 

31 


lifochaeta 

LAVARUN VAR. MllLEftRANClAN* 

ASTERACEAE 


Ml 

3B 


lifochaeta 

LAVARUN VAR. LONRIfOUA 

ASTERACEAE 

HEHC. 

HI 

31 


LIFOCHAETA 

LAVARUN VAR. NAHELEANA 

ASTERACEAE 


MI 

3B 


LIFOCHAETA 

LAVARUN VAR. OVATA 

ASTERACEAE 


HI 

31 


LIFOCHAETA 

CAVARun VAR. SALICIFOlIA 

ASTERACEAE 

ME ME. 

HI 

3ft 


LIFOCHAETA 

LAVARUN VAR. SL0TTS8ER6II 

ASTERACEAE 

•Che. 

Ml 

3fi 


lifochaeta 

LAVARUN VAR. 5TCARN51I 

ASTCRACEAC 


Ml 

3ft 


lifochaeta 

LQftATA VAR. ALBESCENS 

ASTERACEAE 

ME h£ • 

Ml 

31 


LIFOCHAETA 

IGIATA VAR. AFREVALL1ANA 

ASTERACEAE 

•CMC, 

Ml 

31 


lifochaeta 

LOSATA VAR. 6R0SSEDEHTATA 

ASTERACEAE 


Ml 

3ft 


LIFOCHAETA 

LOftATA VAR. HA5TULATA 

ASTERACEAE 

MEMC. 

«•! 

2 


lifochaeta 

LOBATA VAR. HASTUlATOICCS 

ASTERACEAE 


Ml 

1 


LIFOCHAETA 

LOftATA VAR, LEFTOFHTLLA 

ASTERACEAE 

NEMC, 

Ml 

3C 


lifochaeta 

LCBA'A VAR. LOftATA 

ASTERACEAE 

MEHE. LOftCO, 

Ml 

38 


LIFOCHAETA 

LOEATA VAR. HA*£nEWS3B 

ASTERACEAE 


Ml 

3ft 


LIFOCHAETA 

lcsata VAR. NAUNAIOEMSIS 

ASTERACEftE 

•EMI. LOBEO. FAUNA LOA 

Ml 

1 


LIFOCHAETA 

NICRANTHA 

ASTERACEAE 


MI 

31 


lifochaeta 

NINUSCULA 

ASTERACEAE 


Ml 

1 

• 

LIFOCHAETA 

OVATA 

A5TERACCAE 


Ml 

t 

• 

lifochaeta 

FERDITA 

ASTERACEAE 

REME, 

Ml 

3ft 


lifochaeta 

FOFUlIFOlIA 

ASTERACEAE 

NEhE. 

Ml 

3ft 


LIFOCHAETA 

ROROFHILA 

ASTERACEAE 


Ml 

:i 


lifochaeta 

PEQPUSA VAR. PROfUSA 

ASTERACEAE 

NERE, NAMf-FLOHERED 

Ml 

3ft 


lifochaeta 

FtOFUSA VAR. ROBUST 10® 

ASTERACEAE 

HEHE, 

Ml 

3C 


lifochaeta 

RENT! 

ASTERACEAE 

MEhE. achy s 

Ml 

SC 


lifochaeta 

•ocr.il 

ASTERACEAE 

MEHE, ROCKS 

Hi 

31 


lifochaeta 

ROC*1I VAR. DISSECTA 

ASTERACEAE 

MEhE. 

Ml 

S» 


LIPOCHAETA 

ROOM VAR. SUBOVATA 

ASTERACEAE 

ME HE, 

Ml 

3ft 


lifochaeta 

SCABRA 

ASTERACCAC 


Ml 

31 


LIFOCHAETA 

SUICORDATA VAR. N£NBRA*ACCA 

ASTERACEAE 

NEHE. 

Ml 

S 


lifochaeta 

SOftCOROATA VAR. FOFULlFOLIA 

••• SEE ••• 

LIFOCHAETA PQPVUFCVtA 


31 


LIPOCHAETA 

SUCCULENTA VAA. ANSUSTATA 

ASTERACEAE 

MEHE, 

Ml 

3C 


lifochaeta 

SUCCULEHTA VAR. SUCCULCMTA 

ASTERACEAE 

ACME. 

HI 

3ft 


LIFOCHAETA 

SUCCUlCWTA VAA. TRIFIOA 

ASTERACEAE 

ACME. 

Ml 

1 


LIFOCHAETA 

TENUIFOtlA 

ASTERACEAE 

HEME, SLEAKR-LiAVCft 

Ml 

2 


LIFOCHAETA 

TENUIS 

ASTERACEAE 


Ml 

31 


lifochaeta 

TRKOBATA 

ASTERACEAE 


HI 

IE 


lifochaeta 

VENQSA 

ASTERACEAE 

NEhE. 

Ml 


AL AR 
SC 

LA NS 

&A NC 

Ft 

FL 

fi 

AL 

AC FL 
&A 


Ft 6A LA Ng fiO K 

AC 
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STATUS 

SCIENTIFIC HARE 

PARILY 

CORRON KANE 

RANGE 

I 

UF0D4AETA NAIHCAENSIS 

ASTERACEAC 


HI 

1 

LISTERA AURICULATA 

ORCftlOACCAE 

ThaiBLADE, AURICLE* 

RE R! RN Nh NY VT M1, 
Canada 4LaB. , 8.1., 
NY Id. , OAt., Out,) 

1 

LtTMQPRfAGRA RAURUN 

SAIIfPAOACEAC 

NOGDLAND STAR, 6AM CLCRCNTC ISlANO 

CA 

S 

LlTwOSFCMUH DPURRONDU 

••• SEE ••• 

RCRTENBIA 0RURR3N0II 


SC 

LHSEA AESTIVALIS 

lauraceac 

PONDSPICC 

Ft GA NC SC TN VA 

2 

L08UIA APPEND l CUl AT A VAR. SATTIWGCRI 

carpanolaceae 


TN 

2 

LOBELIA 80VA INS I 

CARPANULACEAC 

LOBELIA, BOYKINS 

AL DC Ft OA NC H4 SC 

1 

LOIEHA DUNBAR IAE 

CANPANULACCAE 


Ml 

S 

LOBELIA 6ATTINSERI 

••• SEE ••• 

LOBELIA APPCN9ICULATA VAR, GAT TIRO EM 


t 

LOBELIA GAUOICHAUDII VAR. KOOlAuENSIS 

CARPANULACEAC 


HI 

1 

LOICLIA MILLEBRANOII VAR. RGNC5TACMVA 

CARPANULACEAC 


HI 

2 

LOBELIA HVPOLCUCA VAR. ROC*II 

CANPANULACCAE 


HI 

1 

LOICLIA NIIHAUCNSIS 

CARPANULACEAC 


Ht 

I 

LOBELIA OAHUENSIS 

CANPANULACCAE 


Ml 

SA 

LOBELIA REHVI 

CARPANULACEAC 


Ht 

1 

LOBELIA TOATUOSA 

CARPANULACEAC 


Ht 

3C 

locflirgia squarrosa ssp. artcrisiarun 

CARV0PHYLLACC4C 


CA 

2 

LCRATIUR ATTENUATOR 

APSACCAE 


NY 

t 

LORATtUR IFAOSHANIt 

APIACEAt 

DESERT-PARSLEY, bradshan 

OR 

2 

LORATIUR CONCINNuP 

API ACCAC 


CO 

1 

LORATIUR CONSDONII 

API ACCAC 

LORATIUR. COMMON'S 

CA 

SC 

LORATIUR CUSPIOATUR 

APIACEAE 


NA 

2 

LORATIUR ERVTMfiOCAAPUA 

APIACEAE 

OCSEAT-PARSELV, RED-FRUITED 

OR 

SC 

LORATIUR fOCNICULACEUR SSP. INVCEN5E 

APIRCCAE 

LORATIUR. INYO 

CR ID 

1 

LORATIUR BRECNPANII 

APIACEAE 

DESERT-PARSLEY, SREENRAN'S 

OR 

sc 

LORATIUR HENDERSON!I 

APIACEAE 


OR HA 

sc 

LORATtUR MONELL11 

APIACEAE 

LORATIUR. MCNEIL S 

CA OR 

2 

LORATIUR LAEVI6ATUR 

APIACEAE 


OR NA 

2 

LORATtUN LATKOIUR 

APIACEAE 


c<r ut 

SC 

LORATtUR RJNIRUR 

APIACEAE 


UT 

SC 

LORATIUR MINUS 

APIACEAE 

DESERT-PARSLEY. DAY VALLEY 

OR 

2 

LORATIUR NElSONIANUR 

APIACEAE 


OR 

2 

LORATtUR 0RE6ANUR 

APIACEAE 


OR 

S 

LORATIUR OROSENIOIDES 

••• SEC ••• 

TAUSChIA TENU1SSIRA 


2 

loratiur PECKIAHUR 

APIACEAE 

LORATIUR. PECK S 

CA OR 

SC 

LORATIUR QUINTUPLE! 

APIACEAE 


NA 

SC 

LORATIUR RAVCMI 

APIACEAE 

DESERT-PARSLEY. LA5SCN 

CA 10 NV OR UT 

sc 

LORATIUR RI6IDUR 

APIACEAE 

LORATIUR. BIS PINE 

CA 

2 

LORATtUR ROLLINSII 

APIACEAE 


ID OR NA 

sc 

LORATIUR SERPENTINUR 

APIACEAE 


tO OA NA 

2 

LORATIUR STEBBINSIt 

APIACEAE 


CA 

2 

LORATIUR SUKSOORFI! 

APIACEAE 

DESERT-PARSLET, SUKSBOftf 8 

OR NA 

SC 

LORATIUR THORPSONII 

APIACEAE 


NA 

2 

LORATIUR TUBEROSUR 

APIACEAE 

DESERT-PARSLEY. HOOVER S 

NA 

2 

LOTUS ARSOPHVLIUS SSP. A&SuAGEnS 

PAIACCAC 

HOSACKXA. SILVER. SAN CLEMENTE IS. 

CA 

2 

LOTUS AASOPhVLLUS SSP. NIvEUS 

PABACCAf 

ROSACKtA. SILVER. SANTA CR iil ISlANO 

CA. Rvi&CO 

LC 

LOTUS 0EHDP01BEUS S5®. TRAS»'IA£ 

FABACCAE 

BSCOR. SAN CLCRENTE ISLAND 

CA 

SC 

LOTUS NUTTALLIANUS 

FABACCAE 

HOSACFIA, PROSTRATE 


5 

LOTUS SCOPAPIUS SSP. TftAS«2A£ 

mi SEE hi 

LOTUS DENSROIOEUS SSP. TRASKIAE 


t 

LUtNA SERPENTINA 

ASTERACEAC 


OR 

S 

LUPINUS ABORTIVUS 

••• SEE ••• 

LUPINUS COSICFT11 SSP. A60RTIVUS 


2 

LUPINUS ANTONINUS 

FABACCAE 


CA 

2 

LUPINUS ARIOREUS VAA. CURtUS 

FABACCAE 

TREE LUPINE. SAN RATEO 

CA 

I 

LUPINUS AAIOORUR 

FABACCAE 


FL 

2 

LUPINUS ARIOUS SSP. ASHLANOCnSIG 

FABACCAE 


OR 

S 

LUPINUS AAIDUS VAR. ABORTIVUS 

••• SEE 

LUPINUS CUSICKI! SSP. ABORTIVUS 


2 

LUPINUS BI DOLE I 

FABACCAE 


OR 

SC 

LUPINUS CURVE: SSP. CAIRULCORONTANuS 

FABACCAE 


OR 

SC 

LUPINUS CCfiVlNUS 

FABACCAE 

LUPINE. SANTA LUCIA 

CA 

2 

LUPINUS CITRINUS 

FABACCAE 


CA 

s 

LUPINUS CITRINUS VAR. DEPLElUS 

••• SEE ••• 

LUPINUS oeflexus 


2 

LUPINUS CONSTANCE! 

FABACCAE 

LUPINE. LASSICS 

CA 

2 

LUPINUS CRASSUS 

FABACCAE 


CO 

2 

LUPINUS CULBERTSONIl SSP. CUlIEPTSOM! 

FABACCAE 


CA 

2 

LUPINUS CUSJC*(I 

FABACCAE 


OR 

SC 

LUMNUS CUTLER! 

FABACCAE 


A2 

2 

LUPINUS CALESIAE 

FABACCAE 


CA 

S 

LUPINUS DEOECVEAAE 

mi SEE ••• 

LUPINUS PADRE-CROMLCVI 


2 

LUPINUS CCFLCIUS 

FABACCAE 

LUPINE. RAPIFCSA 

CA 

2 

LUPINUS DURANI! 

FABACCAE 


CA 

2 

LUPINUS CXCUBITUS VAR. REOIUS 

FABACCAE 


CA 

S 

LUPINUS EURtUS 

mi SEC mi 

LUPINUS AAIOREUS VAR. CllRIUS 


2 

LUPINUS 6UA0AIUPCNSI9 

FABACCAE 

LUPINE. GUADALUPE ISLANO 

CA. RtaiCA 

SC 

LUPINUS HQlRSRENIANUS 

FABACCAE 

LUPINE. MGLRSREN 

CA NV 

9 

LUPINUS MURiOlOMCNSIS NOV. INEC. 

• •• SEC mi 

LUPINUS CONSTANCE! 


SC 

LUPINUS INVOENSIS 

FABACCAE 


CA 

sc 

LUPINUS JONCSII 

FABACCAE 


UT 

2 

LUPINUS LUOOVICIANUS 

FABACCAE 

LUPINE. SAN LUIS 

CA 

2 

LUPINUS RA6NtHCUS VAR, RASMflCtit 

FABACCAE 

LUPINE. PANAR2NT MOUNTAINS 

CA 

SC 

LUPINUS RAlACOPHULUS 

FABACCAE 


NV 

9 

LUPINUS RARIARUS 

••• SEE ••• 

LUPINUS SEAVICEU9 SSP. RAP IANUS 
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STATUS 


SCIENTIFIC NAME 

FAMILY 

COMMON NAME 

RANGE 

2 


lupinus ailo-baheri 

FABACEAE 

LUPINE. MILO BAKER 

CA 

5C 


LUPINUS NONTISENUS VAR. HOnTISOWB 

PAIACCAE 


CA NV 

39 


l up liras hucronulatus 

FABACEAE 


OR 

2 


LUPINUS NIPOffENSIS 

PAIACCAE 

LUPINE, N1POMO MESA 

CA 

2 


LUPINUS PADAE-CRONLEYI 

FABACEAE 

LUPINE. DEDECpER S 

CA 

3C 


LUPINUS PEI ASON11 

PAIACCAE 


CA 

1C 


LUPINU5 SABIN!! 

FABACEAE 


OR NA 

JC 


LUPINUS SERICATUS 

FABACEAE 

LUPINE. COBB MOUNTAIN 

CA 

3C 


LUPINUS SEAVtCCUS S5P. NANIANUS 

FABACEAE 


UT 

2 


LUPINUS SPECTABIL1B 

FABACEAE 

LUPINE. SMASSY HAIR 

CA 

2 


LUPINUS TJOESTRQHII VAR. LAYNEAE 

FABACEAE 

LUPINE, POINT REYES 

CA 

t 


LUPINUS TIDESTRON!I VAR. TIOESTROHII 

FABACEAE 

LUPINE. TIOESTROM 

CA 

1C 


LUPINUS TRACY! 

FABACEAE 

LUPINE, TRACY S 

CA OR 

1C 


LUPINUS NEST IANUS 

FABACEAE 

LUPINE, SULFCOAST 

FL 

1C 


LU2ULA HANAIIENSII VAR. QAHUENSIS 

JUNCACEAE 


MI 

2 


LYCIUH 9ERSERI0I9CS 

solanaceae 


Tt 

1 

• 

LYCIUH HASSEt 

SOLANACEAE 

DESERT-THORN. SANTA CATALINA 

CA 

1C 


LYCIUN TEIANWI 

SOLANACEAE 


YI 

t 

• 

LYCIUH VERRUC09UN 

SOLANACEAE 

OESERT-TMORN, SAN NICOLAS 

CA, Mtilco 

2 


LYCOPODIUM HALEAKALAE 

LYCOPOCIACCAE 


HI 

1 


LYCOPODIUM MANN!I 

LYCOPODIACEAC 


Mt 

2 


LYCQfGDlUH NUTAN3 

LYCOPODIACEAE 


HI 

39 


LYCOPODIUM POPTORICENSE 

LVCOPOOIACCAE 

CLU9M0SS. 

PR 

2 


LYSODESMtA DOlORESCNSIS 

ASTERACEAC 


CO 

2 


LYSOOESMIA ENTAADA 

astcraceae 

ueletonplant. entrada 

CO UT 

1C 


LYSODESMTA 6AANDIFL0RA VAR. STR1CTA 

ASTERACEAC 


UT 

2 


LYONOTMAHNUS flqaiiundus ssp. 

ROSACEAE 

IRONNOOD, FERN-LEAVED 

CA 



ASPLCNIPOLIUS 




2 


LYONOTHAMNUS FLORIBUNDUS ssp. 

RC5ACEAE 

tRONtfOOD, CATALINA 

CA 



FtORIBUNDUS 




1C 


LY5IL0MA XICROPHYLLA VAR. THORNBER! 

PAIACCAE 


AZ 

1 


LVSIMACHIA ASPERULAEP0L1A 

PRIMULACEAE 


NC SC 

s 


LYSIMACMIA CILIATA 

••• SEC ••• 

6TC1R0NCMA LACVI8ATUM 


2 


LYSIMACMIA PILIPOLIA 

PRIMULACEAE 


Ml 

1 


LYSIMACMIA MILLE9RANDU VAR. 

PRIMULACEAE 

PUA-HE<ILI 

Mt 



MILLEBRANOII 




! 


LYSIMACMIA KAIALAUCNSIS 

PRIMULACEAE 


MI 

2 


LYSIMACMIA CVATA 

PRIMULACEAE 


HI 

2 


LYS1MACHIA SP. /SP. NOV. INED. 

PRIMULACEAE 

INAlHOt VALLEY. MAUI CO.» 

HI 

2 


LYTMRUM CURTISS!I 

IVTKRACCAC 


FL 6A 

2 


lytmrum plabellare 

LYTHRACEAE 


FL 

1C 


LYTMRUM OVALIPOLlOM 

LVTHRACEAE 


Tl 

2 


MACBRIOEA ALBA 

LAMIACEAE 

BIRDS-IN-A-NEST. NHITE 

FL 

39 


MACMACRANTMERA AMMQPMUA 

ASTERACEAC 


CA NV 

39 


MACHAERANTMERA arizonica 

ASTERACEAC 


AZ 

1C 


machaeranthcra aurea 

ASTCRACEAE 

MACHAERANTMERA, HOUSTON 

II 

1C 


MACHAERANTMERA CANESCENS VAR. ZIESLESi 

ASTERACEAC 


CA 

s 


MACHAERANTMERA COoNAT A 

• •• SEE ••• 

XYLORHlZA CQSNATA 


s 


MACHAERANTMERA SLABRIUSCuLA vAR. 

••• SEC t#t 

IVLORHIZA CONPERTIPOLIA 




CONPERTIPOLIA 



• 

1C 


MACHAERANTMERA SRlNDELlOIDES VAR. 

ASTERACEAC 


AZ NV UT 



OEPRESSA 




1C 


MACHAERANTMERA UN51I 

ASTERACEAC 


Uf 

2 


MACHAERANTMERA LABUNENSIS 

ASTERACEAC 

ASTER, LAGUNA MOUNTAINS 

CA 

3C 


MACHAERANTMERA LEUCANTmEMIPOL1A 

ASTCRACEAE 


CA NV 

1C 


MACHAERANTMERA M"CRQ*ATA 

ASTERACEAC 


AZ 

s 


MACHAERANTMERA ORCUTTII 

••• SEE ••• 

IYLORHIZA ORCUTTII 


2 


MADIA HALL It 

ASTERACEAC 


CA 

3C 


MADIA STEIIINSI! 

ASTCRACEAE 


CA 

1C 


magnolia ASHE! 

MASNOLIACEAE 

MAGNOLIA. A5HC S 

FL 

2 


MAHONIA NERVOSA VAR. MCNDOCJNENSIS 

BERBCRIDACEAE 

BARBERRY. MENDOCINO 

CA 

1 


MAMONIA REV INI I 

BERBER IDACEAE 

BARBERRY. HE»In'S 

CA 

2 


MAHONIA PINNATA SSP. INSVLARIS 

BERBCRIDACEAE 

BARBERRY, ISLAND 

CA 

IE 


MAMONIA SONNEI 

BERBCRIDACEAE 

BARBERRY, TR'JC» EE 

CA 

1 

t 

MALAC0THAMNU9 ABBOTT 11 

MALVACEAE 

IU6H-MALL0N. ABBOTT S 

CA 

LE 


MALACOTMAMNUS CLEMENTINU9 

MALVACEAE 

BUSH-MAUON. SAN CLEMENTE ISLAND 

CA 

2 


MALACOTHAMNUS PASCICULATUS VAR. 

MALVACEAE 

BJSH-MhLLQN , SANTA CRUl ISLAND 

CA 



NESIOTICUS 




1 

• 

MALACOTHAMNUS MENOOZINENSIS 

MALVACEAE 

BuSM-MALLOA, MENDOCINO 

CA 

2 


MALACOTmAMNuB PALMER! VAR. iNVOLUCRATUi 

MALVACEAE 

IUSH-MALLCN, CARMEL VALLEY 

CA 

2 


MALACOTHAMNUS PALMER! VAR. LUCIANOS 

MALVACEAE 

BUSH-MALLON. ARROYO 5EC0 

CA 

3C 


MALACOTHAMNUS PALMERI VAR. PALMER! 

MALVACEAE 

IUSH-MALLCN, PALMER 

CA 

2 


MALACOTHAMNUS PARISH!! 

MALVACEAE 

lUSH-MALLOV, PARISH S 

CA 

2 


HAiACQTNP.il SAIATIL1S VAR. ARACHNOIDEA 

ASTERACEAC 

malacothru, carmel valley 

CA 

t 


MALP1SHIA INFESTISSIMA 

HALPIBHJACEAC 

STIN3INGBU9H 

VI 

S 


MALPISHIA PALLEN5 

••• SEE ••• 

MALPISHIA INFESUSSIMA 


S 


MAMMiLLARIA LEE! 

im SEE ••• 

CORVPHANTHA SNECD1I VAR. lCEI 


s 


MAMMILLARIA NELLICAE 

hi SEE • •• 

CORYPHANThA minima 


sc 


MAMMILLARIA ORESTERA 

CACTACCAC 


AZ 

s 


MAMMILLARIA SNCEDI! 

• •• SEE ••• 

CORYPHANTHA SNEED 11 VAR. SNEEDJt 


PT 


MAMMILLARIA THORNBERI 

CACTACCAC 


AZ. Hfiico 

s 


MAMMILLARIA TOBUSCMt! 

••• SEE ••• 

ancistrocactus tcbuscmii 


3C 


ranihot davisue 

EUPHORIIACEAE 


A2 
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STATUS 


SCIENTIFIC NAHC 

fahily 

COHHQN NAHC 

RANGE 

1 


KANIHOT NALKCRAE 

CUPHORSIACEAC 


Tf, H«aicq 

S 


"ANISUftiS TUKPCUlOSA 

see 

COELORACHIS TU9ERCUL0SA 


2 


HANGARANTHUS LCHHONII 

S0LAM6CEAC 


AZ 

2 


H6MNA CRCUTTI1 VAN. OftCUTTM 

FASACEAE 


CA 

1 


HAR1SCUS URIAH!t 

CYPERACCAE 


PR 

1 


RARLIEREA SlNTENISlf 

HYRTACCAC 

HURTA 

PR 

ft 


HARSDENlA ELLIPTIC! 

asclepiadaceae 


PR 

2 


harshalua granoiflora 

ASTERACEAE 

BARBARA S SUMONS. IARSE-FLONCREO 

KV HO NC PA TN UV 

2 


HARSHALUA HOmMI 

ASTCRACEAE 

|ARSARA’S SUTTONS. 

al ga 

SC 


harshallia rahosa 

ASTERACEAE 


FL SA 

ft 


HAA9ILEA VILLOSA 

HARSILEACEAC 


HI 

2 


hatclea alasahensis 

ASCLEPIAOACEAE 

AN6LEP00. 

AL Ft GA 

SC 


HATELEA 9REVIC0R0NATA 

ASCLEPSADACEAE 


II 

SC 


HATELEA EOMARCSENSIS 

ASCLEPIAOACEAE 

HILKVINE, PLATEAU 

TI 

2 


HATELCA FlQRIOANA 

asclcfiadaceae 


fl 

SC 


HATELEA PARVlfLORA 

ASCLCPIADACCAC 


TI 

2 


HATELEA RAD!ATA 

ASCLEPIAOACEAE 

ANGlEPOO (HlUVlNEl. falpurrias 

TI 

2 


HATELCA TCXENS!S 

ASCLEPIAOACEAE 


TI 

2 


HAUfAHDYA PCTROPHILA 

scrophulaaiaceac 

ROCK LAOV 

CA 

2 


HAVTCHUS CYHOSA 

celastraceae 


PR VI, Sriti«H v.I 

2 


HAYTENUS ELONGATA 

CELASTRACEAC 

CUERO DC SAPO 

PR 

ft 


HAYTENUS PCNCEAHA 

celastraceae 

CUERO OE SAf0 

PR 

2 


HCLANThERA PARVIFOLIA 

ASTERACEAE 


Ft 

2 


HENTZCLIA AR8ILL0SA 

LOASACEAE 

Slazinb star, clay 

CO UT 

2 


HCMTZCLIA 0EA3A 

LOASACEAC 


CO 

3C 


HEftTZCUA HlRSUTISSIHA VAR. STCNOPm»LLA 

LOASACEAE 

STICiaEAf, HAIRY 

CA 

LT 


HCHTZCLIA LCUCQPHVLLA 

LOASACEAC 

•LAZING STAR, ASH rCAOOtfi 

NV 

2 


HCMTZCLIA HOLLIS 

LOASACEAE 

BT IC* LEAF , SHQCTH 

10 NV OR 

SA 


HCHTZCLtA Ml TENS VAR. LCPTOCAUUS 

LOASACEAE 

STICYLEAF. 

AZ 

2 


HCHTZCLIA PACKARD IAE 

LOASACEAE 

STIC1LCAF, PAC*ARDS 

OR 

2 


HERTCMSIA 0AUHH3ADII 

B0RA6INACEAE 

BLUEBELL. oruhhcko 

AJC, IN.N.T. 






Yukon) 

S 


HCR-EHStA LAHCEOlATA VAR. DPUHHQNOII 

••• SEC ••• 

HERTENSIA ORUHHGNOII 


3C 


HERTCNSIA TOYABCNSIS 

iorasinaccae 

HUE SELLS, 

NV 

3C 


HERTEMStA VIA 101S VAR. CAKA 

I0RA5INACEAE 

ILUESCLLS. CANESCENT 

CO UT 

SC 


HEATCHSIA VIRIDIS VAR. OILATATA 

&0RAG1NACCAC 

SLUESELLS. SHCOTM-lEAF 

CO UT NV 

2 


HESAOCRUS PORTORICENSIS 

ORCHtDACEAE 


PR 

ft 


HCTROSIDEROS COLLINA VAR. REmELLII 

HVRTACEAC 


HI 

PC 


HCZOMEUROH KAVA1CNSE 

FASACEAE 

UHlUMt 

Ml 

s 


HICONIA OTTOSCHULZIt 

SEE ••• 

SRAfFlMRtCOA OTTOSCHULZIt 


1 

• 

HtCRAHTHEHUH HICRANTHEHQIOES 

SCROPHULARIACEAE 

nicRANTHCirun. nut tall s 

OE DC HO NS Nr »* 

2 


HICRGSIRIS OECIPIEHS 

ASTERACEAE 

HICROSERtS, 5ANTA CRUZ 

CA 

xc 


HICRGSER!S IETlINGII 

ASTERACEAE 


OR 

2 


RICRCSERIS M0NELLII 

ASTERACEAE 


OR 

S 


HICROSCRIS LACINtATA SSP. OETlInGI l 

• •• SEE • •• 

HICROSCRIS OCTLINGIt /SP. NCv. InEC. 


s 


HtCROSCRIS L ACINI ATA SSP. SISUVOUCMSIS 

••• SEE ••• 

HICPOSEA.IS NUTANS SSP. SISFIfOuENSIS 






/INEO. 


SC 


HICRC9ERI6 NUTANS SSP. SISMvOuCnSIS 

ASTERACEAE 


CA OR 



PINED. 




ft 


hikania STEVENSIANA 

ASTERACEAE 

6UAC0 

PR 

9 


HI HULLS AAIDUS 

SEE ••• 

OIPLACUS ARIOUS 


1 

• 

HIHULUS IRANDEGEI 

SCROPHULARIACEAE 

flONKEVFLONER. SANTA CRUZ ISLAND 

CA 

2 


HIHULU8 EU6UU8 

SCROPHULARIACEAE 

HONKEYFlOHER, HEAN 

CA 

2 


HIHULUS GCHHIPARJS 

SCROPHULAPIACEAE 


CO 

2 


HIHUlUS GlAIAATUS VAR. HICHlGANtNStS 

SCROPHULAPIACEAE 

HONKCVfLONER. 

HI 

39 


HIHULUS BUTTATUS 5SP. AREMCOtA 

SCROPHULARIACEAE 

HON> EYFLONER. 

CA 

SC 


HIHULUS JUNGERHANNIOIOES 

SCROPHULAPIACEAE 


OR NA 

2 


HIHULUS PATULUS 

SCROPHULARIACEAE 

HONKtV FlOKER, STALK-LEAvEO 

ID 0* HA 

SC 


HIHUlUS PICTUS 

SCROPHULARIACEAE 

HONLEVFLOHER. CALICO 

CA 

2 


HIHULUS PUAPUREUS VAR. FuRRUftUS 

SCROPHULARIACEAE 

HONLEvFLOMER, purple 

CA 

2 


HIHuLUS PXGHAEUS 

SCROPHULARIACEAE 

hqnkcyfloner, PYGHV 

CA OR 

2 


HIHULUS R1M6ENS VAR. COLPOPHlLUS 

SCROPHULARIACEAE 

HONLCYFLOHER. SOUAAE-STEHHSO 

HE, Caa»4*. 

2 


HIHULUS RUPICQLA 

SCROPHULARIACEAE 

HONACVFLONtR, DEATH VALLEY 

CA 

2 


HIHULUS SP./SP. NOV. INEO. UCRNCC.I 

SCROPHULARIACEAE 


CA 

2 


HIHULUS SP./SP. NOV. INEO. CTUtARC CO.l 

SCROPHULARIACEAE 


CA 

ft 

• 

HIHULUS TRASKIAE 

SCROPHULARIACEAE 

HOM.EYFLONER. SANTA CATALINA 

CA 

SI 


HIHULUS MASKOENSIS 

SCROPHULARIACEAE 


NV 

ft 

• 

HIHULUS MHIPPLCI 

SCROPHULARIACEAE 

HOKKEYFlOnCA, nhipple s 

CA 

2 


hjnuartia dccuhsens 

capyqphyllaceae 

SANONORT, lassics 

CA 

2 


HINUARTIA OODfREVl 

CARYGPHVLLACEAC 


AL Aft FL NC SC 

SC 


HINUARTIA HARCESCENS 

caryophyliaccac 


VT, C«n«<U 

2 


HINUARTIA ROSEI 

CARYOPHYUACEAE 

SAN0N0RT, PEANUT 

CA 

SC 


HINUARTIA UA1FL0RA 

CARYOPHYLLACEAE 


AL GA NC SC 

LC 


HIRASILIS HACFARlANU 

NYCTAGINACCAE 

FOUR'S ClOCT• HACFARLANf'S 

10 OP 

SC 


HIRASILIS PUOICA 

NYCTASINACEAE 


NV 

2 


HIRAIILIS ROTUNOIFOLIA 

NYCTA6INACEAC 


CO 

2 


HITRACARPUS HAINELLIAE 

RUIIACEAC 


p« 

ft 


HITAACARFUS PGLYCLADUS 

RU9IACEAC 


PR 

SC 


HONAROA STIPITATOSLAHOULOSA 

lahiaceae 

HORSE-HINT, 

Af or 

SC 


HONAROELLA ANTONINA 

LAHIACEAE 


CA 

SC 


HONAROELLA BENITENSIS 

LAHIACEAE 

HONAROELLA. SAN SENIT0 

CA 

2 


HQNARCELLA CRI5PA 

LAHIACEAE 

HONAROELLA. CRISP 

CA 

2 


HONAROELLA OIASOLl /SP. NOV. INEO. 

lahiaceae 


CA 
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SMTUS 

SCIENTIFIC NAPE 

fapilv 

CGPPON NAPE 

RANGE 

2 

PONAROELLA OO'JSlASSI! VAR. v£*CSA 

lapiaceae 


CA 

2 

PONARDCiLA HfPQUUCA SSP. IAKATA 

LAPIACEAC 

PONAROELLA. FELT LEAF 

CA 

t t 

PONAROELLA LCUCOCEPHALA 

LAPIACEAE 

PONAROELLA. PERCCO 

CA 

2 

PONAROELLA LING!9ES SS*. 0IL0N6A 

LAPIACEAE 


CA 

2 

PONAROELLA LINOIDES SSP. VIPINCA 

LAPIACEAE 

PONAROELLA. MILLOUV 

CA 

1C 

PONAROELLA PACRANTHA SSP. HALL i I * 

LAPIACEAE 

PONAROELLA, NALL'S 

CA 

2 

PONAROELLA KAMA SSP. LEPT08IPHCN 

LAPIACEAE 

PONAROELLA. SAN FELIPE 

CA 

1C 

PONAROELLA PALPER1 

LAPIACEAE 


CA 

1 • 

PONAROELLA PAINGLCI 

LAPIACEAE 

PONAROELLA. PR1N6LE 

CA 

SC 

PONAROELLA PURPUREA 

LAPIACEAE 


CA OR 

2 

HCNAROELLA ROBISON!I 

LAPIACEAE 

PONAROELLA. ROtlSON 

CA 

2 

PONAADELLA SCCLERATA /SP. NOV. INED. 

LAPIACEAE 

PONAROELLA, STONE CORRAL CANtON 

CA 

2 

HONARDCLLA STEStlNSM SP. NOV. /INCO. 

lapiaceae 

PONAROELLA, STEBtINS * 

CA 

2 

PONAADELLA UNDULATA VAP. FRUTESCCNS 

LAPIACEAE 

PONAROELLA, CURLV-UAVft. SAN LUIS 0 

CA 

SC 

PONAROELLA VIR101S 5SP. SAIICOlA 

LAPIACEAE 


CA 

2 

PONOTROPA.BRITTONS I 

ERICACEAE 


Ft 

S 

PONOTROPA CALtFOAUICUS 

••• SEE *•• 

PITfOPuS californicus 


2 

NOROTROPSIS RE » HOLDS IAE 

ERICACEAE 

PINESAP, SHEET 

FL 

2 

PONT IA lOSTOCrll 

PORTULACACEAE 


AH. Canada (Yukon) 

SC 

PORINOA SAN0NICENS16 

RUB1ACEAE 


HI 

1 

PORINOA TRIPERA 

RUtUCEAC 

MWJHCUAHINJ 

HI 

St 

PUHLCNIEAGIA CURTISETOSA 

POACEAE 

PUHLT, 

1L PO ON PA 

St 

PU«LENIER0IA pilosa 

POACEAE 


TI 

s 

PUHlENSERGIA SChREBERI VAR. CURT2SET0SA 

hi $££ ••• 

PUHLENIER81A CURT1SET0SA 


1 

PUHLENBER61A TORREVANA 

POACEAE 

PUHLV, TORRCV S 

OE 6A PD N2 NT TN 

St 

PUMLEMSERGIA VlLLQSA 

POACEAE 

PUHLV, VILLOUS 

NP T 1 

2 

PUILLA CLEVELAND!t 

LILIACEAE 

SOLOENSTAR. SAN 0IES0 

CA, Panto Haja 
California) 

St 

PUZLLA CQRONATA 

LILIACEAE 


CA 

1 

PUNROIDENDRON RACCHCSUP 

ARAL 1 ACCAC 


HI 

2 

PUNZOTMAPNUS BLAIRS I 

ASTERACEAE 


CA 

2 

PUSINEON LINEARE 

APIACEAE 


UT 

2 

PVOPORUP SANDMlCENSE V«R. S7ELLATUP 

PVOPORACEAE 

NAIO 

HI 

2 

PVOSURUt PINIPUB SSP. APU5 

RANUNCULACEAE 


CA OR 

1 

PYACIA PAGANI ! 

PVRTACEAC 

AUSU 

PR 

2 

PYRCIANTHES FRAGRANS VAR. SIPPSONII 

PVRTACCAE 


FL 

SC 

PVRICA HARYbEOM 

PVRICACEAE 

S-EET-BAV. SIERRA 

CA 

2 

PVRIOPHYLLUP LAX CP 

MAlORASACEAE 


al fl GA NC SC 

t 

PVR5INE FERNSEE! 

PVRSINACEAE 

KOLCA 

HI 

1 

PVRSINE LANAIENSIS VAR. 0AHUENSI9 

PVR3INACEAE 


HI 

1 

PVRSINE LINEARIFOUA VAR. LlNEARIFOLIA 

PVRSINACEAE 


HI 

1 

PVRSINE PEI11 

PVRSINACEAE 


HI 

2 

PVRSINE PET10LATA 

PVRSINACEAE 


HI 

1 

PVRSINE ST-J0HN1I 

PVRSINACEAE 


HI 

2 • 

NAJAB CAESP1T0SA 

NAJAOACEAE 

NAIAD. FISH LAfcE 

UT 

5 

NAJA3 r LElILIS SSP. CAESPITOSA 

ih SEE im 

NAJAS CAESPITOSA 


SC 

NAHA RCTRORSUP 

NVDROPHVLLACEAE 


AI UT 

SC 

NAPA IVLOPODUP 

HVOROPHVLLACCAC 


NP II 

2 

NAPAEA OIOICA 

NALVACEAC 


IL IN OH PN MI 

2 

NARTMECIUP APER1CANUP 

LILIACEAE 


DE NJ NV NC SC 

S 

NAPTHECIUP OSSIFRASUP VAR. APERICANUP 

SEE mi 

NARTMECIUP ANERICANUP 


2 

NASTURTIUP 6APBCLII 

tRASSICACEAE 

NATCACRCSS. GAPtEL'S 

CA 

9 

NAVAJOA PEEtLESIANoS 

SEE ••• 

PEOIOCACTUS PEEILESIANUS VAR. 
PEESLESIANUS 


2 

NAVARRET(A FOSSAlIS 

POLEPONIACEAE 

NAVARRETIA. NO-NAPE0 

CA, P««lco <ta»a 

C#I L Por HU) 

2 

NAVARRET IA PAUCIFlGRA 

poleponiaCeae 

NAVARRETIA. F£*-FL0«E*E3 

CA 

2 

NAVARRCTIA PLICANTHA 

POLEPONIACEAE 

navaraetia, hanv-floaercd 

CA 

SC 

NAVAARETIA PRjLI f ERA SSP. LUTEA 

POLEPONIACEAE 

NAVARRETIA. VEllOM-lUR 

CA 

2 

NAVARRET IA SETIlQSA 

POLEPONIACEAE 

NAVARRETIA. COViLlE S 

CA 

2 

NEPACLADUS TNlSSELPAHNlI 

CAPPANULACEAE 

NEPACLA0U3. TNI3SELPANN S 

CA 

2 

NCPASWLtS FLORIOANA 

IR10ACEAE 

IIIA. fail-flonerus 

FL 

$ 

NEPOPANTHVS COILINoS 

• •• SEE mi 

ILEX COLLINA 


1 

NCOLLOVOIA ERICTOCENTRA VAR. ACuNCNSIS 

CACTACEAE 


AI, HttkCO 

2 

NE0LL0VD1A ERECTOCE^TRA VAN. 

ERECTQCCNTRA 

CACTACEAE 


AZ 

2 

NCOLLOVOIA 6AUTU 

CACTACEAE 


?i 

LT 

NEOUOVOIA PARIP0SENSI3 

CACTACEAE 

CACTUS. PAR1P0SA. LL0*0 S 

TI. Ptiico (CoadukUi 

SC 

NCOLLOVOIA NARNQCrll 

CACTACEAE 


TI 

2 

NEC'PARRVA LITHOPHlLA 

APIACEAE 


CO 

2 

NEG5TAPFIA COLUSAN* 

POACEAE 

GRASS. COLUSA 

CA 

1 

ncomavraea PHVLLANTHOIOCS 

EUPHORtlACEAE 

PCHAPCKARE 

HI 

2 

NCPMROPCTALUN FRIN6LEI 

STERCULIACEAE 

KIDNCWITAl. PRINGLE S 

TI. Pence 

1 

NERAUOIA ANGULATA 

URTICACEAE 


MI 

SA 

NERAUDIA COQNtl 

URTICACEAE 


HI 

5A 

NERAUOIA (TAPOOLAMCNSIS 

URTICACEAE 


HI 

t 

NERAUDIA FAUAIENSIS 

URTICACEAE 


HI 

2 

NERAUOIA PCLASTOPIFQUA 

URTICACEAE 

PA OLOA 

HI 

1 

NERAUOIA OVATA 

URTICACEAE 

PA 04.0A, SIS ISLAND 

HI 

I 

NERAUOIA SERICEA 

URTICACEAE 


HI 

S 

NESACA LONGSPES 

• •• SEC ••• 

hEIPIA LONGIFCS 


2 

NCSTRONIA UPiCLLULA 

santalaccac 


AL 3A PS NC SC TN VA 

2 

NEvlUStA ALABAPENSIS 

R05ACEAE 


AL AR PS PO TN 
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STATUS 

SCIENTIFIC NAN£ 

FANllY 

CONNON NANE 

RANGE 

It 

NlTAOfNUA NOhAVENSIS 

CHCHQPQDIACEAE 

NITER-ORT. ANAROCSA 

CA 

2 

N3H.NA ARENICOLA 

LILIACCAC 


TK 

2 

NOLtNA ATOfOCARPA 

LlLIACEAE 

8CAR-GRAS8. 

FL 

2 

NGLlNA 8R1TTCN1AAA 

L1LIACEAE 

BEAR-BRASS. 

fl 

l 

hOUHR INTERAATA 

LIUACCAE 

8EAR-6RASS. OCHESR ISAM OIEGO) 

CA. Hf■ICO 

1 

NOTMOCESTRUN IREVIFIORUN 

SCLANACEAE 


HI 

l 

HOTHOCCSTRON IAWOUUN 

5QLANACEAE 

*AIEA, 

HI 

1 

NOTHCCCSmUN lONGJFOlllN VAR. 

RUFIPUOSUN 

SOLANACEAE 

AIEA, 

HI 

1 

NOTHOCESTRUR PElTATUN 

SCLANACEAE 

AHA, 

HI 

1 

NQTHOCESTAUN SUBCORDATUH 

SCLANACEAE 

AICA, 

HI 

2 

MOTHCLAEKA LENNON!! 

POlYPQDIACEAE 


AT, P«mco 

3C 

NGTHOlACNA SCHAffNCRl VAR. NEALLEY! 

POLYPOOIACEAE 


T1 

1 

NOTOTRICHIUN HUNllE 

ANARANTHACEAE 


HI 

31 

NOTOTRICHIUN SAhONICENSC VAR. CECIPIENS 

ANARANTHACEAE 


HI 

31 

NOTOTRICMIUN SAAOMtCEMSE VAR. 0U8IUN 

ANARANTHACEAE 


HI 

31 

NOTOTRICHIUN SAAOWICEnSC VAR. FORBES!1 

ANARANTHACEAE 


HI 

3S 

NOTOTRICHIUN SAN0NICEN5E VAR. HEllERI 

ANARANTHACEAE 


HI 

38 

NOTOTRICHIUN $6*0H2C£N$C VAR. 

KQlEfcQLEMSE 

ANARANTHACEAE 


HI 

31 

NOTOTRICHIUN SANONlCCNSE VAR. LANAIEKSE 

ANARANTHACEAE 


HI 

38 

NOTOTRICHIUN SANDNICEN9C VAR. 

lanccolatun 

ANARANTHACEAE 


HI 

38 

NOTOTRICHIUN SANDNlCENSE VAR. LATIFQlIUN ANARANTHACEAE 


HI 

38 

NQTOTRICHIOR 3ANDNICENSE VAR. lEPTOPODVN ANARANTHACEAE 


HI 

38 

NOTOTRICHIUN SANDNlCENSE VAR. 
LCNSESRICATUR 

ANARANTHACEAE 


HI 

38 

NOTOTRICHIUN «ANO*lCENSC VAR. 
HACROFHYUUH 

ANARANTHACEAE 


HI 

38 

NOTOTRICHlUn SANDNlCENSE VAR. RAulLNSE 

ANARANTHACEAE 


HI 

31 

NOTOTRICHIUN SANCNICENSC VAR. NIJhAuENSE 

ANARANTHACEAE 


HI 

31 

NOTOTRICHIUN SAN9NICCNSE VAR. 

OtOmEANUH 

ANARANTHACEAE 


HI 

38 

NOTOTRICHIUN SANlINICENSE VAR. 
PULCHflLOIOES 

ANARANTHACEAE 


HI • 

31 

NOTOTRICHIUN SANOnICEnSE VAR. PULCmCUUN ANARANThACEAE 


HI 

38 

NOTOTRICHIUN SANOMICCNSE VAR. 

9U8CCR0ATUN 

ANARANTHACEAE 


HI 

38 

NOTOTRICHIUN 5AN3NICEN8E VAR. 
SYRINSIFOLIUN 

ANARANTHACEAE 


HI 

38 

NOTOTRICHIUN VIRIOE 

ANARANTHACEAE 


HI 

2 

KUPHAA LUTEUN ESP* VLVACCUN 

nvnphaeaceae 


fl 

3C 

OCHROSIA CQHPTA 

APQCYNACEAE 


HI 

2 

GCHRGSIA MlAUEAENSIS 

APOCVNACEAE 

HOLE! 

HI 

2 

OENOTHERA ACUTISSINA 

ONASRACEAE 

EVENIN6-PRINRC5E. 

CO UT 

It 

OENOTHERA AVITA SSP. EURE*ENSIS 

0NA6RACEAE 

EvCNINfi-PRlNRCSE. EUREKA VALLEY 

CA 

S 

OENOTHERA CACSFITQSA VAR. PSANfOPHUA 

••• SEC ••• 

OENOTHERA PSANNOPHILA 


It 

OENOTHERA OELTOIDES SSP. hOnELLII 

0NA6RACEAE 

cvcn:n6'Pr:nrose. antioch dunes 

CA 

s 

cenothera SQUID!1 

in SEC m* 

CANISSONIA GCtflDI! 


s 

OENOTHERA HOOFERI SSP. NOLFIt 

••• SEE • •• 

OENOTHERA HOLFII 


2 

• CENOTHERA KiClNl! 

CNASRACEAE 

EVtN!N6-PR]nA0SE, KLEIN 3 

CO 

i 

cenotkera nesalantha 

mi SEE • •• 

CANISSONIA NE6ALANTHA 


7 

OENOTHERA ORSANENSIS 

ONACRACCAE 


NN 

1 

OENOTHERA PIlOSEllA SSP. SESSILIS 

ONAGRACCAE 

eyening-ppinrqse. 

AR LA Tl 

2 

OENOTHERA P84RKQPMILA 

ONACRACCAE 

£VCNtNS~PJt;n*CS£. 

ID 

* 

OENOTHERA SESSILIS 

••• SEC ••• 

OENOTHERA ftLOSELLA SSP. SESSILIS 


2 

OENOTHERA NOtFII 

ONACRACCAE 

cvenins-prinrose. nolp s 

CA OR 

7 

OHCIOIUN CARTHA&ENCN5E 

0RCHI9ACCAC 

DAKCINB'LAOV, COOT BAY 

FL. N*.;cc. Ctntrol 
Auric*. South Anne* 

ZC 

ONOSNOCIUN HEllERI 

8DRAGINACEAE 


TI 

3C 

0NCSN002UN NOLLE SSP. ROUE 

80RACIHACEAE 


AL |L KY TN 

S 

CONQFSIS NONOCCPHALA 

... Stfl • •• 

HAPLOPAFPuS FR1NQNTH SSP. NONOCEPHALUS 


2 

0*£RCUL1NA TRIOUETRA 

CONVOLVULACEAE 


VI 

S 

OfHI03L0SSUN CAUFORNtCUN 

••• SEE ••• 

QPHIOGLQSSUN LUSITANtCUN VAR. 
CAUFORNICUN 


1 

CfHIQSLOSSON CONCINNL'N 

CPHlQSlCSSACCAE 

ADDER 8-TONSuE. 

HI 

3C 

0PHICGL05SUN DENCRQNEURCN 

OPHIOCUOSSACEAE 


FL. Cut*. Ntiico. 
Fhilipptfttt, ATmca. 
South Aatnco 

3C 

CPHlCSlOSSUN IUSITANICwN VAR. 
CAllFOSNJCtm 

OPhICSLOSSACEAE 

ADDER S-TONQJE, CALIPORNIA 

CA. Rtiteo 

3C 

0PHI08L0SSUN FALNATUN 

OPHIOSLOSSACEAE 

FERN. HAND 

Fl, Witt |hdi««* ClAtr* 
Auric*, South Unriei 

7 

CPUNTJA ARENARIA 

CACTACEAE 


NN Tl. Ntrico 

7 

OfUNTSA 8ASILARIS VAR. BR&CHVCtASA 

CACTACEAE 


CA 

38 

GPUNT1A BASILAftlS VAR. iCNOIAREO lATA 

CACTACEAE 


A! 

l 

OPUNTIA BASILAR IS VAR. TRElEASE I 

CACTACEAE 

BEAVERTA1L CACTUS. KERN 

CA 

38 

CfUNTIA BASUARIS VAR. N’COOBuRYt 

CACTACEAE 


UT 

2 

OfUNTJA BIGClOVH VAR. HOFFNANN|| 

CACTACEAE 


CA 

38 

OPUNTIA 80*INOuENSIS 

CACTACEAE 

0LA8A 

PR 

2 

OrUNTIA INBAICATA VAR. AKoCNTEA 

CACTACEAE 


Tl 

2 

•• OPUNTIA UNOHEIHERl VAR. LIhOUlPQRNlS 

CACTACEAE 

PRICKLY PEAR. C0H-T0N3JE 

Tl 

2 

qpuntia nun:11 

CACTACEAE 

ChOLLA.’hunt 

CA 
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STATUS 

SCIENTIFIC »A"£ 

farily 

CORHON VANE 

NAME 

2 

OFUNTIA FARM: VAR. SERPENTINA 

C ACT ace A E 

CHOU A. fVAY*C 

CA. H«aico <!*)* 





CiUformit 

SC 

GPUAT IA PHAfACAMTHA VAR. FLAVISPJNA 

CACTACCAE 


«r 

31 

OPUNTIA PHAEACANThA VAA. HOJAVCNSIS 

CACTACEAE 


AZ CA 

3B 

OPUNTIA RHACACAMlHA VAR. tL'FERiOSPINA 

CACTACCAE 


AZ 

SC 

OPUNTIA PULCHClLA 

CACTACCAE 

CvOLtA, SAWB 

AZ NV UT 

2 

OPUNTIA SPINOSISSi'ha 

CACTACEAE 


FL PR VI. Jamki, 





if 111 »h V.I. 

2 

OFUNTIA STRI8IL VAR. FLClOSPINA 

CACTACEAE 

PRICM.V-PEAR, 

Tl 

2 

OPUNTIA TRIACANTHA 

CACTACEAE 


FL PR VZ, 





IflHr AntilUf 

2 

OPUNTIA NHlPPlEI VAR. HULTISENICULATA 

CACTACEAE 


AZ NV 

2 

OPUNTIA M266INSII 

CACTACEAE 

CHOtlA. NISSIVS 

RZ CA 

S 

ORCHIS FlAVA 

••• SEE ••• 

PtATANTHCPA FLAVA 


s 

ORCHIS INTEGRA 

••• SEE ••• 

piatanthcpa intesaa 


s 

ORCHIS LCUCOPHAEA 

••• SEE ••• 

platantherr lcucophaea 


1 

ORCUTT1A CALirORNICA 

POACCAE 

ORCUTT BRASS. CALIFORNIA 

CA, Nnico 

s 

ORCUTTIA CALIFORNIA VAR. INESUALIS 

• •• SEE m* 

ORCUTTIA IVAFOUALII 


8 

ORCUTTIA CALlfORNlCA VAR. VlSCIDA 

••• 5CE ••• 

ORCUTTIA VISCIOA 


S . 

ORCUTTIA 6REENEI 

••• SEC ••• 

TUCTORIA SKENEl 


! 

ORCUTTIA INCOVAL IS 

POACEAE 

ORCUTT BRASS. SAN 2CA9UIN 

CA 

LC 

ORCUTTIA HUCAONATA 

POACCAE 

BRASS. SOLANO (CRAHPTCN S OPCUTTI 

CA 

1 

ORCUTTIA P1L0SA 

POACEAE 

ORCUTT SPAS5, PILOSE 

CA 

1 

ORCUTTIA TCNU2S 

POACCAE 

ORCUTT BRASS. SLEN9ER 

C« 

I 

ORCUTTIA VISCIOA 

POACEAE 

ORCUTT CRASS« SACRAHCNTO 

CA 

2 

ORCONARA PURPURASCCNS 

AP1ACEAE 


CA 

2 

OAOBANCHC PARISHI I SSP. BRACMYLOSA 

OROBANCHACCAE 

IROORRAPE. SHORT-LOBEO 

CA 

2 

0RQ8ANCMC VALIDA SSP. VALlOA 

0R08ANCHACEAC 

IROOHAAPC. ROCK CREEK 

CA 

2 

ORTHOCAAPUS CAHPESTPIS VAR. SUCCULCRTuS 

SCROPHULARIACEAE 

CHL*8-ClOvER, SUCCULENT 

CA 

2 

ORTHQCARPUS CASTILLCJOIOCS VAR. 

SCROPHULARIACEAE 

OUt S-CLOVCR. HUf*BOLOT 

CA 


huriolotievsis 




2 

OATHOCARPUS rtOMSUNDUS 

SCROPHULARIACEAE 

ORL S-CLOVER. SAN FRANCISCO 

CA 

2 

QRTHOCARPuS LASICRhvNCMuS 

SCROPHULARIACEAE 

ORTHOCAAPUS. SAN BERNAFOIVO 

CA 

1 ♦ 

orthocarpus pachystachyus 

SCROPHULARIACEAE 

OUt-ClDvCA. SHASTA 

CA 

5 

orthocarpus succulent us 

••• SEC 

ORTHOCARPUS CAPPCSTRIS VAR. SuCCULEmTuS 


2 

ORTCTES NCVAOCNSIS 

solanaceae 


CA NV 

SC 

ORV2QPSI6 HVIKROIOES VAR. CONTRACTA 

POACEAE 


CO NY 

2 

ORTZOPSIS SNALLEN11 

POACEAE 


NV 

S 

OSHIA B2RIN0UENSIS 

SEE ••• 

EUPATORIUYY B0R2N0UCNSC 


2 

OSNCRHIZA HEilCANA SSP. SJPATRIATA 

APIACEAE 


Tf. (••'tco 

2 

OSTRYA CH150SENSI3 

ICTUtACEAE 


Tl 

1 

0TT0SCHULZ1A BHCDOlTLON 

ICACINACEAC 

PALO OE ROSA 

PR, 

S 

OXYIAPHUS ROTUNOIFOLIUS 

mi SEE ••• 

NIRABItfS ROTtfVOIFOUA 


rc 

OIVPOLIS CAHBT! 

APIACEAE 

OPOPRORT. CANlf S 

PE BA HO KC SC 

2 

OIYPOLIS S*£EAHANI! 

API ACE AC 

HATER-0*0P*OtT. BIANT <6RCENHA<< S> 

FL 

sc 

OITTHECA RATSONII 

POiVSONACCAC 


NV 

sc 

OIYTROPIS BESSCU VAR. OBNAPJFORHIB 

faiaceae 


co or u? 

1 

OIYTROPIS CAHACSTR1S VAR. CNARTNCCA 

FABACEAC 


MI 

2 

OIYTROPIS CAHPESTRIS VAR. JQHAHNENSIS 

FAIACEAE 


re, :*p»s< 

2 

oittrqpis blabsarika 

FABACEAC 


AT 

S 

OIYTROPIS JOHANNENSIi 

••• SEE ••• 

OITTROPIS CAHPESTRIS VAR. JSHAVSfNSIS 


SC 

OIYTROPIS 20NESII 

faiaceae 


UT 

sc 

OIYTROPIS YQItvENSIS 

FAIACEAE 

LOCOUEEO. rOBVH 

AN 

2 

OIYTROPIS KSTRIMCNSIS 

FABACEAC 

OlYTROPf. K0KP2NES 

Ah 

s 

OIYTROPIS G8NAPIP0RHIS 

••• SEE ••• 

OMTROPIS BESSEYI VAR. OiHAPIFORHIf 


2 

OIYTROPIS S0AD10A SSP. »AR*I*»AHA 

FABACEAC 


An 

S 

PACHJSTIHA CARBYt 

••• SEE 

PAXISTINA canbyi 


s 

PACMYST1HA CARRYI 

••• SEC ••• 

paiistiha caniyi 


2 

PALAFQIIA ARIBA VAR. BIS4NTE* 

ASTCRACEAE 

SPANISHNECOlE. 3IAVT 

CA 

S 

PALAFOIIA LINEARIS VAR. 6!SAN?CA 

••• BEE 

PALAKOIJA ARI0A VAR. SISAVTEA 


SC 

PANAI BGINQUCFOLIUS 

ARAL IACEAE 

BINSENS. AMERICAN 

•l AR CT DC DC FL SL 





IA AY LA H Hfl HA HI 





HS HO Vf NH NJ NY NC 





0»* pa R! SC Tn VT VA 





HI, C«n»da 

31 

PANICUN ACULEATUH 

POACEAE 

PANIC 6»ASS. 

1C NT RI VA 

1 

PANICUN ALAiAIENSC 

POACCAE 

PANIC BRASS. 

Ml 

LC 

PANICUR CARTCAI 

POACEAE 

FANJC9AASS. CARTER S 

HI 

n 

m 

PANICLN fauriei 

POACEAE 

PANIC BRASS. FAURIES 

HI 

4 

PANICUR NIRSTII 

POACCAE 

PANIC BRASS. HIRST S 

• A HI 

3B 

PANICUN LAN1ATILC 

PQACEAC 

PANIC BRASS. 

HI 

SB 

PANICUR IITHOPHILUH 

FOACCAE 


BA SC 

SB 

PANICUN LVSTRIALE 

POACEAE 

PANIC BRASS. 

HI 

SB 

PANICUR NUROUN 

POACEAE 

PANIC BRASS. FERVAtO S 

VA 

2 

PANICUR N2IHAUCNSE 

FOACEAE 

PANIC BRASS. NIIHAU 

HI 

2 

PANICUR NU92CAULE 

POACEAE 


At FI f»| 

2 

PANICUR P2NCTQRUH 

POACEAE 


ri 

SB 

PANICUN SHASTCNSE 

POACEAE 

PANIC BRASS. SHASTA 

CA 

2 

PANICUR STEVENSIANUR 

POACEAE 


PR, Cuba 

S 

PANlfUR THCRRALE 

••• SEE ••• 

OIChAAITHELIUN LANU6U0SUN VAR. ThCRMALC 


SC 

PAPAVER ALBONCSEUR 

PAPAVERACEAE 

POPPY, PRLf 

Ax, Ca»a0« fl.C. t 





YulOHf, U.S.S.R. 

SC 

PAPAVER NALPOLE! 

PAPAVCRACCAC 

POPPY, NALPOLE 

AK, C<*<34 <YjkoftV, 





U.S.S.R. 
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STATUS 

SCIENTIFIC NAME 

FANILY 

C0W10N NAPE 

RANGE 

* „ 

P&ftNASSIA CAftOUAIANA 

SAIIFNAGACEAE 


AL FL H5 KC SC 

31 

PASHASSIA LOmSuCl VAA. PuRlLA 

5AIIPRA6ACEAE 

BRASS-0F-PARNA5SUS. KOTZEBUE'S. 

HA 

31 

PARONYCHIA AR6YR0C0HA VAA. ALBIHOnTANA 

CARYCPHYLLACEAE 

SILVCNLINO 

HA HE NH 

2 

PARONYCHIA CHARTACCA 

canvophyllaccae 

nmJTLOa-NORT, 

FL 

X 

PARONYCHIA CHORHAN # ,*DIDCS 

caryophvllaceae 


Tt 

l 

PARONYCHIA CON&ISTA 

canyophyllaceae 

MMITLON-NONT. 

II 

3C 

PARONYCHIA OROHHOKOII S5P. PARvIFLCRA 

caryophvllaceae 


TI 

2 

PARONYCHIA HACCART11 

CARYCPHYLLACEAE 

nmitloa-nqrt, pc:art s 

II 

3C 

FAACNYCHIA HGNTICQlA 

CARYOPHVLLACEAE 


TI 

31 

PARONYCHIA NU9ATA 

CANYOPHYLLACEAE 


TI 

38 

PARONYCHIA RuSILlI VAN. INTERIOR 

canyophyllaceae 

NHITLQM-NONT, 

FL 6A 

2 

PARONYCHIA VIR6INICA VAR. PA9».SU 

canyophyllaceae 


TI 

2 

PARONYCHIA VlRStNICA VAR. VIRG1NICA 

CANYOPHYLLACEAE 

NAItNORV SILVERY 

DC HD VA NV 

2 

PARONYCHIA MILKINSONU 

CARYOPHVLLACEAE 


TI, Hr* tco 

3C 

PARRYA NO01CAULIS 

BRASSICACEAE 


ay HT, C*n«d«, U. 

SC 

PARRY* RYSBCRSII 

brassicaceae 

PARRYA, NYCBERS 

UT 

3C 

PARTHCNIUN ALPINUH 

ASTERACEAE 


CO NY 

3C 

PARThENIUH ligulatuh 

ASTERACCAE 

FEVERFEN, 

CO UT NV 

2 

PARThENIUN tetraneunis 

ASTERACEAE 


CO 

2 

PARvtSEDJH LEIOCARPUH 

• CRASSULACCAE 

STONECNQP, LAfE COUNTY 

CA 

2 

PASS1FL0RA IILOIATA 

PASSIFlORACEAE 


PR, Hiip«ntol a 

2 

PA5SIPL0RA PUAUCU2A 

PASS1FL0RACEAE 


PN, Mltpamol* 

2 

PA1ISTIHA CANIyI 

celastraceac 


XV OH PA TN VA NV 

2 

PECT18 IH&ERBIS 

ASTERACEAE 


AZ 

3C 

PECUS RUSBYI 

ASTERACEAE 

FtTID-NARIGOLO. rusbys 

AZ 

3C 

PIOICULARIS CoOvEYI 

SCROPHULARIACCAE 

LOUSENONT, OuOLCV*S 

CA 

1C 

PE0ICULAR1S FUR82SHIAE 

scrophulariaceae 

LOUSEMORT, FURBISH 

HE. (N.B.i 

JC 

PEOICULARIS HOhCLLII 

SCRCPHULANtACEAC 

LOSJSEMDRT. HOnCLL 

CA OR 

3C 

PEOICULARIS NAINIEREN3IS 

SCROPHULARIACEAE 


HA 

LI 

PEOIOCACTUS INAOVl 

CACTACCAE 

PINCUSHION CACTUS. BRADY 

AZ 

t 

PEOIOCACTUS 0ESFA1MI 

CACTACCAE 


UT 

S 

PEOIOCACTUS 6LAUC0S 

••• SEE ••• 

SCLENOCACTUS 6LAUCUS 


LI 

PEOIOCACTUS NNOMLTONU 

CACTACCAE 

CACTUS. INCHLTON 

CO NH 

S 

PEOIOCACTUS HE5AC-VER0AE 

••• SEE • 

SCLENOCACTUS NESAE-VERDAE 


2 

PEOIOCACTUS PAPYRACANTHUS 

CACTACCAE 


AZ NH 

I 

PEOIOCACTUS PARADINEI 

CACTACCAE 


AZ 

1 

PEOIOCACTUS PEEBLE9IANUS VAR. 

CACTACCAE 


AZ 


FlOCtlSCNlAC 




LI 

PEOIOCACTUS PCEILESIAN'JS VAR. 

CACTACCAE 

CACTUS. PEEBLES NAVAJO 

AZ 


PCEBLESIANUS 




LI 

PEOIOCACTUS SILERI 

CACTACEAE 

PINCUSHION CACTUS, SILER 

AZ UT 

1 

FEOIOCACTUS ninkleri 

CACTACCAE 


UT 

S 

PEOIOCACTUS HRI&HTIAE 

••• SEC 

SCLEROCACTUS NRIShTIAC 


s 

PCDIONCUIH SUIACAULIS 

••• SEE ••• 

psonalea subacauus 


2 

PELEA AN]SATA VAR. HAUPUAnA ' 

RUTACCAC 


HI 

S 

pclea apcoa 

•m SEE ••• 

PCLEA PANVSFOLIA VAN. APOCA 


1 

PELEA BALLOU! 

NUTACEAE 


HI 


PELEA CHRISTflfHEWENl! 

RUTACEAE 


HI 

1 

PELEA CINEREA 

RUTACEAE 

flANENA 

Ht 

I 

PELEA C1NERE0PS 

RJTACEAE 


HI 

1 

PELEA CLUSIAEFOCIA vAR. PICrCR.'NGI! 

RUTACEAE 


HI 

1 

PELEA DE2ENERI 

RUTACEAE 


Ht 

1 

PELEA OESCENDENS 

RUTACEAE 


HI 

34 

PELEA ELL IP TICA VAR. HAuICNSIS 

RUTACEAE 


HI 

1 

PELEA SLABRA 

RUTACEAE 


HI 

1 

FELEA GRANOIFOtlA VAR. LIANQIIHS 

RUTACEAE 


HI 

1 

PELEA 6RAN0IF0LIA VAN. NON•ANA 

RUTACEAE 


HI 

2 

PELEA SRANOIFOl!A VAN. OVALIFOLIA 

NUTACEAE 


Ht 

S 

PELEA SPANDIFOUA VAR. TCPnlNALlS 

mi SEE ••• 

FELEA GRANOIFOLIA VAR. OVALIFCLIR 


I 

PELEA HAUPUENSIS 

RUTACEAE 


Ht 

1 

PELEA HAuAIENSIS 

RUTACEAE 

N ARENA 

HI 

2 

PELEA HIIALAE 

NUTACEAE 


HI 

l 

PELEA H09AiA£ 

RUTACEAE 


HI 

2 

PEcEA PAUACNSIS 

NUTACEAE 


HI 

l 

PELEA FAVAICNSIS 

NUTACEAE 


Ht 

I • 

PELEA KNUOSCNU 

NUTACEAE 


Ht 

1 

PELEA LA»A£ 

RUTACEAE 


HI 

1 • 

PELEA LANCEOLATA 

RUTACEAE 


MI 

1 

PELEA LCVCXUCI 

NUTACEAE 


HI 

1 

PELEA LYOSATCI 

NUTACEAE 


HI 

1 • 

PClEA HACPOPuS 

RUTACEAE 


HI 

1 

PELEA HAtAKAE 

NUTACEAE 


HI 

1 • 

PElEA PtUCRON'JLA?A 

RUTACEAE 

alani 

HI 

I 

PELEA NULTIFLORA 

RUTACEAE 


HI 

1 i 

PELEA HUNROI 

RUTACEAE 


HI 

1 

FELEA NEALtAE 

NUTACEAE 

PELEA, NEAL 

Ht 

S 

PELEA NIUENSIS 

SEE ••• 

PELEA PEOUNCULAAIS VAN. NIUENSIS 


1 

PCLEA ClLONOIPOwIA 

RUTACEAE 


HI 

34 

PELEA 0I0VA7A 

RUTACEAE 


Ht 

1 

PCLEA OlCUAuUENSIS 

RUTACEAE 


Ht 

l 

PElEA ORBICULAR IS 

NUTACEAE 


HI 

I • 

PELEA OVAL IS 

NUTACEAE 


HI 

1 

PELEA CVATA 

NUTACEAE 


HI 
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STATUS 

SCIENTIFIC NAH£ 

FAMILY 

CONNOS NANC 


1 

me* pali i oi 

■UTACEAC 

ALAN I 

HI 

1 

PElCA PANlCUtATA 

ait accac 

ALAN! 

HI 

t • 

PLICA FARVIFOCIA VAN. APODA 

AUTACEAC 

APOBA 

N! 

1 

PClEA PARVIFOLIA VAP. SCSSIUI 

AUTACIAE 


MI 

t 

PCLEA PEOUNCUIARTS VAN* COPDATA 

AUTACEAC 


HI 

1 

PE. CA PCDUNClTlAP12 VAP. NiUCKSIS 

AUTACEAC 


M! 

1 

PClEA PEO'JRCULAAIS VAA. NUNHUIA&IA 

AUTACEAC 


HI 

S 

PCLEA PICKERING!1 

SEE ••• 

PCLEA CLUS1AEFQUA VAR. PICkERINGI! 


I 

PClEA PLUVIAL!! 

AUTACEAC 


HI 

1 

PCLEA PUAULUIN9I8 

AUTACEAC 


HI 

t 

PCLEA QUAlAAtfSUlAfirS 

AUTACEAC 


Ml 

1 

PCLEA PECUftVATA 

AUTACEAC 

alani 

HI 

1 

PClEA AEPLCIA 

AUTACEAC 


HI 

1 

PClEA SAINT-JOHNll 

AUTACEAC 

PClEA, it. JOHN'S 

HI 

1 t 

PCLEA SANCNtCCNSlS 

AUTACEAC 


HI 

5A 

PUEA STOPETAHA 

AUTACEAC 


HI 

1 

PClEA TQMCNTOSA 

AUTACEAC 


HI 

t 

PCLEA V0LCAN1CA VAA. KOHALAC 

AUTACEAC 


HI 

t 

PCLEA NAHlANAEttSIS 

AUTACEAC 


N! 

2 

PCLEA NAINEACNSIS 

AUTACCAE 


HI 

i 

PCLEA UMLIPUCKNEA! 

AUTACEAC 


HI 

s 

PENIDCEAEUS 64E8II 

••• SEE ••• 

CCREOS 6RE8S11 


sc 

PENSTENON AIIETINUS 

SCAOPHUIAA!ACCAE 

•EARDTONSuC, 

NV UT 

2 

PENSTENON ABSCAKENSIB 

SCRCPHULAA!ACEAC 


NY 

SC 

PENSTENON ACAOLII 

bcaophulaaiaceae 

•EAADTONSUE, STENLES8 

UT NV 

2 

PENSTEPON ALAltQSENSIS 

SCRCPHULAA1ACCAE 


NH T* 

1 

PfNMCHDN ALIIPLUVIS 

8CAQPMJLAAIACCAC 

•EAAOTONSUf, 

CO UT 

2 

PENSTEPON AHNOPHlLUR 

SCA0PHULAA1ACEAC 


UT 

SC 

PENSTENON ANGUSTIFOLlUS VAA. V£A*ALC*31S 

SCAOPHULAAIACEAC 


UT 

2 

PENSTENON AAENAP!US 

SCRCPHULAA1ACCAE 


NV 

2 

PENSTENON ATWOOD!I 

SCAOPHULAAIACEAC 


UT 

SC 

PENSTENON BACCHAAIFOLIUB 

5CA0PHULAAIACCAE 


Tl, R#»ico 

2 

PENSTENON BARAETTIAC 

SCAOPHULAAIACEAC 


OR NA 

2 

PENSTENON BICOLOA ESP. IlCOlOA 

SCACAHULAAIACCAE 


NV 

2 

PENSTENON BICOLOA SSP. ACSEUS 

SCAOPHULAAIACEAC 


A l NV 

2 

PENSTENON BAACTEATiiS 

SCAOPHULAAIACEAC 

•EAADTONSUE, RED CANTON 

UT 

Si 

PENSTENON CAESPIT05US VAN. SUFFAUTICOSUS 

SCAOPHULAAIACEAC 

ItAROTONQUC. 

UT 

SC 

PENSTENON CALCAAEUS 

SCAOPHULAAIACEAC 

PENSTENON, LINESTONE 

CA NV 

sc 

PENSTENON CALIFOANICUS 

SCAOPHULAAIACEAC 

PENSTENON, CALIFORNIA 

CA. Htxico 

sc 

PENSTENON CARY! 

SCAOPHULAAIACEAC 

BEAAOTONSIC, CAAV 

NT NY 

sc 

PENSTENON CINICOLA 

SCAOPHULAAIACEAC 

PENSTENON, ASH 

CA OR 

sc 

PENSTENON CLUTEI 

SCAOPHULAAIACEAC 

fEAADTONSUE. 

n 

sc 

PENSTENON COBACA VAA. PURPU*EuS 

SCROPHULARIACEAE 


AR NO 

2 

PENSTENON CONPACTUS 

SCAOPHULAAIACEAC 

IEARDTONSVC. CACHE 

UT 

2 

PENSTENON C0NCINNK5 

SCAQPMULARtACCAE 

•EAADTONSUE, tunnel springs 

NV UT 

SI 

PENSTENON OECUAJoS 

SCAOPHULAAIACEAC 

IfAAOTONSUf, 

NV UT 

2 

PENSTENON DESEREftl 

SCAOPHULAAIACEAC 

BEAAQT91C6UE. desenea 

CO 

1 

PENSTENON DISCOlGA 

SCAOPHULAAIACEAC 

•EAADTONfUC, 

Af 

SC 

PENSTENON DISSCCTUS 

SCAOPHULAAIACEAC 


3A 

2 

PENSTENON 01 STANS 

SCAOPHULAAIACEAC 


a; 

SC 

PENSTENON ElEBANTUlUS 

SCAOPHULAAIACEAC 


ID OR 

sc 

PENSTENON FlUFOANtS 

SCAOPHULAAIACEAC 

PENSTENON, THRCAD-LEAVEO 

CA 

2 

PENSTENON FlONIASI! 

SCAOPHULAAIACEAC 


UT 

SC 

PENSTENON PA6NCISCI-PCNACUII 

SCAOPHULAAIACEAC 


NV 

2 

PENSTENON FAUTICIF0ANI8 9SP. ANAA80SAE 

SCAOPHULAAIACEAC 

PENSTENON. AHARSOSA 

CA NV 

SI 

PENSTENON 6APFCTTII 

SCAOPHULAAIACEAC 

BERADTONSUC. 6AARE" 5 

UT 

2 

PENSTENON SliBENSlI 

SCAOPHULAAIACEAC 


CO MY 

2 

PENSTENON BLAUCINUS 

SCAOPHULAAIACEAE 

lEAAOTONfUf , 

CA 

2 

PENSTENON SOOOPICHI! 

SCAOPHULAAIACEAC 


UT 

1 

PENSTENON SPAMANII 

SCAOPHULAAIACEAC 

BCA.R&TWStfC. saahah 

CO UT 

2 

PENSTENON HARRINGTON!! 

SCAOPHULAAIACEAC 

BEAADTONStlE. HARRINGTON 

CO 

1 

PENSTENON MAiDENII 

SCAOPHULAAIACEAC 


NE 

SC 

PENSTENON HUN It IS VAA. 8PEVIF0UUS 

SCAOPHULAAIACEAC 


UT 

SC 

PENSTENON HiiNIL IS VAA. CBTUSIFOUUS 

SCAOPHULAAIACEAC 


UT 

sc 

PENSTENON *CCK|! 

scrophulaaiaceae 

1CARDT0NBKE. 

NV 

sc 

PENSTENON LflOPHTUUS 

SCAOPHULAAIACEAC 

•EAADTONSUE. 

NV UT 

2 

PENSTENON IENNICNSIS 

SCAOPHULAAIACEAC 

8EAR0T0NGUE. LENMl 

ID NT 

2 

PENSTENON ICPTANTHUS 

SCAOPHULAAIACEAC 


UT 

s 

PENSTENON NOOEIT'JS 

• •• SEE mi 

PENSTENON PROCERUS VAA. NOOESTuS 


sc 

PENSTENON NOA!AHEnSIS 

SCAOPHULAAIACEAC 


NV 

SB 

PENSTENON NULttCAUlIS 

SCAOPHULAAIACEAC 


AR 

sc 

PENSTENON NANUS 

scaophulaaiaceae 

BCAAD70R5JE. tON 

UT 

2 

PENSTENON NAVAJOA 

SCAOPHULAAIACEAC 


UT 

SB 

PENSTENON N'ECNSIS 

SCAOPHULAAIACEAE 

BEARiTONMC, 

NV 

1 

PENSTENON PANUTENSIS 

scaophulariaceae 

BEAA0T3N6UE, 

NV 

SC 

PENSTENON PAP1UATUS 

SCRQPMULAAtACEAE 

PENSTENON, IN*0 

CA 

2 • 

PENSTENON PAAVtFLOAlS 

SCWHULAPIACCAC 


CO 

SC 

PENSTENON PARVUS 

SCAOPHULAAIACEAC 

ICAFDTONSUE, SHALL 

UT 

sc 

PENSTENON PATRICKS 

SCAOPHULAAIACEAC 


NV UT 

sc 

PENSTENON PAVS0NI3PUN 

SCAOPHULAAIACEAC 

BEAROTCNSUE. PAYSON 

NY 

2 

PENSTENON PECFII 

scaophulaaiaceae 


OR 

2 

PENSTENON PEASONATUS 

SCAOPHULAAIACEAC 

6EAF0T0NEUC. ClOSEO-LlP 

CA 

SC 

PEN3TEN0N PAOCCAuS VAA. HDOESTuS 

SCAOFHKLAAIACEAC 


NV 


*Ax8C 
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status 

SCIENTIFIC PARC 

FARILT 

COTMTOP PAPE 

PARSE 

2 

P£ftSr£*ON PtiOICuS 

SCROPHULARIACEAE 


HV 

1 

PEPSTEHOP RCTROASUS 

SCROPMOLARIACCAE 

KAftffTQMRlC, 

CO 

SC 

PEKSTCHOI RUIICUPDUS 

SCROPMtlLAA 2 ACEAC 

•EAR0T0P6VC, 

PV 

5C 

PEPSTEHOP SP. / BP. PCV. ued. 

SCROPMULARIACCAE 

IEAR0TOASUE {PAPI.lETT, UJPtlMI CO. 1 

Ilf 

2 

PENSTIPOP SPATUUTUS 

SCIQPMJLAAIACCAE 

IEAROTOPSuE. MALLQUA 

OR 

2 

PEPSTinOP STEfMEPSII 

SCROPH’JLAMACCAE 

PCASTCnOM. STCPHEPS 

CA 

JC 

PEPSTEHOP TMQHP90PIAE SSP. JAE&EM 

SCROPHULARIACEAE 


PV 

31 

PEPSTEHOP THUFIEM VAR. APESTtUS 

SCRGPMGL AR1ACEAC 


PV 

2 

PEPSTIffOM TIDESTPCHI2 

scrcpmulamaccac 

IEAR0T0P6UE. MCESTROP 

Iff 

2 

PEPSTEHOP TRACYl 

SCRCPHULAR2ACEAC 

PCASTEPOP, TRACY 

CA 

3C 

PEPSTEHOP UiMTAHEMSSS 

SCAQPMULARIACCAC 

IE ARC TOPEUE. UIPT4* 

UT 

1C 

PEPSTEHOP V2RCATUS SSP. PSCU0OPUTUS 

SCAOPHGLAA1ACEAE 


A2 

2 

PEPSTEHOP MARCH 

SCROPHULARIACEAE 

UAROTOA6UE, HARD 

UT 

3C 

PEPSTEHOP MASHlPSTOPtPSIS 

scaophjlaaiaciac 


PA 

JC 

PEPSTEHOP VARPAEPSIS 

SCROPHULARIACEAE 


CO 

2 

PEP7ACNAETR |ELL2D2FLC*A 

AS TERACEA( 

PEPTACHACTA, MMlTC'RAfCI 

CA 

2 

PEP7ACHACTA (HUS SSP. ACOlICA 

asteraccae • 

PEPTACHAETA, 5LCP0ER 

CA 

2 

peptachaeta lydpii 

ASTERACEAE 

PEPTACHACTA. IVON'S 

CA 

2 

PEPEACHIA COQtlAPA VAR. HlPUTlLJHfiA 

PIPERACEAE 


III 

i ♦ 

PEPERORIA COAPlFOUA 

PIFCRACEAC 


Ml 

1 

PEPER0R2A DISCPERI 

* PIPERACCAI 


HI 

2 

PEPER0R2A EkPALLCSCEpS VAR. |R£v|PIlOSA 

PIPERACEAE 


Ml 

2 

PEPCR0R2A FAoAlEI 

PIPERACEAE 


HI 

2 

PEPCROPtA FlOF'DAPA 

PIPERACEAE 


Ft 

2 

PtPERORIA FQABCSll 

PIPERACEAE 


HI 

2 

PEPIR0R2A HAUPUCPSIS 

PIPERACEAE 


HI 

2 

P£P£A0RIA HCU.ERI VAR. KPllDSENl! 

PIPERACEAE 


HI 

1 

PEFERQR2A KULlPSIS 

RIPCRACEAE 


HI 

2 

PCPCRQRIA LILlFOLXA VAR, GBTUSATA 

PIPERACEAE 


HI 

2 

PEPERORIA RAUPA»:CANA 

PIPERACEAE 


HI 

1 

PEPEPORIA OAmlEPSIS VAR. ST-JOHPII 

PIPERACEAE 


HI 

SA 

P£PCR0R:A PLIPEAVA7A 

PIPERACEAE 

• 

HI 

2 

PEPERORIA RieiUURBA 

PIPERACEAE 


HI 

2 

PEPERORIA SUlPET10LATA 

PIPERACEAE 


HI 

1 

PCPCRCPIA TRCtCASCI 

PIPERACEAE 


HI 

2 

PEPERORIA MAIKAROIAPA 

PIPERACEAE 


Ml 

1 

PEPERORIA PMEClERI 

PIPERACEAE 


PR 

IC 

PEAIDERIDIA lACUAlUPlI 

APIACEAC 

VAHPAM. ROTH€R tOOE 

CA 

2 

PERIOCR102A (RfT hPORhI2A 

APIACEAC 


OR 

2 

PCMEEPIOIA 6AIR0PER1 SSP. SAIPDHLA2 

APIACCAE 

YAPPAM, 6AIR0PEA * S 

CA 

SC 

PCAICCAIOIA CIPTOCARPA 

APIACEAC 

YAPPAM. PARROM-SEEOEC 

CA 

SC 

PERICER2IIA PR tP6lCI 

APIACEAC 

YAAPAH, ABQfiC 

CA 

2 

PERITYLE AJCEPSIS 

ASTERACEAE 

ROCK-IAISY. a:o 

At 

2 

PERITVLC IISITCSA VAR. IISETOSA 

ASTERACEAE 

ROCK-DAISY, TmO'SPIyE. 

TK 

2 

PERITYLE IISETOSA VAR. SC&LARIS 

ASTERACEAE 

ROCr-OAlSY. TpO-SPUC. 

II 

2 

PERITVLC CEAMUA 

ASTERACEAE 


PH 

SC 

perityle cuerea 

ASTERACEAE 

ROC»'BAISy. SPAY 

Tl 

2 

PEAITYLE CCCHISEpSIS 

ASTERACEAE 


A 2 

SC 

PER ITVcE 61 LIPS IS VAR. 9AlC«$!6 

ASTERACEAE 

ROCt-IAISV. 

At 

2 

PERITYLE IPYOEPSIS 

ASTERACEAE 

lapharia, ipvc 

CA 

SC 

PERITYLE LERROPII 

ASTERACEAE 


A l PH 

SC 

PERITYLE L2PIKE2REM 

ASTERACEAE 

ROCK-DAISY, 

Tl 

SI 

PER2TYLE LtMIRElREM VAR. HAUHIFOlIA 

ASTERACEAE 

rock-daisy. 

II 

sc 

PERITYLE RC6A1DCEPHAIA VAR. IPTAICATA 

ASTERACEAE 


CA HV 

sc 

PCMTYLC PARRVI 

ASTERACEAE 


Tl 

s 

perityle actupoata 

••• SEE ••• 

PERITYLE UPOHEI*t£P I VAR. LlPl««£!MfR| 


2 

PERITYLE SA1IC0LA 

AS-ERACCAE 


At 

SC 

perityle staoropmylla 

ASTERACEAE 


pn 

2 

PERITYLE V2LLC5A 

ASTERACEAE 

lapmaria, mahaupah 

CA 

2 

perityle vitiecrcptama 

ASTERACEAE 

POO-DAISY, slabs houptaip 

IB 

2 

perityle parpcckii 

ASTERACEAE 


Tl 

sc 

PERSIA S0R60PIA VAR. MuRlUS 

LAl’AACEAE 


FL 6A 

SB 

PERSICAAIA PAlcCICOIA 

POLYSOMACEAE 


FL 

2 

Pf?ALOP«l TMURBERI SSP. OllHAPil 

LCASACEAC 

5 AR DP APCRPl. Apt, of ATM VALLEY 

' CA 

S 

PETALOSTCRUR F0L20SJH 

••• 9££ • •• 

DALE A F0U0SA 


S 

PITAlGSTEROR GATT1M6EM 

••• SEC ••• 

BALER satumscri 


s 

petalostepup reverchqpi: 

im SEE mi 

iaur reverchcnm 


s 

PETAlGSTEHUH SAMWAIC 

• •• SEE mi 

DALEA SABI PALIS 


s 

PCTAIOSTERUR SCAMCSUR 

••• SEE ••• 

DALE A 1CAM0SA 


sc 

PETEMA TMOHPSCPAE 

FftBACCAC 


At II PV UT 

k 

PETROPMYTUR CIPERASCEHS 

P.GSACEAE 

ROCkMAT, CMElAp 

MA 

sc 

PETRCPHYTUR MCPDEASOPII 

ROSACEAE 


HA 

2 

PEUCEOAPUR KAUAIEKSC 

API ACEAC 


HI 

2 

PEUCEIAMiiR SAMDHICEKSE VAR. S^PDPlCCPSE 

APIACEAC 

HAKIM 

HI 

2 

PHACEUA ARABIlIS 

hvdacphyllaceae 

PHACCLlA, SAlIPE VAcLCV 

CA 

SC 

p«a:elja apelsopii 

MYDRCPHYILACCAC 

PNACElIA. RACIRIDE 

CA PV Uf 

2 

PHACEUA ARSEPTEA 

mydrophyllaceae 


CA OR 

LI 

PHACCLlA ARIILLACEA 

hydpqphyllaceac 

PHACCLlA. CLAY 

UT 

2 

PHACELlA BEATLCYAE 

my&pophvllaceae 

PHACCLlA, ICATII* 

NV 

2 

PHACEUA CAPITATA 

HYCROPmVLLACEAC 

PHACCLlA. 

OR 

2 

PWACtLlA CEPHAtOTES 

hyOROPHVllACEAE 

PHACCLlA. VIRSIP 

At UT 

2 

PHACEL2A ClLlATA VAR. CPACA 

HYBROPHaLACEAE 


CA 

t • 

PHACEUA CtPEREA 

hyircphyllaceae 

PHACCLlA. ASH» 

CA 
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STATUS 

SCIENTIFIC HA HE 

FAHILY 

SC 

PHACELIA CONSTANCE: 

HYDROPHYLLACEAE 

2 

PHACELIA COOKEI 

HYDR3PHVLLACEAE 

2 

PHACELIA DALCSIANA 

HYDROPHYLLACEAE 

SC 

PHACELIA 0EH1SSA VAN. NETEROTRICHA 

HYDROPHYLLACEAE 

s 

PHACEL IA DIVARICATA VAR. INSULARIS 

»m SEE hi 

sc 

PHACELIA OUBIA VAR. 8C0R6IANA 

HYOROPHYLLACEAE 

SB 

PHACEL1A FIL1F0RHIS 

HYDROPHYLLACEAE 

2 

PHACELIA FlOftIBUNDA 

HYOROPHYLLACEAE 

L£ 

PHACELIA FORHOSULA 

HYOROPHYLLACEAE 

SC 

PHACELIA 6LABERR1HA 

HYDROPHYLLACEAE 

2 

PHACELIA 6REENEI 

HYOROPHYLLACEAE 

SC 

PHACELIA HONCLLIANA 

HYDROPHYLLACEAE 

2 

PHACELIA IHCOHSPICUA 

HYOROPHYLLACEAE 

SB 

PHACELIA INOECORA 

HYDROPHYLLACEAE 

2 

PHACELIA 1NSULAA1S VAR. CONTI KENT IS 

HYDROPHYLLACCAE 

2 

PHACELIA IN8ULARIS VAR. INSULARIS 

HYDROPHYLLACEAE 

SC 

PHACELIA INTE6RIF0LIA VAR. TElAHA 

HYOROPHYLLACEAE 

2 

PHACELIA LENTA 

HYDROPHYLLACEAE 

SC 

PHACELIA HAHHIILAFENSIS 

HYDROPHYLLACEAE 

2 

PHACELIA HONOCNSIS 

HYDROPHYLLACEAE 

SC 

PHACELIA RUSTELINA 

HYDROPHYLLACEAE 

2 • 

PHACELIA NCvADCNSIS 

HYDROPHYLLACEAE 

2 

PHACELIA NOVENNILLENSIS 

HYOROPHYLLACEAE 

SC 

PHACELIA OROOENES 

HYOROPHYLLACEAE 

2 

PHACELIA PALLIDA 

HYOROPHYLLACEAE 

SC 

PHACELIA PARISH!I 

HYOROPHYLLACEAE 

SC 

PHACELIA PECK!! 

HYDROPHYLLACEAE 

2 

PHACELIA PHACELIOIDES 

HYOROPHYLLACEAE 

SC 

PHACELIA RAFAELCNSIS 

HYDROPHYLLACEAE 

SC 

PHACELIA SERRATA 

HYDROPHYLLACEAE 

2 

PHACELIA STEBBINSI! 

HYDROPHYLLACCAE 

2 

PHACELIA SUAVCOLCNS SSP. KECKII 

HYDROPHYLLACEAE 

2 

PHACELIA SUBNUTICA 

HYOROPHYLLACEAE 

SC 

PHACELIA UTAHCNSIS 

HYDROPHYLLACEAE 

2 

PHACELIA VERNA 

HYDROPHYLLACCAE 

2 

PHACELIA MELSHU 

HYDROPHYLLACEAE 

SC 

PHASEOLUS SUPINUS 

FABACEAE 

SC 

PHILADCLPHUS ERNE5TII 

SAXIFRA3ACEAE 

SC 

philadelphus heaansii 

SAI1FRA6ACEAE 

SC 

PHILADEtPMUB TEIENSIS VAR. TEXENSIS 

SAXIFRA&ACEAE 

sc 

PHIPPSIA ALSISA 

POACCAC 

2 

PHLOI BIFIDA SSP. 8TCLLARIR 

POLEHONIACEAE 

SC 

PHLOX BUCKLEVI 

POlEHONIACEAE 

2 

PHLOX CARTOPHYLLA 

POLEHONIACEAE 

SC 

PHLOX CLUTEANA 

POLEHONIACEAE 

2 

PHLOI DOLICHANTHA 

POLEHONIACEAE 

SC 

PHLOX 6LADIF0RN1S 

POLEHONIACEAE 

SB 

PHLOX GRAWAH11 

POLEHONIACEAE 

2 

PHLOX HIRSUTA 

POLEHONIACEAE 

1 

PHLOX I0AH0N1S 

POLEHONIACEAE 

SB 

PHLOX JONESI! 

POLEHONIACEAE 

S 

PHLOX L0NSIP1L05A 

••• SEE ••• 

SC 

PHLOX HlSSOULENSIS 

POLEHONIACEAE 

SB 

PHLOX NOtLIS 

POLEHONIACEAE 

1 

PHLOX NIVALIS SSP. T CXEN3!S 

POLEHONIACEAE 

SC 

PHLOX O*LAH0H£NSI3 

POLEHONIACEAE 

SB 

PHLOX peckij 

POLEHONIACEAE 

SC 

PHLOI PILOSA VAR. LONSIPtLOSA 

POLEHONIACEAE 

SC 

PHLOX PULCHRA 

POLEHONIACEAE 

2 

PHLOX $P. NOV. /INCO. 

POLEHONIACEAE 

2 

PH0L13NA ARENARIUN 

lennoaccae 

2 

PHOLISHA SONOPAE 

LCNKQACCAC 

SC 

PHYLLANTHUS ERIC010CS 

EUPHORBIACEAC 

SC 

PHYUANTHUS LIEBHANNIANUS SSP. 

EUPhORBIACEAE 


PLATYLCPIS 


2 

PHYLLANTHUS PENTAPHYLLUS SSP. FLQR tOANUS EUPHORBIACEAC 

2 

PHYLLANTHUS SAN0MICENS18 VAR. DtGENERI 

EUPHORBIACEAC 

2 

PHYLLITI5 SCQLOPEHDRIUH VAR. AHERICANJM 

POLYPODIACEAE 

1 • 

PHYLL0STE3IA BACVIDCNS VAR. AHBIGUA 

LAN!ACEAE 

2 

PHYLLOSTEGIA IPEvIDEHS VRR. DCSCnERI 

LAN!ACEAE 

1 

PHYLL0STE31A IPEVIOENS VAR. H£T£AOOOXA 

lahiaceac 

1 • 

PHYL10STE6IA 8REV1DEN3 VAR. HiRSUlULA 

lahiaceae 

l • 

PHYLL0STE3IA BRCVIDCNS VAR. L0N8IPES 

LAHIACEAC 

1 • 

PHVLL0STE6IA BREVIDEN3 VAR. PUSESCENS 

lahiaceac 

1 

PHYLL0STEG1A FLOPIBUNDA VAR. FORBES!! 

LAHIACEAC 

1 

PMYLL0STE6IA 6LA|FA VAR. LANAIENSIS 

LAHIACEAE 

t 

PHVLL0STEB1A HELLERI VAR. IHHlNUTA 

lahiaceac 

2 

PHYLLOSTEGIA HlLLEBRANDIt 

LAHIACEAE 

2 

PHVLL0STE6IA HtRSvTA 

LAHIACEAC 

1 

PHYLLOSTEGIA tWUOSE*!! 

LAHIACEAE 

SA 

PHYLLOSTEGIA LEONARD!i 

LAHIACEAE 


COHHON NAHE RANGE 



AX UT 

PHACELIA, COOKE 8 

CA 

PHACELIA, TRINITY 

CA 

PHACELIA. 

UT 

PHACELIA INSULARIS VAR. INSULARIS 

AL &A 

PHACCtlA. 

AZ 


CA 

PHACELIA, NORTH PARK 

CO 


NV 

PHACELIA. SCOTT VALLEY 

CA 

PHACELIA, HOWELL 

AZ UT 

ID NV 

PHACELIA, DRAB 

UT 


CA 

PHACELIA, ISLAND 

CA 

NH TX 

PHACELIA, STICKY 

WA 

PHACELIA, NIPPLE BENCH 

UT 

PHACELIA, HONO 

CA NV 

PHACELIA, ROUND LEAF, OCATH VALLEY 

CA NV 

NV 

PHACELIA, NINE NILE CANYON 

CA 

PHACELIA, HOUNTAIN 

CA 

PHACELIA, PALE 

Tt HEX ICO 

CA NV 

OR 

PHACELIA. HT. DIABLO 

CA 

PHACELIA. 

AZ UT 

AZ 

PHACELIA, STEBBINS 

CA 


CA 

PHACELIA, 

CO 

PHACELIA, UTAH 

UT 


OR 

PHACELIA, 

AZ 

BEAN, SUPINE 

AZ UT 

Tl 

NH 

TX 

ICC GRASS 

AK CO NY, C4*«di, 
U.S.S.R. 

PHLOX. CLEFT, 

AR IL IN KY HO TN 

VA NV 

PHLOX, 

CO NH 

PHLOX, NAVAJO HOUNTAIN 

A 1 UT 

PHLOX. BEAR VALLEY 

CA 

PHLOX, REO CANYON 

NV UT 

PHLOX, 

UT 

PHLOX, VREKA 

CA 

PHLOX, CLEARWATER 

10 

PHLOX, 

UT 

PHLOX PILOSA VAR. lONGIPILOSA 

OK 

PHLOX. 

HT 

PHLOX, 

10 OR WA 

PHLOX. TRAILING, TEXAS 

TX 

PHLOX, 

KS OK TX 

OR 

PHLOX, LONG-HAIRED 

OK 

phlox, 

AL 


WV 

PHOLISHA 

AZ CA, MEXICO lift)* 
CiiHornU) 

AZ 

leaf-flower. 

TX, HutCO 

FL 


FL 


HI 

FERN, AMERICAN 

AL HI NY TN, 


HI 

h: 

HI 

h; 

H! 

HI 

HI 

HI 

h: 

HI 

HI 

Ml 

HI 
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STATUS 


SCIENTIFIC NAME 


FAULT 


common name 


RANGE 


3A 


FHYLLCSTEfilA L0M&IH0M7I6 

LAM I ACE AC 


1 


PHVLL0STE6IA RACROPHVLLA VAR. VELUTImA 

LAMIACEAC 


1 


PHVLLOSTEltA HOLLIS VAR. FASERUNDII 

LAMIACCAC 


1 


FMVLL0STE6IA HOLLIS VAR. HOChREUTIACRI 

LAM IACEAC 

ME HE KUMlHA 

1 

• 

FHVLL08TE1IA MOlLIS VAR. LVD8ATEI 

LAMIACEAC 


1 


PHKLOSTEGtA MOLLIS VAR. MICRAMTHA 

LAMIACCAE 


1 

• 

phvllostcsia FAAWIPLCAA VAR. CAMESCCNS 

LAMIACEAC 


1 

• 

PHVLLOSTEGIA PARVIFLOP.A VAR. 

LAMIACCAC 




luiiRtuicum 



1 

• 

PMYLL0STC8IA PARVIFtORA VAR. 

LAMIACEAC 




HOMOLUIENSIS 



1 

A 

PHVLLCSU6IA VARIAltLIS 

LAMIACEAC 


2 


PMVLL08TE6IA VAMASUCMU 

LAMIACEAC 

FMYLLOSTCStA. VAHAQUCMI 

1C 


FHYSAL1S VISCOSA VAR. IlLIOTtt 

solamaccae 


2 


FHVSARIA ACUTIFOLIA VAR. PURPUREA 

•RASSICACEAE 


S 


PHtSARlA ALPESTRIS VAR. LVRATA 

... KC ••• 

FHVSARIA CIOYKQCARPA VAR. LYRA 

S 


FHVSARIA ALFESTRIS VAR. PURPUREA 

••• SEE 

FHVSARIA SEVER! VAR. FuRaPEA 

2 


FHVSARIA 1ELLII 

BRASSICACEAC 


3C 


FHVSARIA COMOEKSATA 

•RASSICACEAE 

THIMF9D. CENSE 

7 


FHVSARIA fiIfiVMOCARFA VAA. LVRATA 

•RASSICACEAE 


7 


FHVSARIA COHII 

BRAS5ICACCAE 


3C 


PHV5ARIA SEVER! VAR. PURPUREA 

•RASSICACEAE 


SC 


FHVSARIA GRAHAM 11 

BPASSICACEAE 

tmimfoo. graham s 

7 


FHVSARIA 01C0RDATA 

•RASSICACEAE 


7 


FMfS0STEG1A CORRELLII 

LAMtACEAE 

false ORASON-hCAC, correll s 

7 


FHVS0STE6IA LEPTOPHVLLA 

LAMIACCAC 


7 


FHVS0S7E6IA L0H61SEPALA 

LAMIACCAC 


31 


PHfSC5TE6IA MICRAMTHA 

LAMtACEAE 


31 


PHVSOSTEGIA VEROMICIFORHIS 

LAMIACEAC 

DRAGONHEAD. FALSE 

3C 


FIERIS FHILLVREAEFOUA 

ERICACEAE 


l 


FILEA ICPTOFMVILA 

URTICACEAE 


l 


F1LCA MULTICAULI8 

URTICACEAC 


7 


FILEA RICHARDlI 

URTICACEAE 


7 


PILCA VUNflUENSlS 

URTICACEAE 


3C 


FILOSTYLES THUR1ERI 

RAFFLESIACEAC 

FILOSTYLES. TmuRIER S 

JC 


PIMCFMEVA PulCNS 

RUlUCEAC 


2 


FIM6UICULA IOMAMTHA 

LEHTI1ULAIIACEAE 

•UTTERMOST, 

2 


FIMSUICULA aAMIFOLIA 

LEMTIlULARIACCAC 

1UTTERM0RT, CHAPMAN 9 

2 


FIMUS TORREVAMA 

FJMACEAE 

FINE, TORREV 

3A 


FIS0M1A FLORIDANA 

nvctaginaccae 


31 


FITTCSFORUM ACUMINATUM VAR. LEPTOPGOUM 

FITTOSPORACCAE 


31 


FITTOSPORUM ACUHIMATUM VAR. HASftlFOltUH 

FITTOSPORACCAE 


31 


FITTOSFORUM ACUMINATUM VAR, MAIHCAJIUH 

FITTOSPORACCAE 


31 


FITTOSFORUM AHPlCCTENS 

FITTOSPORACCAE 


31 


FITTOSPORUM ARGENTIFOLlUM VAR. 

FITTOSPORACCAE 




ARSEMTIFOLIUM 



31 


FITTOSFORUM AR6ENTIF0L1UM VAR. SESSILE 

FITTOSFORACEAE 


3C 


FITTOSFORUM CAULIFLORUM VAR. CAULIFLORUM FITTOSPORACCAE 


31 


FITTOSFORUM CAULIFLORUM VAR. 

FITTOSPORACCAE 




CLA0AMTH01CES 



2 


FITTOSPORUM CAULIFLORUM VAR. 

FITT09FDRACEAC 




feciccllatum 



31 


FITTOSFORUM CLADRMTMUM VAR. GRACUIPES 

FITTOSPORACCAE 


7 


PITTOSFORUM CCMFERTIFLORUM VAR. L0MHFE5 

FITTOSPORACCAE 


31 


FITTOSPORUM COHFERTIFL0®U1 VAR. 

FITTOSPORACCAE 




micfqfhvllum 



31 


FITTOSPORUM 61A1FUM VAR. 0L05ERATUM 

FITTOSPORACCAE 


31 


PITTOSFORUM SlABAUM VAR. INTCAHCOIUM 

FITTOSPORACCAE 


31 


FITTOSFORUM 8LA8RUM VAR. T|NlF0t!t/M 

FITTOBPORACEAC 


31 


FITTOSFORUM HALOPHILOIDES 

FITTOSPORACCAE 


31 


FITTOSFORUM HAIOFHILUM 

FITTOSPORACCAE 


1 


FITTOSFORUM HAVA ISENSE 

FITTOSPORACCAE 


31 


FITTOSFORUM HELLER! 

FITTOSFORACEAE 


31 


PITTOSFORUM MOSHER! VAR. HOSMERI 

FITTOSPORACCAE 


31 


FITTOSFORUM HOSHERI VAR. SAINT-JOhNII 

FITTOSFORACEAE 


31 


FITTOIPQROM INSIOME VAR. MICRAMTMUM 

FITTOSFORACEAE 


31 


PITT05F0RUM KAMANAMUM 

FITTOSPORACCAE 


31 


PITTOSFORUM FAURIEMSE VAR. REFERS 

FITTOSPORACCAE 


31 


FITTOSPORUM TCRMIMAlIOIOES VAR. 

PITTOSPORACEAE 




LAMA IEMIC 



31 


FITTOSPORUM TCRMIMALIOIOES VAR. MACPO«US FITTOSFORACEAE 


31 


FITTOSPORUM TERMIMALlOIOES VAR. HAUIENSC 

FITTOSFORACEAE 


7 


fit topsi9 flex uos a 

asteraceae 


LE 


fityofsis rutmii 

asteraceac 

OOlCEN'ISTER. RuTH’S 

3C 


FITTOPUS CAL tFORMJCUS 

ERICACEAE 


S 


PITYOPUS ORESOMA 

SEE • •• 

FITVOFUS CALIPORNICUS 

s 


FtTVOTHAHMUS TETRAHERUS 

IM SEE ••• 

ASIM1NA TCTRAHCRA 

2 

• 

FLAflIClOTHtVS DIFFUSES 

10RA61NACEAE 

FOFCORNFLQMER. SAN FRANCISCO 

3C 


FLASIOPOTHRYS DISTAKTIFiORUS 

I0RAS1NACEAE 


2 


FLAStCIQTHRVS OLASER 

10RA0IMCEAE 

ALLOCARVA. GLABROUS 

2 


PLASI060THRV8 BLYFT0CARRU9 VAR. MOOESTUS SGRAfilNACEAE 

ALLOCAAVA, CCSAP VALlE' 

2 

• 

PLA0I010TKRVS HIRTUS VAR. CQRALLICARF’JS 

1CPA9IKACEAE 



h: 

MI 

MI 

MI 

HI 

R! 

HI 

Ml 

MI 

HI 

MI 

a 

UT 


CO 

MV 

(0 

MV 

ID 

UT 

CO 

Tl 

FL SA JkC SC WA 
LA Tl 
OK Tl 
Fl GA 

AL a 6A MS SC 

FA 

PR 

PA VI 
FA 

AZ CA nw Tl, M#»ico 
($4jA CaI iforniAt 
a GA sc 
a 

al a ns 

CA 

a 

HI 

Ml 

MX 

Ml 

MX 

MX 

HI 

Hi 

Ml 

MI 

HI 

MI 

MX 

HI 

HI 

Ml 

MI 

Ml 

HI 

Ml 

Ml 

Ml 

Ml 

HI 

HI 

HI 

MI 

a 

tm 

CA OA 


CA 

CA 

CA 

CA 

OR 
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STATUS 

SCIENTIFIC MAC 

FAMILY 

C0HH0N KAHC 

RANGE 

2 

PIA610I0TKAYS HIATUS VAR. HIATUS 

B0RA6INACEAC 

AOACORNFLOHER. 

OR 

2 

ALA6I0B0THRYS MYSTRICULOS 

B0RAS1NACCAE 

allocarya. bearoeo 

CA 

2 • 

ALA6I0B0THRYS LAHAAOCARAUS 

BORABINACEAC 

AOACORNFLOHER. 

OR 

2 

ALRSIQBOTHRYS HOLLIS VAR. VEST IKS 

I0RA6INACEAE 

ALLOCARYA, aetaluha 

CA 

2 

aiabiobothrys SCAIATUS 

BORABINACEAC 

ALLOCARYA, SCRIBE 

CA 

2 

ALA8I0B0THAY8 STAICTUS 

B0RA61NACCAC 

allocarva, calistosa 

CA 

S 

alancmohclla auahiensis 

••• SEC 

AOUTCRIA AUAHIEMS1S 


S 

ALANCHONELLA AHYNCmOSAEAM 

see ••• 

POUTER IA RHVNCHOSPERHA 


2 

alanta&o coaoata 

ALANTA61NACEAC 

plantain. HEART-LEAVED 

AL AR DC FL 54 IL IN M 
LA HD HI HO NY NC OH VA 
HI, C«*«d« tOn.i 

2 

AlANTASO AAINCCAS VAR, ACAULlS 

ALANTA62NACEAE 


Ml 

1 

RIAHTASO ARINCEAS VAA. DENTICULATA 

ALANTA8INACEAC 


HI 

1 

ALANTASO ARINCCAS VAA. CLATA 

ALANTASINACCAC 


HI 

1 

PLANT AGO AAINCCAS VAA. LAIIFOLlA 

ALANTABINACEAE 


H! 

1 

ALANTASO AAINCEAS VAR. ARlHCEAg 

ALANTASINACCAC 

ALE 

HI 

2 

ALANTASO AAINCCAS VAR. OtiCLCNlANA 

ALANTA81NACCAC 


HI 

SC 

alatanthcra flava 

CRCHIOACCAC 

REIN ORChlO. SOUTHERN 

AR OE OC FL 6A !L IN IA 
Ft LA HE HD HA H| HN HQ 
NH NJ NY NC QH OK FA Ri 
SC SD TN TI VT VA «V H] 

1 

alatanthcaa HOLOChILA 

ORCMIOACCAC 


HI 

sc 

ALATANTHCRA Integra 

ORCHIOACCAC 


AL FL 6A LA HS NJ NC SC 
TN TI 

2 

ALATANTHCRA INTE8RILABIA 

ORCHIDACEAE 


AL KY HS NC SC TN 

2 

ALATANTHCRA LCUCOAhAEA 

OACHIOACEAE 

ORCHID. NHlTC-FRlNBED, PRAIRIE 

AR IL IN IA kS LA HE HI 
HN HO ME NY ND OH OK FA 
SO VA HI, OM.) 

SC 

alatanthcra acrahocna 

ORCHIOACCAC 

0RCH10. PURPLE. FRINBCLCSS 

AL AR DE IL IN K» HO HS 
HO NJ NY NC OH FA SC T* 
VA HV 

SI 

alatanthcra umlasccnsis ssp. HARITIHA 

ORCHIOACCAC 

RCIN ORCHID. ALASKA 

CA OR HA. CA*AdA <B.C. 

1 

alatyocbha RCRYI 

RUTACCAC 

AILOKE*. REHY 

HI 

2 

ALATYSTCnON CALIFORNIA VAR. CILIATUS 

aaaavcraccac 


CA 

1 

AlCODCNDRON HACRANTmuh 

cancllaceac 

CHUPASALLO fCHUAACALLOSl 

AR 

S 

AtEOHCLC AUREA 

••• SEE ••• 

DRACAENA AUREA 


s 

alcohcle foriesm 

... $£f 

DRACAENA FORBES!1 


2 

ALEUROAOSON HODyBRANUS 

ACACEAE 

SEHAPhORE ORASS. HOOVER*3 

CA 

2 

ALCUROAOBON CRC6QNUS 

AOACEAC 

SEMAPHORE BRASS. 0RE32N 

OR 

SC 

aluhhcra anbiscws 

ASTERACCAE 


AJ 

:s 

ALUHHCRA FlORIlUNDA 

A5TERACEAE 


A2 

i 

AOA ATROAURAUREA 

AOACEAC 

BLUE BRASS. SAN BERMOINO 

CA 

sc 

AOA curtifolIa 

PCACEAC 


HA 

2 

AOA CYCROAA.ll 

AOACEAC 


AN 

2 

AOA FIIRATA 

AOACEAC 

BLUE BRASS, LASSEN COUNTY 

CA 

2 

AOA INVQLUTA 

AOACEAC 

BLUE BRASS. BIG BEND 

TI 

SC 

AOA LAIIFLORA 

AOACEAC 


4* OR HA, Canada (B.C.i 

1 

AOA HRNNII 

AOACEAC 

BLUE BRASS. HAWS 

HI 

SC 

AOA "ARCIDA 

AOACEAC 


OR HA. CAHAdA 'B.C.I 

2 

AOA HCRRILltANA 

AOACEAC 


AK 

2 

AOA NAACNSIS 

AOACEAE 

BLUE BRASS, NAPA 

CA 

2 

AOA N0R8ER6U 

AOACEAC 


AK 

S 

AOA AACHYAHOLIS 

SEE 

AOA UNILATCRALIS 


2 

AOA PALUDIBCNA 

AOACEAC 

BLUE GRASS. 

IL IN HI HN NY QH FA At 

SC 

AOA AIPCRI 

AOACEAE 


CA OR 

2 

AQA RHIIONATA 

AOACEAE 


CA 

| 

AOA SANDVICCNSIS 

AOACEAE 

BLUE BRASS. HAnAIIAN 

HI 

1 

AOA SIANON08L0SSA 

AOACEAE 


HI 

1 

AOA UNILATERAL1S 

AOACEAC 

BLUE BRASS. SEA CLIFF 

HA 

2 

AOOISTERA YUKONENSIS 

AAIACCAE 


AK, CAPAdA (Yukon* 

1C 

AOBOGynC 0BRAHS1I 

LAHIACEAE 

NCSA HINT. SAN DIEGO 

CA 

2 

ACB08YNC CLARCANA 

lahiaceae 

A03CSYNE. SANTA LUCIA 

CA 

2 

A0606YNC DOUBLAStI SSA. AARVIFLORA 

LAHIACEAE 


CA 

1 

AOG03YNE NLDIUSCULA 

lahiaceae 

AOSOBYNE, LOHA ALTA 

CA, Htxieo 

SC 

aolehonioh ChARTACEUH 

POLCHOH!ACEAC 


CA 

SB 

AOLCHCNIUH NCVADENSC 

AOLEHONIACEAE 


NV 

2 • 

A0LEH0N1UH OCCIOENTALE VAR. LACUSTRC 

aolchoniaceae 

JACOB S LADDER. 

HN 

2 

AOLCHONIUH AAUCIFLORUH SSA. MINCKLFYI 

AOLEHCNIACEAC 

JACOB S LADDER. 

A l TI 

2 

A0LEH0N1UH AECTINATUH 

P0LCH0N1ACEAE 


HA 

2 

AOLEHONIUH REATANS VAR. VlLLOSuH 

AOLEHONIACCAE 

JACOBS LADDER. 

KY OH 

2 

AOLEHONIUN VAN8RUNTIAC 

AOLCHONIACEAE 

JACOB'S LADDER, 

CT HD NJ NY AA VT HV. 

CapA d a <N,8.. 

SC 

AOLIANTHES haculosa 

LILIACEAC 


TI 

2 

AOLIANTHCS RUNYONII 

LIIIACEAE 

HUACO. RUNYON 

TX 

SC 

AOLI0H1NTHA 6LABRESCENS 

lahiaceae 

ROSENARY-HINT 

TI. HftakCO 

2 

A0LYCTCN2UH HILLIAHSIA£ 

BRASSICACEAE 

COHBLEAF 

NV 

S 

polvbala arcnicola 

••• SEE ••• 

AOLYSALA SHALLII 


2 

A0LY6ALA BOYKIN!! VAR. SAARSIFOUA 

A0LV6ALACEAE 


FL 

2 

A0LV6ALA CORELLI I 

AQLY6ALACEAC 

AALO DC VIOLCTA IVIOLCT TREE! 

AR 

1 

aolysala lcntonij 

aolygalaceac 

A0LY6ALA. LCHTONS 

FL 

SC 

A0LY8ALA HARAVILLABCNSIS 

A0LY6ALACEAC 

NILCHORT, HARAVILLAS 

TI 

SB 

AOLYSALA AJLIOAHCRA 

R0LY8ALACCAE 


a: 

SC 

AOLYSALA RIRULICOLA 

A0LY6ALACEAC 


NH TI 
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STATUS SCIENTIFIC NANI FAMILY 


lE 

POLYGALA SMALL II 

pqlygalaceae 

SC 

PGUCAIA SUISP1N0SA VAR. N|T|A&AHYNCA 

POLYGALACEAE 

1 

POLYGCNELLA CILtATA VAN. IAS IRANI A 

POLYCONACEAE 

1 

POLYGONELLA HACROPMYLLA 

POLVGQNACEAE 

sc 

POlYGONEcLA HYN(OPMVLLA 

POLVSONACEAE 

sc 

PCLV60NELLA PARKS!1 

POLYCONACEAE 

sc 

POLYGONUM iiomelciac 

P0LV60NACEAE 

zt 

POLYGONUM CASCAGEMSC 

FOLVGONACEAE 

7 

P0LY6GMUH fUSSFORNE 

POLYGONACEAE 

7 

POLYGONUM HARINEnSC 

POLVSONACEAE 

t 

• POLYGONS HONTCREYENSE 

POLrGOKACEAE 

7 

POLYGONUM PENSYLVAMICLH VAN, 
IGIAN0U105U* 

POLYGONACEAE 

SC 

P0CY8CNUN STRIATULUH 

POLYOCNACEAE 

3C 

POLYGONUM TCXEN3I 

P0LY60NACEAE 

SI 

POLYGONUM UTAKINSE 

POLYGONACEAE 

2 

POlVHNIA LAEVIGATA 

ASTCRACCAE 

2 

P0LYST1CHUH ALEUT(CUN 

POLYPOOIACEAE 

SC 

POLYSTICHUN OUCLEY! 

POLVPOO!ACEAE 

SC 

POLYSTICHUH KRUCKEIERG!I 

POLYPOOIACEAE 

SI 

POPULUS H1NCKUYANA 

SALICACEAE 

sc 

PONOFHYUUH 6REGGII 

ASTCRACCAE 

2 

PORTULACA CAULERPOIOCS 

PORTULACACEAE 

1 

PORTULACA HAMA!IENSIS 

PORTULACACEAE 

I 

PORTULACA SCLEROCARFA 

PCRTULACACCAE 

SC 

PORTULACA SHALL!I 

PORTULACACEAE 

1 

POTANO0ETON CIVSTOCARPUS 

PCT*N06ET0NACEAE 

2 

P0TAN06ET0N FlORICANUS 

PCTANQ6ETCNACCAC 

SC 

PQTANOGETQN HILL!! 

PO T AH08E TONACEAC 

SI 

P0TAH06ETGN LATERALIS 

pqtanogctonaceae 

SI 

POTANOfiETON PORTER! 

potahogetonaceae 

2 

POTENT ILIA EFFUSA VAR. RUP INCOLA 

ROSACEAC 

2 

POTENTIlLA MICKHANII VAN. hICFNAN! 1 

ROSACEAE 

2 

POTENT!LLA HICKNAM I VAR. UlIEINOSA 
/INCH. 

ROSACEAC 

SC 

POTENTILLA HULTIFOUOLATA 

RCSACEAE 

1 

• POTENTILLA MULTIJUGA 

ROSACEAE 

7 

POTENTILLA PATELLIfERA 

ROSACEAE 

Cl 

POTENTILLA ROIIINSIA^A 

ROSACEAE 

5 

POTENTILLA RUF INCOLA 

••• SEE 

SC 

POTENTILLA SIERRA-lLANCAE 

ROSACEAE 

s 

POTENTILLA 01ISINCSA 

••• SEE 

1 

P0U7ERIA AUAHIENSIS 

SAPOTACEAE 

t 

POUTER!A RHYNCHOSPERNA 

SAPGTACCAE 

2 

PRENANTHES ROOTT1I 

ASTCRACCAE 

SC 

PRCNANTHE5 RCANEN5IS 

ASTCRACCAE 

2 

prihula cafillanis 

PRIHULACEAE 

SC 

PRIMULA CUSICr ! ANA 

FRIHULACEAC 

2 

PRINULA HLfNNE«CLLI ( 

PRIHilACEAE 

ll 

PNINULA NAGUIRC! 

PRIHULACEAE 

SC 

PRINULA HISTA3SINICA 

PRIHULACCAE 

2 

PRIHULA nEvacenSIS 

PRIHULACEAE 

SC 

PRINULA SFECUICOLA 

FFIHULACEAC 

2 

PRIHULA NlLCOtIANA /SP. NOV. |N£D. 

PRIHULACEAE 

l 

PRITCHAROIA AYLHER-RCBIN5CHII 

ARECACEAE 

2 

PNITChAROIA cllipmca 

ARECACEAE 

1 

PRITCHARCIA ERIOPHCRA 

ARECACEAE 

2 

PRITCHARfilA fiAuOtCHAuO!! 

ARECACEAE 

I 

l 

PRITCHAACIA 6LAIRATA 

ARECACEAE 

fritcharoja hilleiramoi; 

ARECACEAE 

SC 

PNITCHARDIA f.AALAE VAR. KAAlAE 

ARECACEAE 

SC 

PRITCHAROIA MAlAE VAN. NININA 

ARECACEAE 

2 

PRITCHARCIA LAmANAC 

ARECACEAE 

1 

I 

FNITCHARDIA LANAIENSIS 

ARECACEAE 

PRITCHAROIA PONTA 

ARECACEAE 

1 

FRITCHARCtA HUNROII 

ARECACEAE 

I 

PRITCHAROIA RENOTA 

ARECACEAE 

2 

fritchanoia schattaveri 

ARECACEAE 

SI 

FRIVA P0RT0RICCN5I5 

VERSCNACEAE 

2 

PPQBCSCIOEA SAIULOSA 

PEDAL IACEAE 

2 

PRCIOSCICEA 5PICATA 

fedaliaceae 

SC 

prunls alleghaniensis 

ROSACEAE 

t 

PRUNUS GENICULA*A 

ROSACEAE 

s 

PRUNUS GRAVES!! 

• m SEC Ml 

sc 

P'RUNUI HAVANOII 

ROSACEAE 

2 

PRUNUS HANl TINA VAR. GRAvES!I 

ROSACEAE 

SC 

FRUNVS HlNUTiriORA 

ROSACEAE 

sc 

FRLNUS HURRAYANA 

ROSACEAE 

sc 

PRUNUS TEXANA 

ROSACEAE 


COMMON NAf*| RANSC 


P0LY5ALA, TINY 

FL 

JOIMTKEED, 

CA NV 

FL 

JGIN7MCE0, LARGE-LEAVED 

AL FL 

JOINTNEEO, 

FL 

JOIN?NEED, PARKS 

TI 

KNOTNEEO, IIDI4ELL 

CA 

KNOTMCCO, HANIN 

ON 

A! CA 

CA 

KNOTNEED, MONTEREY 

CA 

PINKVEEO, LAKE ERIC 

HO OH, C«n*d« (Ont* > 

RNGTMEEO* 

II 

TI 

SHIELD FERN IMOLLY FERN), ALEUTIAN 

UT 

AC FL 6A KY NO TN 

AK 

SNQRO FERN. OUOLEY $ 

CA 

COTTONNOOD. GOAT CANYON 

CA 10 HT OR MA, C**«d* 

CI.C.I 

TI 

PORTULACA, HAnAII 

TI 

PR 

HI 

IHI-HAKOLC 

HI 

PONOMEEO. 

6A NC VA 

TI 

PCNOMCEO. HILLS 

FL 

CT HA HI NY OH PA VT, 

CINOJEFOlt, HICK NAN S 

CiOAdA (Ont.) 

CT HA HI HN NM NY VT 

PA 

CO 
• CA 

CINQUEFOIL, CUNNINGHAM HARSH 

CA 

CtNCJEFQIL, IALLONA 

AZ 

CA 

CINQUEFOIL, KINGSTON MOUNTAINS 

CA 

cinquefoil, robiins 

NH VT 

POTENTILLA EFFUSA VAN. RuPINCOiA 

POTENTILLA HICKMAN!1 VAR. ULI6IN0SA 

NH 

VAR. 

NOV. /INED. 

ALA'A 

HI 

ALA A 

HI 

rattlesnake root, ioott s 

HE NH NY VT 

rattlesnake root, mountain 

NC TN VA 

PRIMROSE. 

NV 

PRIHROSE, NALLCUA 

ID tR 

PRIMROSE, MAGUIRE 

AZ 

UT 

PRIMROSE. GIRO S-f»E 

!L (A HE HI HN NY VT MI 

PRIMROSE, 

CanA 

NV 

PRIMROSE, 

AZ UT 

hahanc <L0 ULU) 

ID 

HI 

LOULU 

HI 

LO’ULU 

HI 

LOULU 

HI 

LO ULU-LtLO 

HI 

HI 

LO ULU 

HI 

LO ULU 

HI 

LOULU 

HI 

LOULU 

HI 

PLUM. ALLEGHANY 

HI 

HI 

HI 

HI 

FR 

NH TI 

TI 

cr mo hi h: pa va nv 


PLUM. SCRtil ft 

PPUNUS HARITIRA VAR. GRAVES!! 


TI 

PLUM. SEACH. GRAVE'S CT 

TI 

T* 

TI 
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sum 


scientific NA*£ 


FAMlV 


C€*nON NAHC 


RANGE 


2 

pseuoqbahia iamiacfoua 

ASTERACEAC 

PSEUDOIAhIA, HARTMEI S 

CA 

2 

PSEUDOBAMIA PCieSQM!! 

ASTCAACEAE 

PSEUOQIAMU, TULARE 

CA 

3 

PSEUOOTAENIOU MONTANA 

»•* SEE ••• 

TAENtDIA NONTANA 


1 

PSIOIUN 5INTCNISM 

NYRTACEAE 

HOJA NCNUOA 

PR 

2 

PSOAALCA EPIPStLA 

FABACEAE 

scurf-pea. 

AZ III 

1 

• PSORALEA NACROPMYLLA 

FABACEAC 

SCURF-PEA, 

NC 

2 

PSORALEA PARIENSIS 

FABACEAE 


UT 

2 

PSORAlEA RYDBERG!1 

FABACEAE 


11 NCIICQ 

1 

• PSORALEA STIRUIATA 

FABACEAE 

SCURF-PEA, 

IN KV 

SC 

PSORALEA SUlACAULIS 

FABACEAC 


AL 6A IN 

7 

PSORALEA TRINCftVATA 

FABACEAE 


NR T& MEXICO 

SC 

PSCFOTxAmms arboresccns 

FABACEAE 


CA 

SC 

psorotmannus Kudu 

FABACEAE 


NV 

2 

PSOROTHAHNUB P0LYADENIU8 VAR. J0NE51! 

FABACEAE 


UT 

SC 

PSOAOtMARNUS TmCRPSOAAC VAA. THO*PSO'tA£ 

FABACEAE 


AJ UT 

2 

PSCROTKARNUS TNQflPSQMAE VAA. MHlTlNfil 1 

FABACEAE 


At UT 

1 

PSYCHQTAIA GRAND!FLORA 

lullACEAE 


Ml 

1 

• PSYCHOTRIA IttSULARuA VAA. PARADISIl 

AUBIACEAC 


M 

s» 

PTUALYIIA CAUMANA 

apocynaceae 

RAUL If 

Ml 

t 

PTERALTiri CSUAICNSIS 

APOCYNACEAE 

PTERALVIIA, KAUAI 

HI 

1 

PTEA18 LlDSATCl 

POLYPODtACCAE 


Ml 

2 

PTEA06L0SSA8P18 ECAI8TATA 

ORCHICACCAE 


FL BA LA NO MC SC, Cil« 

2 

PTILA8A0ST15 HCKSMQlICA SSf. POATCAl 

POACEAE 

NEEOLE braes, porter 8 

CO 

S 

PTILA6RQSTIS PORTER! 

• •• BEE Ml 

PIlLABAOStlS AONBNOLICA SSP. POATERI 


2 

PTlLUNlUM PLOVJATIlC 

APIACCAE 

KARPERELLA, 

AL NO NC MV 

2 

PT1LIHNIUM KCSOSun 

APIACEAC 


SA SC 

2 

PUCCJNtLLlA PARISH)! 

POACEAE 

AUCAlI brass. PARISH B 

AZ CA Ml 

2 

PUCCINELUA 7AIFLQAA 

POACEAE 


AM 

SI 

PYCNANThEMUII CURVIPES 

LAM ACE AE 

NOliNTA! N-NlNt, 

AL SA Ul 

SC 

PVCAANTHERliH FL0A1BANUA 

LAMACCAC 


fl 

JA 

pyoianthchoii PONOTRICKUH 

LAMACEAE 

mountain-hint. 

VA 

S 

PYRROCOHA ACUMNATA 

••• SEC ••• 

HAPLGPAPPuB contractus 


s 

PYRROCOHA LIATAIFORRIS 

mi SEE mi 

naplopapp^s liatpifornis 


s 

PYRROCOHA raiiatus 

Ml SEC Ml 

HAPlOPAPFuB RAOIATuB 


s 

PYAROCORA UAtFLDAA VAA. BOSSYPUA 

••• SEE ••• 

HAPLOPAFPUS UMFL0RUB BSP. SOSSlPINUB 


1 

PtilBAATHCRA BAABUIA1A VAR. IREVIFOLIA 

0UFENS1ACEAE 

PIIIE-NOSS. NELL S ISANOMILU 

NC SC 

3 

PVIIOAAThERA BREV1F0UA 

mi SEE ••• 

PYklOAMTHENA I-FBULATA VAR. |A€v!F0UA 


3C 

OUCRCUS ARKANSANA 

FABACEAE 


Ai. AN 

SC 

OUCRCUS 6E0A61ANA 

FABACEAE 


Ac SA SC 

SC 

0UERCU8 IRACnirORniS 

FABACEAE 

OAK. SLCAOCA 

Tl 

1 

QUERCOS HTNCKCLEYI 

FAGACEAC 

can, NlACftCY S 

IB 

2 

QUEFCUS Q6LCTHCRPt«SlS 

FASACEAE 


SA LA SC 

SC 

OUCRCUS PARVULA 

FABACEAC 

OAK. SANTA CRUZ ISLAND 

CA 

2 

OUCRCUS SHUPAROIX VAR. ACEWFOLIA 

FABACEAE 


AR 

2 

OL'EACUS TAR01FCL1A 

FASACEAE 

OAK, CMI03 ftOUNTAlNS 

Tl 

SC 

OUCRCUS TOHEmTELLA 

FA6ACEAC 

OAK. ISLAND 

CA. RElICO 

sc 

RA1LLAR0ELLA P.UIRII 

ASTERACEAC 

raillaadella, HUIR s 

CA 

sc 

PAIUAROCUA PRINGLE! 

ASTERACEAC 

raillardclla, 6H0NY 

CA 

sc 

RAILLAROCLU SCABR1SA 

ASTERACEAC 


CA 

s 

AAILUAAOIA ARBOPEA 

SEC ••• 

sjbautia a/bcsca 


s 

AAILUAROIA MLLEBAANDII 

• •• SEE mi 

DUIAUTIA HILLEBRAHSI! 


8 

RAllLIAAOIA LOMCHOfHYUA 

mi SEE mi 

OUBAuTIA kONCNOPHYLL* 


$ 

RAltLlAPDU RETICULATA 

• •• SEE mi 

DUIAUTXA RETICULATA 


S 

RAILIIARCIA SXERFPIANA 

••• SEE ••• 

0UBAUT1A ShERFFIANA 


2 

AAND1A P0R70FICERSIS 

RUBlACCAE 


PR 

1 

RANUNCULUS ACS IFCAP IS VSR. AESTIVALIS 

RANUftCOLOCEAC 

BuTTEtCul, SHARP. AuT'JHN 

UT 

2 

RANUNCULUS AUS?R3~0A£6&*US 

RANUNCULACEAE 


OR 

38 

RANUNCULUS FA8CICULAR18 VAA. CUNEIFORMS RANUNCULACEAE 

CRONFOOI, tf*R 

Tl 

SC 

RANUNCULUS UAPOERUS VAR. SUBAFFUIS 

RANUNCULACEAE 

BUTTERCUP. 

AZ 

sc 

RANUNCULUS OCC!DENTAL 18 SSP. NELSONIl 

RANUNCuLACEAE 


AS 

2 

RANUNCULUS RECONOITUS 

rakunculaccae 


OR MA 

SI 

RANUNCULUS 8U8C0RCATUS 

RANUNCULACEAE 

BUTTERCUP, BlAOfN 

NC 

SI 

RAUVOLFJA HCUER! 

APOCYNACEAE 


HI 

SI 

RAUVOLFIA MAUlCNSIS 

APOCYNACEAE 


HI 

SI 

RAUVOLFIA HOLOFAJENSU VAR. PARVIFOlIA 

APOCYNACEAE 


MI 

SI 

RAUVOLFIA REN0T1FLCRA 

APOCYNACEAE 

NArtAUwA KElAU 

Mt 

31 

RAUVOLFIA SANDNICENSIS VAA. SANDtf1CENSIS 

APOCYNACEAE 

HAO 

Ml 

SB 

RAUVOLFIA SANQnICENSIS VAR. SUlACUMNATA APOCYNACEAE 


Ml 

2 

PAVENIA URBAN!I 

RUTACEAE 

TORTUSO RRIETO 

PR 

\ 

REHYA XAUAICMSIS 

ASTERACEAC 


Ml 

1 

ACNVA HAUICVSIS 

ASTERACEAC 

REH V A. RAU! 

Hi 

S 

REyNCLDBIA OESENER! 

••• SEE ••• 

REYH0L0S1A S-vC4lCEVSIS 


s 

p.etnqldsia hiuebrandii 

mi SEE ••• 

RCYNOLISIA bancmccnsis 


s 

REYNOLDS!A HUEHUENSIS 

• SEE mi 

RCYN0LBB1A SANDMCEHS1S 


s 

REVNOlDSSA RAU1ENSIS 

hi SEE mi 

RCYNOLISIA SANOVICCNSIS 


sc 

REYNOLDS!! SANCW2CENSIS 

ARALUdAC 

CHE 

Ml 

s 

REYNOLOSIA VENUSTA 

••• SEE ••• 

REynolDSXA SANDMCENSIS 


sc 

RhAPIDOPMYLLU* HYSTAII 

ARECACEAE 

palh. needle 

At FL GA NS SC 

2 

RHEIIA ARI9T0SA 

helabtqmataccae 

nCADONfiCAutY. &-NEC 

AL OC BA NC NJ SC VA 

2 

rmeiia parviflora 

aelastohataccae 

*£AOOUiI*UTV, 

At FL GA 

2 

RHEIIA SALlCIFOLlA 

rclastonataceae 

NEADOHBEAUTV. PANhAVDlC 

AC Ft 

3C 

AHINANTHUS AfiCTtCUS 

SCROPHVLAAIACCAE 


AR 

sc 

RHIPSALIS IACCIFERA 

CACTACEAE 


FL. SM 


A<ric«. A»*rjc4. 

S©*th amtici. 
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STATUS 

* SCIENTIFIC NAME 

family 

COMMON NAME 

RANGE 

S 

AHJP«At!S CASlUTHA 

••• SEE ♦ 

RHIPSAUS iaccifera 


SC 

ArOOOOCKOfiCli AUSTAINUM 

ERICACEAE 


AL fL GA NS 

sc 

RHODODENDRON BftrERt 

ERICACEAE 

rhododendron, eater s 

AL 6* NY NC TN VA 

1C 

rmcocjdendrgn chapman;! 

ERICACEAE 

rhododenorgn. CHAPHAN 

Ft 

s 

RHODODENDRON MINUS VAR. Cma»*4NJ] 

mi SEE • •• 

RHODODENDRON C*APMAMt! 


2 

RHODODENDRON PAuNlfOLlUM 

ERICACEAE 

AZALEA, PLUNLEAF 

AL 6A 

SC 

RHODODENDRON VASEU 

ERICACEAE 

azalea, piny.-shell 

NC 

sc 

RHQDODON CILIATUS 

LAMIACCAE 


Tl 

9 

RHUS AROMATICA VAR. ANEKKF!A 

••• SEE 

RHUS TA1L0IATA VAR. ARElARIA 


SC 

RMwS r.CARNEYI 

ANACARDIACCAE 

SUMAC. P.EARnEy '5 

A 1 

1 

RHUS MCHAUUt 

anacardiaceac 


GA NC 5C 

2 

RHUS TR1L0SATA VAR. ARENARtA 

Ar«ACAROI ACE A| 

SUNAC, 

IL IN OH 

s 

PHYNCMOPHOEUM FtQR JOAMUM 

mi SEC • •• 

PEPEROflA FLCMOANA 


2 

RHYNCHOSIA CINEREA 

FAIACEAC 


FL 

2 

RH/JICH05R0RA CAUFORNlCA 

CVPERACEAE 

BCAECD-RUSm. CALIFORNIA 

CA 

2 

RHVNCHOSRORA CRINIPES 

CiPCRACEAE 

BEADED-RUSH, 

At 

SC 

rhynchgspora culiia 

CYPERACEAC 


FL GA 

2 

RMYNCHOSPCRA GlOlULARIS VAR. SAlICOLA 

CYPERACfAE 


GA 

t 

rhykchosrora «n:edpernii 

CYPERACEAC 

BEAlCD-AUSM. KNIESiERN S 

DC S2 

2 

rhynchqspora punctata 

CYPERACEAC 


FL GA 

SC 

RhYSOPTERUS PLURIJU6US 

Af2ACEAC 


OR 

2 

rues canthariforhe 

SAXIPRAGACEAE 

CURRANT. NOAENC 

CA 

IT 

RISES ECMlNEltUM 

SAIlfRACRCEAE 

GOOSEBERRY. FLORIDA <R!£COSU»E£» 

FL SC 

l 

ROLLANDIA AK&USTlFOtlA VAR. CCHRCATA 

CAPPANULACEAE 


HI 

2 

R0LLAND1A CALVCIVA 

cahpanulaceae 


HI 

t 

ROLLANDIA CRISPA VAR. C»ISPA 

campanulaceae 


MI 

1 

RQU.ANOJA OEGEHERANA 

CAMPANULACEAE 


HI 

1 

rollandia mumiqlouana 

CAMPANULACEAE 


HI 

1 

RQvtANDlA LANCEOLATA 

campanulaceae 

ROLLANDIA, LANCEOvATE-LEAVED 

HI 

I • 

rollandia FARVIFOL!A 

CAMPANULACEAE 


HI 

1 

ROLLANOIA PIRNATIF I DA 

CAMPANULACEAE 


MI 

2 

ROLLANOIA PURPURELLIFOLIA 

CANPANULACEAE 

• 

MI 

I 

ROLLANOIA SCSSILIFCLIA 

CAMPANULACEAE 


HI 

1 

ROLLANOIA 5WQMNII 

CANPANULACEAE 


HI 

\ 

ROLLANOIA NAIANACCNS1S 

CAHPANULACCAE 


Ml 

3C 

RQHANIOPF1A THOMPSON 11 l SP. nOv. (NED. 

HYOROPHYILACEAE 


CR 

2 

RORIPPA CALYCINA 

BRASSICACEAE 


MT NO MY. Can«d« 
N.M.T.I 

S 

RORIPPA CALYCINA VAR. COLUMUAC 

••• SEE ••• 

RORIPPA CCuUNIIAE 


2 • 

RORIPPA CCL0RADENS1S 

BRASSICACEAE 

HATER CRESS. 

CO 

2 

RORIPPA COlURIIAE 

BRASSICACEAE 


CA OR MA 

I 

RORIPPA SUiUMfiElLATA 

BRASSICACEAE 


CA NV 

2 

ROSA STCLLATA 

ROSACEAE 


a: nn ti 

1 

ROYSTCNEA ELATA 

ARCCACEAE 

pair. royal . Florida 

FL 

SC 

RUIUS BARTCKIANuS 

FOSRCEAC 


ID OR 

SC 

AtllUS OUPLARIS 

ROSACEAC 

DENSERRY, 

TI 

2 

RUIUS 6LAUCIFOLtUS VAR. 6AN0ERI 

ROSACEAC 


CA 

SC 

RUIUS N1SS0URICJS 

ROSACEAC 


no 

l 

RUIUS NISERAIMUS 

ROSACEAC 


MA 

2 

RUIUS NMARTONIAC 

ROSACEAC 


KV TN 

SC 

RUDIECFIA AUR2C0LATA 

ASTERACEAE 


AL 

2 

RUDIEC*IA HCLI0PS101S 

ASTERACEAE 


AL GA NC SC VA 

2 

RUOICCFIA NIT1DA VAR. NlTIOA 

ASTERACEAE 


FL GA 

2 

RUOICCMA TRILOIA VAR. PJNNATIlOIA 

ASTERACEAE 


FL NC 

3C 

RUELLIA DRUMNGNDIANA 

acantkaceac 


Tl 

t 

RuMEl OMH0KEURUS 

polygonaceaf 

Doer., 

AZ 

SC 

RURCI SPIRALtS 

FCLYGCNACCAE 


Tl 

SI 

RUPPIA ANQHALA 

PUPPIACCRE 

VERSA DC ZANJA 

PR 

sc 

SAGERETIA MINUMFlQRA 

RHANNACEAE 


AL FL GA MS SC 

LE 

sasittaria FASCICULATA 

ALISHATACEAE 

ARROnhEAD, BUNCHED 

NC SC 

2 

SAG IT TAP IA SAKFOPOII 

ALI5HATACEAE 


CA 

2 

SA61TTARIA SECufcCSFkCRA 

AtlSNATACCAE 


At 

2 

SALS 1 ARIZQMICA 

SALICACEAE 


AZ 

2 

sal u flop i dana 

SALICACEAE 

VILLON. FLORIDA 

FL GA 

SC 

SAlIt FLUVIATILIS 

SALICACEAE 


OR MA 

21 

SAL 11 INTERIOR VAR. EXTERIOR 

SALICACEAE 

MlLLOM, SANDBAR, INGIOE-OUTSIOE 

ME FA 

2 

SALIX OVALIFOLIA VAR. GLACIAL IS 

SALICACEAE 

NILLON. ROUNO-LCAF 

A>: 

SI 

5ALVIA ItCDGCTTt: 

LAMIACEAE 

SAGE. BLODGETT S 

fl 

2 

SALVIA IRANDEGE1 

LAHIACEAE 

SAGE, BRASDEGCC S 

CA 

SI 

SALVIA COLUMBARIA! VAR. IIE5LERI 

LAHIACEAE 

CHIA, ZIEGLER $ 

CA 

SC 

SALVIA EREMOSTAChYA 

LAN I ACEAC 


CA 

sc 

SALVIA FUNEREA 

LAHIACEAE 


CA NV 

2 

SALVIA GREATAC 

LAHIACEAE 

* 

CA 

2 

SALVIA PENSTER0N02CES 

LANIACEAE 


TX 

2 

SAN2CULA MOFFMAHNI! 

APIACCAE 

SANICLI, HOFFMAN 

CA 

2 

SANtCULA MARITZMA 

APIACEAC 

SAN1CLE, ADOBE 

CA 

SC 

SANICULA PC CM AHA 

APIACEAE 

SANICLC, PECK‘8 

CA CR 

SC 

SANICULA PURPUREA 

AFI ACEAC 

SANIClC, PURPlE-FlOnEAED 

Ml 

2 

SANICULA SANDUICENSiS 

APIACEAE 


Ml 

2 

SANICULA SAXATIL1S 

APIACEAC 

SANIClE, ROCK 

CA 

2 

SANICULA TKACVI 

APIACEAC 

SANICLC. TRACY S 

CA 

S 

SANIDCPHYLLUN CUMUtlCCLA 

mi SEE mi 

HYPERtCUN CUNULICOLA 


SI 

SANTALUN CLL1PTICUN VAR. LlTTCRAtE 

5ANTALACCAE 


HI 
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STATUS 


SCIENTIFIC NAPE 

FAMILY 

COMMON NAKC 

RAN3C 

PE 


3ANTAUJH FPEVClNCTtANim VAR, IANAIEnSC 

s*ntalaceae 

sanoalwoco, lanai 

HI 

S 


SANTAlUR IANAIENSC 

• SEE Ml 

SANTALL.n FROCINCTIANUH VAR. LANAI CASE 


38 


SANTALUR SALICIFOUUH 

SANTAtACLA£ 


HI 

5 


SARRACEN'.A AIABAHCNSIS SSP. ALAIhHCnSIS 

• •• HE ••• 

SARRACEKIA Rl'ftRA SSP. ALABAHENgIS 


S 


saaracen*a MilMEMis ssp. nhearyi 

SEE t** 

SARRACENIA RuftPA SSP. NMCRAYi 


S 


SARPAfENlA JONESI! 

Ml SEC mi 

SARPACCNIA PCft 6 A SSP. JONESII 


IE 


SASRACENIA OAtQPMlLA 

SAARACCNSACEAC 

pitcmcaplant, BREEN 

AL BA TN 

JC 


SAAAACcN.'A P61TTAH SNA 

SARPACCN1ACEAE 

PIICHERPLRNT, PARROT 

AL FL M LA HS 

1 


SAP.PACEN1A RUiRA SSP. A.AIAKCNSSS 

SAPRACEtilACEAE 

pitcheaplant, ALAIAHA canebreak 

AL 

l 


SARRACENSA RUftRA SSP. JOrfESII 

8APRACENIACEAE 

PITCHERPLAHT, 8«E€T, 

NC SC 

JC 


SAAAACEN1A NUfcfA SSP. RU&RA 

5ARAACENIACEAE 

PITChEAPLANT, SiCET, REO-FLONERCD 

At FL 6A HS NC SC 

2 


SARRACENSA ftUftRA SSP. NMERRYt 

SAPRACEN1ACEAE 


AL HS 

2 


SATUPEJA CHANDLER 1 

LAIflACEAE 

SAVORY, SAN MI3UEL 

CA, Ht«ico 

JC 


SAU5SUACA HtlEPI 

ASTERACEAE 


CO HT 

2 


SAXIFAA5A ALEUMCA 

SAIIFRAOACEAE 

SAXIFPASE. ALEUTIAN 

AN 

2 


SAXSFAASA CAJtCVANA 

5AI(FRASACCAf 

fAlIFRASC. 

BA NC BC TN VA 

2 


SAXIFAA3A CAROL INSANA 

SATIFPA6ACEAC 

saxifrage. gray s 

S4 NC TN VA NV 

JC 


SAI1FPASA PONIES!1 

SAIIFRASACEAE 

SAXIFRAGE, FORBES 

IL IN IA HN HO MI 

2 


SAX1FAASA HSTCHC0C1CSANA 

SAISFPAOACEAC 

SAXIFRAGE. SAODLE MOUNTAIN 

OR 

S 


SAUFRA5A OCCIDENTAlIS VAN. 

LATIPETIOLATA 

••• sec ••• 

SAIIFRASA HITCHCOCK]AKA 


PE 


SCAEVOLA COAIACEA 

SORDINIACCAE 

HAUPAtA. ONARF 

HI 

JC 


SCAEVOLA SAaOtCPAUO! 

OOOOENIACEAE 

NAUPAAA, MOUNTAIN 

HI 

» 


SCAEVOLA KILAUCAE 

600DENIACEAE 

NAUFAJCA. RILAULA 

HI 

t 


SCAEVOLA SK0m*£*5U 

6Q00ENIACEAE 


HI 

lE 


SCHIEDEA ADAMANT IS 

CAPVOPHYLLACCA£ 

SCHIEOEA. 01AH3N0 HEAD 

HI 

l 

• 

SCHICOEA AHPiEiSCAJlSS 

caryophyllaceae 

HA Oil OU 

HI 

1 


SCHIEDEA AP0KACNN05 

HA OLI OLl 

CARYOPHYUACEAC 

HI 

38 


SCHIEOEA 6L08CSA VAN. FOLIOSIOA 

CARYOPHYLLACEAE 


HI 

JC 


SCHIEDEA 8L080SA VAN. SlOftOSA 

CARYOPHVLLACEAE 

HA OL t 'OLI ’ 

HI 

JC 


SCHIEOEA SLOftCSA VAR. SPAHJNSFCUA 

CARYOPHtlLACEAE 

HAOll Oil 

HI 

! 


SCHIEDEA HALEAKALENSIS 

caryophyllaceae 

HAOLl'OU 

HI 

31 


SCHIEDEA HAMAtIENSIS 

CARYOPHYUACEAC 

HA OLI OU 

HI 

1 

• 

SCHIEOEA HElLEPl 

CARYOPHaLACEAE 

HA OU OLI 

HI 

2 


SCHIEOEA HOOCCA! 

CARYOPHYUACEAC 

MAOLIOLI 

HI 

1 

• 

SCHIEOEA IHPLCIA 

CARYOPHYUACEAC 

HAOLfOLl 

HI 

1 


SCHIEOEA AAALAE 

caryophyllaceae 

HA OU OLI 

HI 

JC 


St rtlEOEA REAL SAC 

CARYOPHVLLACEAE 

HA OU OLI 

HI 

1 


SCHIEOEA LI6USTRINA VAN. NEhATOPOOA 

CARYOPHYLLACEAE 


HI 

1 


SCHIEDEA LVOSATEI 

CARYOPHYUACEAC 

HA OLI OLI 

HI 

JC 


SCHIEOEA HAHNS I 

CARYOPHYUACEAC 


HI 

2 


SCHIEDEA HEflftPANACCA 

CARYOPHVLLACEAE 


HI 

2 


SCHIEOEA HCnMCSI ! VAN. HEN2IESII 

CARYOPHVLLACEAE 


HI 

2 


SCHIEDEA PENIIES21 VAA. SPERBUlACEA 

CARYOPHVLLACEAE 

HA OLI OLI 

HI 

S 


SCHIEOEA PUIC8CENS VAR. IANA1ENSIS 

••• SEE ••• 

SCHIEOEA POtCSCENS VAR. PulESCENS 


2 


SCHIEOEA PlifiCSCENS VAR. PUIE5CENS 

CARYOPHYLLACEAE 

HA OU OLI 

HI 

2 


SCHIEOEA 3«lIC*RIA 

CARYOPHYUACEAC 

HA OLI OU 

HI 

1 


SCHIEOEA SPER6JLINA 

CARYOPHYLLACEAE 

HA OLt OLI 

HI 

I 

• 

SCHIEOEA 5TCUARI0:0ES 

CARYOPHYLLACEAE 

HA OLI OLt 

HI 

1 


SCHICOEA VERTICILLATA 

CARYOPHYUACEAC 


HI 

JC 


SCHISANOPA S4ABPA 

schisanoraccae 


AL AR FL 64 LA HS NC SC 

TN 

PL 6A 

2 


SCWIIACHfRIwH NIVEUH 

PQACEAE 


3ft 


SCHlZACHtRlUH RHWOHATUH 

POACEAE 


FL 

2 


SCHJIAEA GCAHANII 

SCH1IAEACEAE 

FERN, CUPLY-OPASS 

PL. ItI lit, Cubt, 

Oil! till OU pc 

2 


SCHHAEA PUSILLA 

SCH1ZAEACEAC 

FERN, CURLYHJPASS 

NJ NV, Ctnttft iNfId. , 
N.S., Ont.I, St. Purr# 

ft HI quel on 

S 


SCHIIOSTCSE LTDSATEt 

• m SEE ••• 

PTERIS LI06ATU 


8 


SCHRALTIIA NEARHEVI 

• M SEE mi 

RHUS REARNIYI 


1 


SCKOCNDCRAHftf ftAPNCftVI 

ftRASSICACEAl 


IIT 

S 


scmoenolirior iracteosuh 

••• SEC ••• 

HASTINSSIA IRACTECSA 


s 


SCHOENOLIRION T£iANi>N 

• •• SEE mi 

SCHOENOLIRION NAIOHTII 


JC 


SChCENOURIQn WRI&HTU 

LIUACCAE 

SONNYSElL, Tf »AS 

AL AR TI 

2 


SCHOEFF1A ASENARIA 

OLACACEAC 

ARANA 

PR 

t 


SCHFANfSA POATOAKENSIS 

FA8ACEAE 

iapiarilla 

PR 

2 


SCHKAL8CA AMERICANA 

SCRGPWLAAI ACEAE 

CHAFffCO 

CT OE FL 6A KY LA HA HO 
HS NC NJ NV SC TN VA 

2 


SCIAPUS ANCIS1POCHAETUS 

CYPERACCAC 

BULRUSH. NOAThCASTERN 


JC 


SCIRPUS FIACCIDIFOUUS 

CYPERACEAE 


NC VA 

2 


SCIPPUS LONSII 

CYPEPACEAE 

BULRUSH. LONG 5 

CT M£ HA NJ NV. Citiidi 

tn. s.i 

1 


SCLERSA DORADOCVSIS 

CYPERACEAE 


PR 

S 


SCtCPOCACTUS FRAIOlINI! 

Ait SEE •»* 

SClERQCACIUS SLRt/CUS 


ir 


SCLERQCACTUI 6LAOCUS 

CACTACEAE 

CACTUS. flOCKLESS. UINTA BASIN 

CO UT 

IT 


SCIEROCACTUS nCSAE-VEIDAE 

CACTACEAE 

CACTUS. NCSA VERDE 

CO NH 

:c 


SCIEROCACTUS POlVANCISTRUS 

CACTACEAE 

FISHHOOK CACTUS. HCHAVE 

CA NV 

JC 


SCLEPOCACTUS PUftS5PiNUS 

CACTACEAE 

FISHHOOK cactus, speat basin 

NV UT 

JC 


SClEROCACTuS SP. /SP. NOV. INED. 

CACTACEAE 

CACTUS 40OCHESUE ft UINTAH COS.1 

UT 

JC 


SCIEROCACTJS SPUQ5I3R 

CACTACEAE 


UT 

2 


SCLEAOCACTUS iMlPPlEI VAR. HfUH 

CACTACEAE 


NH 

JC 


SCLCROCACTUS NHIPPUI VAR. AECVE5II 

CACTACEAE 


NH 
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STATUS 


SCIENTIFIC NAME 


family 


COMMON NAME 


NANS t 


LC 

2 

1 
S 

2 
2 
2 
2 

1 

1 

2 
S 
2 
2 

1 

2 

JC 

2 

2 

SC 

2 

2 

2 

2 

SI 

2 

2 

SC 

s 

2 

SC 

SC 

2 

SC 

31 

2 

1 

IT 

2 

SI 

2 

2 

J« 

SC 

SC 

C 

I 

I 


I 


I 


C 




sc 

2 


SCLCIOCACTm MftlSHTiat 
SCAOPHULAftfA STRATA 
SCPOPHULARIA CQCCUEA 
SCROFMULARIA HACRANTHA 
SCRORMULARIA VILLOSA 
SCUTELLARIA FLORIDA*! 

SCUTELLARIA MOlHGRtNIOAuN 

SCUTELLARIA LAEVIS 

SCUTELLARIA MONTANA 

SCUTELLARIA 0CRUL6EE 

SCUTELLARIA OVATA SSR. PSCU00AR8UTA 

SCUTELLARIA 8ERRATA VAR. MONTANA 

SCUTELLARIA THtCRETI! 

SEDUR AlIORARSINATjR 

SEDUR LAIUR SSP. fASTH0001AE 

SCOUR LAIUR SSP. FLAVI9UA 

SEDUR LAIUR SSP. MECKMERI 

SEDUR RDRANII 

SEDUR NEVII 

SEDUR NIVCUR 

SCOUR OILANCCOLATUR 

SEDUR OITUSATUR SSP. PAAA01SLR 

SEOUR PIMETORUR 

SCOUR PUSILLUN 

SEOUR RA01ATUR SSP. DEPAUPERATUR 

SCOUR ROIERTSIARUR 

SCOUR ROSEA VAR. ROANERSIS 

SEDUR TCIAMUR 

SEDUR TCIANUR 

sclaiimella utahersis 

SELCNIA 20RES1I 
SEREC10 ANTCRRARUF0L1UI 
SENECIO IERNARDIRUS 
SERICIO CARDARINC 

SENECIO CLEVELAND!! VAR. KETCROPHYUUS 
SENECIO OIRORPHOPMTLLUS VAR. 1NTERRC0IUS 
SENECIO CRTTCRAC 
SENECIO FRANC1SCRNUS 
SENECIO SANDER! 

SENECIO HALL 11 VAR. DISCOIDEA 
SENECIO HCSPCRIUS 
SENECIO HUACRUCANUS 
SENECIO LAYNCAE 

SENECIO LYNCEUfi VAR. LEUCQREUS 
SENECIO RILLEPOLIUR 
SENECIO NEOnCISTER! 

SENECIO PORTER! 

SENECIO OUAERCWS 
SENECIO SAMDVICCNSIS 
SENlCtO NARNOCFII 
SERIANTHES NfLSONI! 

EESIAN!A ARIORCA 
SESIANIA MAMAIIENSIS 
SESIANlA HCIOt] 

SESIANIA ROLQttAIENSIS 
SESIANIA TCRENTOSA 

SESOANIA TORCNTOSA VAR. RQLQFAIE^SIS 
SESUVIUR TRIANTHCROIDEi 
SETRERIA HAVAROI! 

SHORTIA SALACIFOLIA 

ShORMA SALACTF0L1A VAR. BREVIST^R 

SHOiNONEA PULVUATA 

S1IAPA FILIFOUA 

SIIARA 6RISEA 

SI BARA ROSULATA 

SICY09 ATOUENSIS 

SICYOS CACRIt 

SICYOS LAROUREUIII 

SICYOS LAYSANCNSIS 

SICYOS RAHROUlCm 

SICYOS NIHQAENSIS 

SICYOS NUMAUCNSIS 

SICYOS BERITONSUS 

51OA E6SERSII 

SIDA HCRNAPHROOITA 


CACTACEAE 
SCROPNULARIACEAC 
SCR QPHUlAR1ACE AC 
»m SEE ••• 
SCR0PHU4.ARIACEAE 
LARIACEAE 
LAR1ACEAE 
LARIACEAE 
LARIACEAE 
LARIACEAE 
LARIACEAE 

SEE mi 
LARIACEAE 
CR4SSULACEAC 
CRASSULACEAE 
CPASSULACEAE 
CRASSULACEAE 
CRASSULACEAE 
CRASSULACEAE 
CRASSULACEAE 
CRASSULACEAE 
CRASSULACEAE 
CRASSULACEAE 
CRASSULACEAE 
CRASSULACEAE 
CRASSULACEAE 
CRASSULACEAE 
CRAiSULACEAE 
••• SEE ••• 
SELAfINELLACCAE 
•RASSICACEAC 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 

faiaceae 

FAIACEAE 

FAIACEAE 

FAIACEAE 

FAIACEAE 

FAIACEAE. 

••• SEE ••• 
A120ACEAE 
SCRCPHITLARUCEAE 
OIAPENSIACEAE 
OIAPENSIACEAC 
APtACEAE 
IRASSICACEAt 
BAASSICACEAE 
IRASSICAGEA£ 

• •• SEC mi 
••• SEC ••• 
••• SEC ••• 
CutURBiTACCAE 
••• SEE ••• 
CL'C URS IT ACE "E 
mi SEE mi 
M l SEE • •• 
mi SEE • •• 
MALVACEAE 


SIDA tNFLElA 
SIDA LCDVARCn 
SIDA NElSQKI 1 
SICA RUIR0HAP8INATA 
SIDALCEA CAP.PfSTRIS 
SIDALCEA CANDIDA 
SIDALCEA COVlLLCt 


MALVACEAE 

nalvaccae 

MALVACEAE 

MALVACEAE 

MALVACEAE 

MALVACEAE 

MALVACEAE 


FISHHOOK CACTUS. HR!GMT 
FISnORT, ILACK-FLOnERED 
FIGNORT, 

SCROPMULARIA COCCINEA 
FIGNORT. SANTA CATALINA 

SKULLCAP. AAvEWDALl 

IKULLCAP. LARGE'FLONEFED 
SYULLCAP, 

skullcap, hear r- leaved, 

SCUTClLARIA MONTANA 

stonecaop. feather river 

gtomecrgp. PALE yelloh 

GTONECRQP, 

STONECAOP. 


ITONCCROP. CANYON CREEK 
STONECROP. PINE CITY 


STONECROP, TElRS 
LENOPMVLLUN texanun 

SELEMIA, JONES 

rasnort. pussytocs 

IUTTCRmUS. SAN BERNARDINO 


6R0UNDSCL. INTERMEDIATE 
RAGNORT. ERTTCR'S 
6R0UNDSCL, SAN FRANCISCO PEA«S 
BUTTriNECO. SANOER 
•RCUNDSEk, 

GROUNDSEL. HUACHUCA 
IUTTERNCED. LAYNE ft 


GROUNDSEL, PORTER S 


HA i UN LAGU 
OHAI 
OMA! 

OHAI 

OHAI 

OHAI 

SESIANIA NOlSNUIENSIS 
SEA-PURSLANE. TEiAS 

OCONEE-GELLS 

OCONEE-IEU.S, ftHQRT-ftTvLEO 
ROCK CRESS. ISLAND 


CLADDCAGFA A10LLEN&IS 
CLADOCAAPA CAUM11 
CLADOCARFA LAMOUPEUIII 

CLADOCARPA HA1IM0HIC1II 

CLADOCARFA NIIHAUENSIS 
CLADOCAAPA SEmPONSUS 
AIUTUOAI VIRGIN IANUM 
MALLOH. VlRSlttlA 


CHECKER-MAlLON. meaeqw 
ChCCiER-mallOh. OWENS valley 


UT 

CA 


CA 

Ft 

CA 

U 

GA TN 
GA 


LA 

CA 

CA 

CA 

CA OP 
OP 

At GA TN 

CA 

OR 

CA 

CA 

6A NC SC 
CA OR 
TX 

NC TN 
Tl 

NV UT 
Tl 

NO PA VA NV 

CA 

A l NM 

CA 

CO UT 

OR 

AZ 

CA 

CO 

OR 

AZ. N«»iCO 

CA 

NV 

GA NC SC 

HA 

CO OR 

MH 

MI 

Tl 

•U. Rot* 

MI 

N! 

M! 

HI 

Ml 

IX 

TX 

BA NC SC 
3A NC SC 

HV 

CA 

NM 

CA 


HI 

Nt 

DC INK* MO RI OM FA TN 


Ml 

MI 

FL 

OR 

CO NV YA UT 

CA 
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STATUS 


SCIENTIFIC NAhC 

fanily 

CONNOR NAME 

range 

5C 


SIDtlUA CUSICMI 

MALVACEAE 


OR 

2 


S1DALCIA HICKRAN I I SSF. ANORALA 

NAtvACCAE 

sioalcea, clesta pass 

CA 

2 


sicaicia h;c»pan:i ssf. hic»nan:i 

MALVACEAE 

SIOALCEA, kicahar 

CA 

2 


SIDALCCA MICKNARll £SP. FARlSMll 

NAtVACIAC 

Sl&ALCCA, PRAISH 

CA 

2 


SIOALCEA HICFMRN! I SSF. VlAIDIS 

MALVACEAE 

NALLON. MARIN 

CA 

I 

• 

SIOAtCIA icccact: 

nalvaceae 

SIOALCEA, RECk 

CA 

3C 


S19ALCCA MALVACFLORA SS*. ClCSARS 

MALVACEAE 


CA OR 

2 


SIDALCCA RElSDNSANA 

MALVACEAE 

CHECKER"NALLON, NELSON S 

OR 

:b 


SIDALCIA ORESANA SSF. HYOAQFMUA 

nalvaceae 

CHECRER-MALLOn, NATCF-LCVIRG 

CA 

2 


SIDALCCA QPE6ANA SSF. VALl&A 

MALVACEAE 

CHECRER-NALLGh. kCRNOOO NAR5H 

CA 

2 


SIDALCCA QREBANA VAA. CA,. v A 

nalvaceae 


MA 

LI 


SIOALCEA FEDATA 

nalvaceae 

CHECKER-NALLON. pedate 

CA 

2 


SIDAtCEA RGIUSTA 

MALVACEAE 

SIDAlCEA, butte COUNTY 

CA 

:c 


5IDALCEA SCIOSA 

MALVACEAE 


CA OR 

i 


SIDALCCA STIPULARIS 

nalvaceae 


CA 

i 


SUCRE ALlIAROAI 

CAA»OPn»llACEAC 


HI 

3C 


SUCRE APERTA 

CAFvOFhYLLACEAC 


CA 

1 


SUCRE CARPANULATA SSF. CAR»A%UuATA 

CAMOFMYLLACCAC 


CA 

•X 

* 


SUE AC CkOKCY! 

CANVOPHYILACEAE 


NV 

1 

• 

SUCRE CRfFTOFETAlA 

CARYOFHYLLACCAI 


HI 

1 

• 

suciE ocamcfi 

CARYOFHYlLACEAE 


HI 

2 


SUCRE OOt/SlAfl! VAR. ORAR I A 

CARYOFHVLLACEAE 

CATCMFLY, CASCADE MEAD 

OR 

1 


SILENC HAUAIICN9IS 

CARveAMYLLACEAE 


HI 

IC 


SUCRE INVISA 

CARYCFMVLLACEAE 

catcm/lv, red fir 

CA 

l 


SUCRE lanceqlata 

CAR^OFMYLLACEAE 


HI 

l 


SUCRE HAAHOAErSJS 

CARVOPMYLLACEAE 

CATCMFLY, MARBLE NCURTAIRS 

CA 

2 


SUCRE CCCJDENTALIS SSF. cOR£I5 r IPITATA 

CARtOFHTLLACEAE 

CANT ION, ftUTTE COUNTY 

CA 

X 


SHIRE PETEPSOM ! vAR. HINQR 

CARYOFHYLLACEAE 

CATCMFLY, REO CANYON 

UT 

4 

4 


SUCRE PETCRSQRII VAR. FETERSONI! 

caryophyllaceae 

CATCMFLY, PLATEAU 

UT 

3C 


31 LINE PLAWMI 

CAFYCFHYLLACCAE 


NH T1 

1 


SUCRE POLVRETAlA 

CARYOFHYLLACEAE 


Ft 8A 

2 


5UENC RECTIRAnEh 

caryofhyllaceac 


Ai 

? 


SUCRE REB1A 

CARYOFHYLLACEAE 


AL AS 6A U !N RS IY NO 






OH On 

3C 


SUCRE SCAFOSA VAR. LCIATA 

caryofwyllaccae 


ID NV CR 

2 


SUCRE SCAFOSA VAR. 5CAPC5A 

caryc^yllaceae 


OR 

2 


SUCRE SCCLY1 

CARYOFHYLLACEAE 


HA 

2 


SUCRE SfALOlNGIl 

CARYOFHYLLACEAE 


ID NT OR HA 

2 


SUCRE VERECOROA SSF. VERECONDA 

CARYOFHYLLACEAE 

CAMPION. DOLORES 

CA 

JC 


SUCRE NAIGMTIt 

CARYOFHYLLACEAE 


NH 

2 


SUFHlUH BRACMATUH 

ASTERACEAE 

ftOSIRNEED. 

al tn 

<4 

4 


SUFRIUR confer:i return 

AS7ERACEAE 


AL R3 

31 


SUFHJU- iRTEGRirOUUN VAR. iA?7IN5CFl 

ASTERACEAE 

AOSINNEEDi 

TN 

2ft 


sisymbrium KfAfrREV! 

BRAS5ICACEAC 


Al 



SISYRIRCHIUN SARMCRTC5UH 

1RI0ACCAE 


HA 

2 


51UN fiORICANUR 

AFIACEAE 

RATEM-FARSMF, FLORIDA 

AL Ft 

2 


SNClONSMA BUREAUS VAR. VlLLOS* 

fiRASSICACCAE 


At 

3C 


SMElONSUA NOlHSAERlS 

FRASSICACEAE 


NV 

2 


SPcLORSkIA OVAuIS SSF. CORGESTA 

BRASSICACEAE 


CA 

2 


SHClONHI* PvftlFORRJS 

IRASSICACEAE 


AK 

t 

• 

SMLA* LIFTANTHCRA 

LIlIACCAE 


8A 

2 


SRUAI RELASTOFICOlIA VAR. 

LILIACEAE 


Hi 



KUASTOfMFOllA 




:a 


SOLARUN CAHAHERSE VAR. ftUSELtl 

SCLARACCAC 

NIGHTSHADE, 

*L 

2 


50lAN-J»* CAR Gil RE NSC VAR. FtCRJOARUN 

SOLARACEAE 


EL 


• 

SCLAAlf CAROttRERSE VAR, HJKSbUN 

solanaceae 

hCR5E“RE t TlE, 

GA 

t 

• 

SOtANUN COROCAKFUR 

SOLARACEAE 


V! 

1 


SOLARUN DRYNOFhILU* 

SOlARACEAE 

ElUftIA 

FA 

S 


SOlARUF GOOFREV! 

• SEE mi 

SOLARUN CAFOLIRERSE VAA. FlCAICARun 


1 

• 

SOLARUN HALEAFALAERSE 

SOLARACEAE 


HI 

1 

t 

SOlANUR MlLlCftRANDU 

SOLARACEAE 


HI 

1 


SSLAN'JF INCONFIETUR 

SOLARACEAE 

FOPCl0, THORNY 

HI 

1 


SOLARUft RAUAIENSE 

SOLARACEAE 

FOFOLO" AI-A-FE-AKUA 

HI 

2 


SCLARUR FL'CRORATUN 

SOLANACEAE 


PR VI 

It 


SOLARUN RELSORtl VAR. NELS0N1I 

SOLARACEAE 

NIGHTSHADE, NELSGN 

H! 

X 


SGlARUM NELSON!! VAR, TnONASIAEFOLtUN 

SOLARACEAE 


HI 

X 


SOLARUN SARDRICERSE 

SOLARACEAE 


HI 

2 


SOLARUN TCRUtLOlATUN 

SOLANACEAE 

RIuHTSHASE, rafrdn-leaved 

CA, Nv* 1 CO 

2 


SOLARUN nDCCBUFVI 

SOLARACEAE 


PR 

l 


SCLtOAGO AL8CFU0SA 

ASTERACEAE 

60LDERR0D, 

FY 

JC 


SOlIOAGC ARSUTA VAR. HARRISSU 

A3TERACEAC 


RD FA VA NV 

s 


SGL28A6G HARRIS3I! 

mi SEE *m 

SOL!DAGO ARfiUTA VAR. HAARISS1I 


l 


S0LIQA60 HOLEHTCRJS 

A3TEFACEAE 

GQlCENAQS, HOUGHTON 5 

HI. C«*«A« TOnt.l 

JC 


SOLIDAGO LtHOME1*1*1ANA 

ASTERACEAE 


TI 

JC 


SOL ICAGO HOLLIS VAR. ARG'-STATA 

ASTERACEAE 


U 

2 

• 

SOLIOASO FOATCRI 

ASTERACEAE 

60LSERROD, PORTER S 

GA 

1 


SQLI0A6O FULCHPA 

ASTERACEAE 


NC 

L£ 


SOLIOASO SHORT!! 

ASTERACEAE 

60LDENR05. SHORT S 

LY 

LT 


SOLIOAGO SFlTNAfUC* 

ASTEFACEAE 


NC TN 

2 


SOLtDAGO VERRA 

ASTERACEAE 


NC SC 

3C 


SOFHOFA AR2Z0RICA 

FABACEAE 


Al 

2 


SQFhORA ChRvSOFHYLLA VAR. ClACUkAAIS 

FABACCAE 


Ml 

2 


SCFhSRA CKftYSOPHVILA VAR. CLLIP T ICA 

FABACEAE 


HI 










Federal Register / Vol. 50. No. 180 / Friday, September 27, 1985 / Proposed Rules 


39579 


STATUS 

SCIENTIFIC MARC 

FAMILY 

CORROR RARE 


RARfil 

3 

SGPHORA CHRYSOPMYLLA VAR. OLAIAATA 

FASALEAE 


Ml 



SOPHORA CHRYSOPMYLLA VAR. S8I5EA 

FAIACEAE 


HI 



SGPHORA CMRYSGPHYLLA VAR. KARA I OEMS IS 

FAIRCEAE 


Ml 



SOPHORA CHRVSOPHVUA VAR. lAUENSIS 

FAIACEAE 


Ml 


JA 

SQPHQRA CHRYSOPMYLLA VAR. LANAtENf18 

FAIACEAE 


HI 



SOPHORA CMRYSOPHYLLA VAR. RAKUAERStS 

FAIACEAE 


Ml 

• 

1 • 

SOPHOPA CHRYSOPMYLLA VAR. UNIFOLIATA 

FAIACEAE 


Ml 


31 

SOPHORA FGRRflSA 

FAIACEAE 


At 



SOPHORA 6VPSQPHILA VAR. SUADALUPERSIS 

FAIACEAE 


HR 

TI 


SOPHORA LEACHIARA 

FAIACEAE 


OR 



sphaeralcea caespitosa 

MALVACEAE 

GLOBE*RALLQm. JCRES 

RV 

UT 

31 

SPHAERALCEA FCRDLEP1 VAR. AlBEBCERS 

MALVACEAE 

SLOSE-MALLOM, 

At 



SPHAERALCEA PROCE«A 

MALVACEAE 


KM 



SPHAERALCEA PSORALOIDES 

MALVACEAE 


UT 



SPHAERALCEA RLSIYT $sp. erericola 

MALVACEAE 

MALlflM, DESERT, PUSIY 

CA 



SPHAERORCRIA COKPACTA 

ASTERACEAS 

TAMSf. 

RV 



SPHAERORERIR RUTHIAE 

ASTERACEAE 

TARSY. HON 

U! 



SPHAERORCRIA SIRPlEl 

ASIEAACEAE 

FALSE SASEIAuSh, LARAMIE 

MV 



SPHEM0STI6RA COELESTIROM 

IRtOACCAE 

IllA. BAAIRAR S 

FL 



SPISELIA 6CMTIAROIOES 

LCSAMlACEAE 

PIRKAOOT, 

Ft 


JC 

SPISELIA LOSAMIQIOES 

10&AR1ACEAE 

PtMARGOT. 

FL 


3C 

SPISELIA TCKARA 

ICSAMIACEAE 


It 



SPIRAEA VIRS1NIARA 

A03ACEAE 

SPIRAEA. V1R6IRIA 

SA 

NC PA T* MV 


SPIRARTHES DILUVIAL IS 

ORCM30ACEAE 


CO 

UT 


SPIRARTHES LARCtOlATA VAR. PAluOICOlA 

QRCHIDACEAC 

LADIES -TRESSES, 

FL 


LC 

$P!AAR*HfS PARKS 11 

ORCHIOACEAE 

LADIES’-TRESSES. RAvASQTA 

11 



SPIRARTHES POLYANTHA 

OACMIOACEA& 


FL 

PM, l*H««*«, 


SPQPOIOLUS MEStCCTUS VAR. OZAMLARUS 

SPOROIDLUS OZARkARuS 

SPORDIOLUS PATERS 

SPOROIDLUS lERCTIFOLltiS 

STACNYS HiSSOPirOllA VAR. LVTMROteCS 

BTACMYS LVTMROItES 

STAHL IA RONOSPERRA 

STANLEVA PIRKATA VAR. SIIBEROSA 

STE1R3RCMA ClLZATUfl 

STEtAQtfH* LAEV16ATUR 


••• SEE ••• 
PflACfcAE 
ROACCAE 
POACEAE 
CARtACEAE 

SEE ••• 

FAIACEAE 
IRASSICACCAE 
••• SEE AM 
PtlniKACEAE 


SROAOIOUS OZARitANUS 
DROPSEED. 


StACMYS MTSSQfIROUA VAR. lYTKROIOCS 

CO BA A A M££RA 

STElRONEiU LAEVISATUfl 
LOOSESTRIFE, FMJmSED 


iMimca* Act«bHc, 
SualAMU. Rhmco 

rs no 

A1 

SA NC SC 
Ft 

PR. OoAintcM Republic 

MY 

AL AZ CO CT K ID LA RE 
HA RS HI RM mm OR Rl U 


S 

c 

c 


E 


I 


IE 

:c 

3C 


STELLARIA fOMTlMALIS AAA SEE aaa 

STEUARIA IRftlSUA CARYQPMYLLACCAC 

STENAROAIUM FASCICULARl9 ACANTHACEAE 

STEROftYRE AFFIRIS VAR. AfFtRIS LARJACEAE 

ST£R06*i»E AFFIRIS VAR. 0E9ERERI LARI ACEAE 

SURCSYNC AM6OSTIF0LIA VAR. ARSuSTIFQLlA lARIACEAE 
9TER0SVAE AKElSTIFOLIA VAR. HlLLEBPARDII LARIACEAE 
STERGSymE AN6USTIF0UA VAR. KAUIEMSIS LAAIACEAE 

9TER06YRE ArSL’S’JFOUA VAR. RCEBOlOt! LARIACEAE 

STEROfiVRE AMSuSTIFOlIA VAR. |fATMOLATA LAMACEAE 

sterosyrc calarirthoioes VAR. oivooonaia lamaceae 

5TER03VRE ClKEAEA LAMACEAE 

stcrcsyre crcrata lamaceae 

STER08TRE OlfFUSA LAMACEAE 

5TER0CYRE OLAOPATA LAMACEAE 

STEROOfRC NALlAkALAE LAMACEAE 

STEROfiVRE NlRSUTULA LAMACEAE 

stcrostre kamehqaaa LAMACEAE 

STERQfiYRE RACAARTHA LAMACEAE 

steaoeyrc mcropmylla lamaceae 

STCRCOVA! ROLL IS IfMACEAE 

$TCR06rRE DIY60RA LARIACEAE 

STER06VRE PiiRPUREA VAR. FOPfiESII LAMACEAE 

SUKOBVRE R0TURD1F0LIA VAR. GBLQRSA LAMACEAE 

STCROSYRE RUOOSA VAR. HOLlIS ••• SEE 

STEROfiYRE RU60SA VAR. SuBlL AT A LAMACEAE 

STEROOVRE SALtClFCLIA LAMACEAE 

STCROSYRE SCANNERS LAMACEAE 

sterosyre SCIOFHL'lAR101 dee LAMACEAE 

STER03YRE SESSUI3 VAR. HEIARThA LAMACEAE 

STEROfiYRE SESSIL1S VAR. LANIERSIS LAMACEAE 

STEROOVRE SES5ILIS VAR . MlLR ESI I LAMACEAE 

STERCfiYRE SKERFFI1 LAMACEAE 

9TCR05VRE SOAORIA LAMACEAE ‘ 

BTEROBYNE VAflARB LAMACEAE 

STEROSYRE V1R10IS LAMACEAE 

STEPHAROMMA ILAIRII Ml SEE ••• 

STEPKAAQAERIA RALhEURERSIB asteaaccae 

stepharoreria schottii asteraceas 

ST ILL(RSI A SYLVAT1CA SSP. TERUiS CUPhORIIACEAE 

STIPA CURVIFQLIA PQACEAE 


arerasia fomtiralis 

CHICKRECD, CSTAPiiORT,! 


STERQSVRE. CAERaTE'LEAVIO 


STEMfl&fRE. MALCAKAlA 


STEROSYRE ROLL IS 
RA CWI-QM 


RURIOThAHRlS ILAIRII 
HIRE-LETTUCE. RAlmEUR 
MRE-lETTuCE. SCHOTT * 


VT HA, C***A* fl.c.« 
MS. I 

CO RR, U.S.S.R. 

TI, Rvaico 

HI 

Ml 

MI 

Ml 

Ml 

Ml 

MI 

Ml 

Ml 

Ml 

Ml 

Ml 

MI 

Ml 

Ml 

MI 

Ml 

Ml 

Ml 

Ml 

MX 

Ml 

Ml 

Ml 

MI 

MI 

Ml 

Ml 

MI 

Ml 

Ml 

Ml 

OR 

A! 

FI 
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STATUS SCIENTIFIC MAKE 


FAHlLY 


CONNOR HATE 


RANGE 


50 


SUPA lCnrONZI VAR. PUBE8CENS 

POACEAE 

NCEDlC GRASS, HAIRY LENNON *S 

CA 

2 


STREPTANTHUS AL0IDUS SSP. AL010US 

BRASS2CACEAE 

3EHELFL0MER, NETCALP CANYON 

CA 

2 


STREPTANTHUS BATRAChOfUS 

BRAS51CACEAE 

STREPTANTHUS, TANALPA1S 

CA 

3C 


STREPTANTHUS BCAHARDINU5 

BRA8S1CACEAE 


CA 

2 


STREPTANTHUS BRACMIATUS 

8RASSICACCAE 

STREPTANTHUS. CONTACT NINE 

CA 

2 


STREPTANTM05 BRACIEATUB 

BRASS1CACEAE 


TI 

2 


staeptanthus calustus 

6rassica:eac 

JENELFLCNCR, rcyal 

CA 

3C 


STREPTANTHUS CAAIMATUS 

BRASSICACEAE 


U 

2 


STREPTANTHUS COADATUS VAR. FlUTENSIS 

BRASS1CACEAE 


CA 

2 


STREPTANTHUS CUUERl 

BRASSICACEAE 


TI 

3C 


streptanthus r ainsmorthianus 

IPASSICACEAE 

jenelploner, evalyn s 

CA 

3C 


STREPTANTHUS F5MESTRATUS 

BRASSICACEAE 


CR 

2 


STREPTANTHUS GLANDULOSUS VAR. HOFFMANt! 

BRASSICACEAE 


CA 

3C 


STREPTANTHUS GLANDULOSUS VAR. PULCHELLUS 0RAS5ICACEAE 


CA 

3C 


STREPTANTHUS 6RACJUS 

BRASSICACEAE 

streptanthus, ALPINE 

CA 

2 


streptaitmus hjspicus 

BRASSICACEAE 

JENElPLCAfR. NT. CIABlO 

CA 

2 


streptanthus hdmelui 

BRASSICACEAE 


CA OR 

2 


STREPTANTHUS iNfltSNlS 8SP, LVOnfl /InED. 

BRASSICACEAE 

JINELFLONER. eruha ranch 

CA 

2 


streptanthus lennonii 

BRASSICACEAE 

JEAELFLCNER, LENNON S 

AX 

2 


STREPTAATHUS NORRISGMI 

BRASSICACEAE 

jenelfloner. NORRISON 5 

CA 

1 


STREPTANTHUS AtBER 

BRASSICACEAE 

JEhELFLONER, TIBURON 

CA 

3C 


STREPTAATHUS OL16ANTHUS 

BRASSICACEAE 

streptanthus, nasonic nountain 

CA NV 

2 


STREPTANTHUS SPARSIFlORUS 

BRASSICACEAE 

JENELFLONER. SPAfSELV-FlONCRCO 

TI 

2 


6TREPTANTHUS SQUANlFORNiS 

BRASSICACEAE 

jenelfloner. 

AR OK 

2 


STRQSANQNIA TXEHHI1 

BRASSICACEAE 

STROSANCNIA, TIER'S 

NV 

2 


ST ft ISPA P!C*CR!A6M VAR. FICFER1NS1I 

COftVOL VUL ACE RE 

NORNING-ElOM. FI£KCRIN6*S 

SA NC Hi SC 

S 


STYlGPHYLLUN TRASF1AE 

• m SEE ••• 

CUOLEYA TRASK IRC 


31 


STYPHCUA TAHE1ANEIAC VAR. HEiANERA 

EPACRIDACEAC 


HI 

3C 


STVRAl PlATANlFOUA VAR. STEUATA 

stvracaceae 

iilverbclls. 

TI 

3A 


STYRAt PCRT0RICENS2S 

styracaceae 

PALO DC JAlnlH 

PR 

IE 


STYRAI TEXANA 

STVRACACEAE 

SNONBELLS, TEiAS 

TI 

7 


STYRAf Y0UN6AC 

STVRRCACEAE 


TI, N#«tco 

1 

• 

SUACW ajAJPCS 

CHENCP0D1ACEAE 

SEEPNEED, HARCTCE 

TI 

3C 


SUlLIVANTtA HAPERANI! 

SAIIFRABACCAE 


RT NY 

S 


SULL1VANTIA QMIONIS 

••• SEE ••• 

SULLIVANTIA SULLIVANTil 


2 


suuivaama 0RE6ANA 

SAIIFRA&ACEAE 


OR MA 

3C 


SUtLtVANTlA PURPllSI1 

SAIIFRAGACEAC 


CO 

2 


SULLlVANTIA PCN1F012A 

SAIIFFA8ACEAE 

SuittVANTlA, KIDNEY-LEAVES 

TL !A NN JtC 

3C 


SULllVANTIA tUtUVAHTII 

SAUFRASACEAE 

SULLIVANTIA, 

IN KY 0* 

IE 


SNALLCN1A AUlANCfiAE 

POACEAE 

GRASS, EtiREKA DUNES 

CA 

6 


SMEATlA COlCRADENSIS 

M« SEE m« 

FRASERA COlORAOCNSIS 


2 


SfNPHCRICARPCS suaoalupensis 

CAPRIFOUACEAE 


TI 

2 


5YNAN0RA HISP10ULA 

LAHIACEAC 

SVNANDRA. 

AL IL IN ICY 

MV 

3C 


6YNYMYRI9 CANSYI 

5CR0PHULARIACEAE 


NT 

5 


SYNTHYR2S HChCCRSGNU 

• •• SEE mi 

6VNTHYRIB PWNATIFIOA VAR. CANESCfNS 


2 

• 

SVIITHYRIS R1SSURICA SSP. HJRSUTA 

SCRJPHULARIACEAE 


OR 

1C 


SYNTHVR1S HISSURICA SSP. 8TELLATA /1*ED. 

SCAC e MULARlACEAE 


OR MA 

3C 


SYNTHYftlS PINNAMFJCA VAR. CANESCENS 

SCROPHUtARlACEAE 


10 NT 

3C 


SYNTHYR1S FINHATIFIDA VAR. LANUGINOSA 

scacphulariaceac 


NA 

;c 


SYNTHYMS PLATtCARPA 

SCR0PMULAR1ACEAE 


ID 

i 


SYNTHYRIS PANUNCUUNA 

SCROPHUiARlACCAE 

KITTENTAILS, 

NV 

sc 


SYhTHYRIS schwantha 

SCROPHULARIACEAE 


OR MA 

2 


TACN1D2A MONTANA 

AMACEAE 

PINPERNEL. NOUNTAIN 

NO PA VA MV 

3C 


TA5ETES LEPH0N1I 

ASTERACEAE 


a: 

30 


TAllNUrt APPALACHIANS 

portulacaceae 


AL 

2 


TAUNU* CAICARJCUN 

portulacaceae 


al tn 

31 


TALlltUN GOODDINGII 

PORTULACACEAC 

FLANEFLOnCR, soodcinc 

a; 

2 


TALtJTJN NARSlNATUN 

PORTULACACEAE 


AX. N*»ico 

3C 


TAL1NUR PENSE5I! 

portulacaceae 


Ac GA 

3C 


TAlINUM 0YAN06ANENSE 

PORTULACACEAE 


HA. Cat id. 

2 


TALlNJN RUSOSPERHUH 

portulacaceae 


1A IL IN NN 

2 


TALtNUN VAL t&ULUN 

PORTULACACEAE 


AX OT 

2 


tanacetuh CAHPHORATUN 

ASURACE6E 

tansy, DUNE 

CA 

S 


TANACiruN COHPAC TUN 

mi SEE ••• 

sphaeroncria conpacta 


s 


TANACETUN S1NPLEI 

• •• SEC mi 

S®hAERON£RlA SlNfLEI 


1 


TARAIACt/JI CAUFCRNtCuN 

AS*£RACCAE 

DANDELION. CALIFOflNIA 

CA 

2 


TAPAiACUN CARNCOCOiORATuR 

ASTERACSAC 


AL * ClMM 

3C 


TAtfSCHTA SIA'JCA 

AP1ACEAC 

tauschia. glaucous 

CA OR 

2 


TAUSCHIA HOOVE®1 

APIACEAC 


NA 

2 


ta'jscmia hcuu i 

APIACEAC 

TAUSCHIA, HONtLL S 

CA OR 

3C 


TAUSChIA STRlCYLANOtl 

APIACEAE 


OR NA 

SC 


TAUSCH1A T£HUI58lNA 

API ACEAE 


10 NA 

1 


TAIUS FLOP10ANA 

UlACEAC 

yen. Florida 

PL 

2 


TECTAR2A apesiana 

POLYP001ACEAE 


PL, Mum 

1 


TEPHROSIA ANGJSUSSIRA 

FAIACEAE 


FL 

2 


TEFHR0S1A NflHRI1 

FABACEAE 


AL FL 3fl 

1 


TERNSTROCMA LUCUIUEnSIS 

thcaceae 

PALO COLORADO 

PR 

1 


TERNSTRCENIA SuBSESSILIS 

THCACEAE 


PR 

2 


TETRACOCCUS 01CICUS 

E'JPNORBIACEAC 

TETRACOCCUS, PARRY S 

CA, Nt*tco 

2 


TCTRAC0CCU9 tllCIFQUUS 

EUPKORBIACEAC 

TETRACOCCUS, HOLLY-LEAVED 

CA 

1 

• 

TETRAKOLOPlUN ARBUSCULUH 

A8TERACEAE 


HI 

1 

• 

TETRANQlOPlUN ARENASlUN 

ASTERACEAE 


HI 
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STATUS 


SCIENTIFIC NAME 

fahily 

COHHON KAKE 

RAN6C 

1 

• 

TETRANQLDPIUH CAPILLAAE 

ASTERACEAE 


HI 

1 


TETRAHOlOPlUH CONSANGUINEU* 

ASTERACEAE 


HI 

1 

• 

TETRANOlOPIUH C0NY2OI0ES 

ASTERACEAE 


HI 

| 


tetrakqlqpiun fjufoarc 

ASTERACEAE 


HI 

1 


TETRAKOLOPIUH WHILE VAR. SUllACVt 

ASTERACEAE 


HI 

31 


TETRAHOlOPlUH KAVAIENSIS VAR. KOLOANA 

ASTERACEAE 


HI 

I 


TETRAROLOPIUR LEPIOOTUH 

ASTERACEAE 


Hi 

1 


TETRAROLOPIUR POLYPMYLLUH 

ASTERACEAE 


HI 

1 


TETRAROLOPIUR AERYI 

ASTERACEAE 


HI 

1 


TETRAROLOPIUR ROCKlt 

ASTERACEAE 


HI 

1 

• 

TETRAROLOPIUR TENERRIRUR 

ASTERACEAE 


HI 

31 


TETRAROLCP1US kavaiensis VAR. koloana 

ARAUACEAC 


HI 

2 


TETRAPLASANDRA 1ISATTENUATA 

ARAUACEAE 


M! 

31 


TETRAPLASANDRA syhkccarpa VAR. 

ARAUACEAC 

ONE, 

HI 



PUPUKCENSIS 




2 


TETRAPLA5AN0RA HAUAIIEN5IS VAR. 

ARALIACEAE 


HI 



HARM ICRS 19 




l 


TETRAPLASANORA RAMA11ENSIS VAR. 

ARAUACEAE 

OMC, 

HI 



RICROCARPA 




2 


TETRAPLASAKDRA NAALAE VAR. MULTIPLEX 

ARAUACEAE 

ONE, 

HI 

31 


TETAAPLASANOPA KAHAMANA 

ARALIACEAE 


Ml 

» 


TETPAPlASANDRA KAVAIENSIS VAR. OIPYRENA 

ARAUACEAC 

'OWE *OHE. 

HI 

1 


TETRAPLASANDRA ICAVAIENSIS VAR. 6RAN3IS 

ARALIACEAE 

QHE ‘ONE. 

HI 

1 

• 

TETRAPLASANDRA KAVAIENSIS VAR. 

ARAUACEAE 

OHE 'OWE, 

HI 



IHTEACEDENS 




I 


TETRAPLASANDRA KAVAIENSIS VAR. KOLOANA 

ARAUACEAE 


HI 

1 

• 

TETRAPIASANORA ICAVAIENSIS VAR. 

ARALIACEAE 


HI 



NAHIKUCNSIS 




1 


TETRAPLASAKDRA KAVAIENSIS VAR. OCC1DUA 

ARAUACEAE 


HI 

1 


TETRAPLASANDRA KOHALAE 

ARAUACEAE 


HI 

1 

• 

TETRAPLASANDRA LANAIENSIS 

ARALIACEAE 


HI 

2 


TCTPAPLA3AN0RA LIHUEN8I8 VAR. GRACILIPES 

ARALIACEAE 


HI 

1 


TETRAPLASANDRA LY96A7E1 

ARALIACEAE 


HI 

2 


TETRAPLASAKDRA HE1ANCRA VAR. ItSOBTuSA 

ARAUACEAE 


HI 

1 


HTRAPLASAKORA REIANORA VAR. 8RYAK1I 

ARALIACEAE 


H| 

1 


TETRAPLASAKDRA REIAKDRA VAR. DE3ENERI 

ARALIACEAE 


Hi 

1 


TETRAPLASAKDRA REIANDRA VAR. 

ARALIACEAE 


HI 



HILLE1RAN0II 




2 


TETRAPLASAKDRA KEIANDRA VAR. H1LOENS1S 

ARAUACEAE 


HI 

1 

• 

TETRAPIASANORA RCIANSRA VAR. LEPTORERA 

ARALIACEAE 


HI 

1 


TETRAFLASAKDRA REIANDRA VAR. HAKAl£HA»«A 

ARALIACEAE 


HI 

2 


TETRAPLASANDRA REIANORA VAR. 

ARALIACEAE 


H! 



RHYKCKOCARPOIDES 




2 


TETRAPLASANDRA REIANDRA VAR. SIRULANS 

ARALIACEAE 


HI 

t 

• 

TETRAPIASANORA HUNRO! 

ARALIACEAE 


HI 

1 


TETRAPLASAKDRA OAKUENSIS VAR. ERADIATA 

AP All ACEAE 


HI 

2 


TETRAPLASANDRA OAKUENSIS VAR. FAUR1EI 

ARALIACEAE 


Ht 

2 


TETRAPLASANDRA OAHUEK31S VAR. KAILIENSIS ARALIACEAI 


HI 

2 


TETRAPLASANDRA OAKUENSIS VAR. LON61PES 

ARAUACEAE 


HI 

2 


TETRAPLASANDRA OAKUENSIS VAR. 

ARAUACEAE 


HI 



PSEUDORMACHIS 




2 


TETRAPLASANDRA PoPUKEENSIS VAR. NJTIOA 

ARALIACEAE 


HI 

1 


TETRAPLASANDRA PUPUKECNS19 VAP. 

ARALIACEAE 


HI 



PUPU«CHSIf 




2 


TETRAPLASANDRA PUPUKCENSIS VAR. VENOSA 

ARAUACEAE 


HI 

2 


TETRAPLASANDRA TURBANS 

ARALIACEAE 


Ht 

2 


TETRAPLASANDRA MAIALCALAC VAR. URCEOLATA 

ARAUACEAE 


HI 

t 


TETRAPLASANCPA KA!AfcENS IS 

ARALIACEAE 

TETRAPLASAKDRA. NAIANAE 

HI 

2 


TETRAPLASANDRA MAIHEAE VAR. AKOUSTIOR 

ARALIACEAE 


HI 

1 


TMALICTRUN COOlEYi 

PANUKCULACEAE 

REAOOURUC. COOLEY’S 

FL NC 

3C 


THAUCTRun DEBILE 

RANUKCULACCAE 


AL AR 3A HS TX 

2 


THALICTRUH KCUOPHlLUn 

PANUKCULACEAE 


CO 

2 


THAUCTRUN STEElEANUH 

RANUNCULACEAE 

HCADOM-RUE. STEELE'S 


2 


THALICTRUH TClAKUH 

rakunculaceae 


TX 

2 


THCLE5PERNA PUBE6CENS 

ASTERACEAE 


HY 

2 


THELESPERHA SU8NUDUH VAR. AlPINUN 

ASTERACEAE 


UT 

3C 


THELOCACTUS BICOLOR VAR. FLAVIDISPINU5 

CACTACEAI 


TX, fit*jco 

2 


RHELYPQDIOPSIS ARSILLACEA 

BRASStCACEAE 

Wlypody, clay 

UT 

3C 


TKELYPOOIUH BRACMYCARPUH 

IPASSICACEAE 

THELYPODY, SHORT-PODDED 

CA OR 

2 


THELYPODIUH CUCOSHUH 

BRASStCACEAE 


OR 

1 


TKELYPOOIUH HONClLII VAR. SPECTABILIS 

BRASSICACEAE 


OR 

3C 


TMELYPODIUH LAUFIORUH 

BRASSICACEAE 


A2 CO NV UT 

t 


thelypcdiuh REPAKDUH 

BRASSICACEAE 

THELYPODY, JAEGER’S INAVY-lCAF) 

10 

3C 


THCLYPOOIUH SA6ITTATUH VAR. OVAllFOUUH 

BRASSICACEAE 


HV UT 

LE 


TPEIYPDDIUH stenopetaluh 

BRASSICACEAE 

HUSTARD, SIENOER-PETALED 

CA 

3C 


THELYPODIUH TCNUE 

BRASSICACEAE 

THELYPOOY| 

TX 

3C 


THELYPODIUH TElANUH 

BRASSICACEAE 

THELYPODY, 

TX 

31 


THELYPODIUH VERNAlE 

BRASSICACEAE 


NM 

2 


THELYPTERI8 PILQSA VAR. ALA1AHENSIS 

POLYPODlACEAE 


AL 

2 


THERHOPSIS HACROPHYLLA VAR. ASNIKA 

FA1ACEAE 

FALSE LUPINE, SANTA BARBARA 

CA 

3C 


THCRH0PSI9 HACROPHYLLA VAR. 5EH0TA 

faiaceae 


CA 

l 

♦ 

THISHIA AHERICAKA 

SJRHAMNlACEAE 


IL 

2 


thlaspi arcticuh 

BRASSICACEAE 


AK, Canada (l.C 


. ««keni 
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STATUS SCIENTIFIC NAHE 

7 TKLASPl RGNTANON VAR. CALlFORNICUH 

2 THlASFl RONTANUH VAR. SlSklYOUENSE 

2 THVSAAOCAAFUS CONCMULIFCflUS 

| TJUANCSIA LINEATISPICA 

SC TtTMOAlA THUABER1 

S TJTMYHALUS AU5TAIMUS 

SB TGFIClD!A SLUTINOSA SSF. A9S0AA 

LE TOfrRCVA TAXIFGLlA 

S TOUACVA BPADYl 

S TCUREYA FnCMLTONII 

S TOUNEVA FEEIT.6SIAHUS 

SC T0NNSEND1A AtFIGENA VAR. MININA 

IT T0MN6EN0IA AFRICA 

2 TOMNSCNCIA JONES 11 VAR. TONULOSA 

SC TOMNSENDIA HEnSANA 

1 TOtfNSCfcCIA RINIHA 

SC TONHStNLIA AOTHAOCKII 

SC TGNNSENDIA SHlTMtl 

2 IGNttSCNClA SF. MCI/. /tMEO. (MVE CO.! 

2 TOWNSESOIA SF. NOV. INED. 

SC TOKKSENDIA SPATMULATA 

2 TRACYINA ROSTRATA 

SC TRAOESCANTIA EDMAFDSIAM 

2 TAADESCAATIA OZAAKANA 

SC TRAOCSCANTIA HAIGHT!I 

SC TRAGI A NIGRICANS 

2 TRA6IA SAXICOLA 

| TRCNATQLOBCLIA MlHNERt 

| TRICHtUA TAIACANTKA 

| TRICHOFANES ORAYTONIANUN 

| TRIChGSTCRA aostronontanuh SSF. 

CQNPACTUH 

2 • TR.irOLJLH AHOENUH 

JC IRIFOwtUH AH9EA50NII S3R. BEATLEVAE 

1 TRIFOLIUH ANDERSQNl1 VAR. FRISCANUN 

2 TRIFQlIUH BARNEBYI 

2 IRlfOLlUfl BOLANDER! 

3C TMFOLlUR OCDECFERAE 

2 TRIFOLIUH LCIBEA6II 

SC TRIFOLIUH LENNONIl 

2 TFIFGlIUH OHvmEENSE 

SC TRIFOLIUH FLUNOSUN VAR. AHPLlFOLlUH 

SC TAIFOUU* PlUMflSUN VAR. PLUHOSUH 

2 TRIFGLlUN P0LY0B3N 

1 TBIFOLIURSTOlOMFERUH 

2 TAIFOwlU* ThOWFSONI! 

2 TRIFOLIUM TRICHOCACVl 

2 TRIFOLIUH VIRBIMCUN 

SC TRILLION OVATUR SSF. OEffiNGERl 

LE TRILLION PERSISTED 

2 TRILLION PUSILLUR VAR. HCNUCULUH 

2 TRILLION FUSILLOA VAR. OZARlANUR 

2 TRILLIUM FUSILLUA VAR. FUBILLOA 

TRILLION PUSILLUR VAR. VIRGINlANON 
2 ?FI LIIUA RELtQUUN 

SC TRILLIUA TCIANUA 

2 TRIPMORA CRAIGHEAD!! 

2 • TRIRHORA LAT1F0LIA 

1 TFIFSACOA FLORIOANUA 

2 • TRISCTUA ORTMOCHAETUA 

2 TRITELCIA CLEMENTINA 

SC TRITELCIA OUDLEYl 

SC TAITEcEIA LEAHCNAC 

SC TRITELEICPSIS FALAERI 

SC TROLL!US LAIUS SSF. LAIliS 

2 TROFIOOCARFUA CAFFARICEUA 

1 TUCT0R1A GREEHEt 

FE TUAAAOCA AACOOJcALlT 

t URCRA itAALAC 

2 'URERA kGNACNSJS 

S UA0STACHV5 HALEAi.ALAE 

S UA09TACHY9 NUTAN5 

2 URT1CA CWAAAfDRTOI0C8 VAR. RUNTONlI 

9 UTAHIA PCIGlESIANUS 

S UTAHIA 6lLERI 

SB VACCINlUH COCCINELA 

I VACCINlUH SEAFCRVIREnS 

SB VACCtAlUA VACILLAfcS VAR. KISSCuRIENSE 

VALERIANA CGLUABIANA 
SC VALERIANA TElANA 

SC VALERIANA ULI6IN05A 


FARlLY 

BRA9SICACEAE 

BRASS1CACEAE 

BRA8SICACEAE 

BROACUACCAE 

ASTERACEAE 

••• SEE ••• 
LILIACEAC 
TAIACEAE 

••• see ••• 

• •• SEE ••• 
mi SEC ••• 

ASTERACEAE 

ASTERACEAE 

ASTERACEAE 

ASTERACEAE 

• •• SEE ••• 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
ASTERACEAE 
COHHCLINACCAE 
CORNEL INACEAE 
CORNEL I RACEAC 
EURHCRBIACCAC 
E'dFHOABIACCAE 

canfanulaceac 

neliaceac 

HYNENOFHVLLACEAE 

laniaceac 

FAiACEAE 

FABACCAE 

FAIACEAE 

FABACEAE 

FAiACEAE 

FABACEAE 

FABACEAE 

FABACEAE 

FABACEAE 

FABACEAE 

FAIACEAE 

FABACEAE 

FABACEAE 

FABACEAE 

FABACEAE 

FABACEAE 

LILIACEAC 

LtLlACEAE 

LILIACEAC 

LILIACEAC 

LILIACEAC 

LILIACEAC 

LILIACEAC 

LILIACEAC 

ORCMIBACCAC 

ORCHIOACEAE 

F3ACEAE 

POACEAE 

LILIACEAC 

LILIACEAC 

LILIACEAC 

LILIACEAC 

ranunculaceac 

BFABSICACCAE 

FOACEAE 

CUlURBITACEAC 

URTICACEAt 

URTICACEAE 

••• see ••• 

••• SEE ••• 

URTICACEAE 

••• SEC ••• 
••• SEE ••• 
ERICACEAE 
ERICACEAE 
ERICACEAE 
VAURIANACEA£ 

valerianaceae 

valerianaceae 


CONNON KANE 

RANGE 

CA 

OR 

FRUBEROO. ISlANO 

CA 

FI NON 

FR VI 

AZ, N«tico 

EUPHORBIA AUSTRINA 


ID 

TORREYA, FLORIDA 

FL SA 

PEOICCACTUS BRADYI 

REDIOCACTUS KNOMLTONll 

FCDICCACTUS PCEILE91ANUS VAR. 

FCEBLESIANUS 


UT 

TOMNSENtlA, LAST CHANCE 

U1 

NV 


U1 

TCNNSCNOIA ALRlfiENA VAR. NININA 


CO 

GROUND-DAISY, BLACK ROC* 

A! 

TOMNSENOIA 

MV 

MY 

TONNSENDIA, 5*0*0 

NY 

TRACYINA, BEAKED 

CA 

n 

AA NO OK 

NN T1 

TB 

FL 

Ml 

IARIACO 

FI 

HI 

BLOCCORLS, MIDDEN LAKE 

CA 

CLOVER, ShOnt INDIAN 

CA 

CLOVER, FIVE-LEAF, BENTLEY S 

CA NV 

U? 

NY 

CLOVER, BOlANOER 

CA 

CLOVER, DEBCClER 

CA 

OR 

Clover, lehncn s 

CA NV 

CLOVER, CNYHEC 

ID OR 

ID 

OR NA 

clover, pacific grove 

CA 

buffalo-clover, running 

AR It IN kS KV NO 

CLOVER, TMQHPSON 

HA 

CLOVER, DEL NONTC 

CA 

CLOVER. KATE S-NGUNTAIN 

ND FA VA MV 

CA 

trilliun, pcrsistcni 

BA SC 

VA NV 

TRIU.IUM. LEAST, OZARK 

AR KV NO TM 

AL KV KS MC SC TN 

TRILLIUN. LEAST. VIRGINIA 

NO VA 

AL BA SC 

LA Tl 

NOOOlNi-CAPS, 

FL 

NODDING-CAPS. 

FL 

GAIA GLASS. 

FL 

NT 

CA 

CA 

AZ 

AZ, H»*1C0 

CT NJ NV OH PA 

TROFIDOCAAPUN. CAFER-FRUITED 

CA 

ORCUTT BRASS, GREENE S 

CA 

GLOBE-BERRY, TUHAROC 

AZ, M«»ICO 

ORUMC 

Ml 

Ml 

iVCOPODlUR HAIEACALAE 

lycopodium NUTANS 

ORTliUlLLA, 

It 

FEOIOCACIUS FEEBLCSIANUE VAR. PEEBLES 


FEOIOCACIUS SILER! 

BILBERRY. SISKIYOU NOUNTAINS 

CA OB 

SC 


NO 

NA, Cap(B.C. t 
NN It 

VALERIAN, HARSH 

1L IN He Ml NN NY 
Ml, C«*A44 IN.B.. 

Out.) 
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STATUS 

SCIENTIFIC KANE 

FAMILY 

CONNOR NAME 

RANSE 

SC 

VALERtANtLLA TElANA 

VALERIANACEAE 

cormsalao, EDsAROS* plateau 

T1 

sc 

VANCOUVER IA CmRYSANTHA 

BERBER10ACEAE 


CA OR 

2 

VAUOUCLIN!A PAUCIFlORA 

ROSACEAE 


AZ NN. N«i!C0 

SC 

VERATRUN FIHIRIATUN 

11LIACEAE 


CA 

s 

VERATRUN INTERMEDIUM 

••• SEE ••• 

VERATRUN WOODII 


sc 

VERATRUN N0QDII 

LILIACEAE 

HELLEBORE, FALSE 

AR FL SA 1L IN !A KV 
OH OK TN T1 

1 

VERBENA CAIIFORNICA 

VERIENACEAE 


CA 

2 

VERBENA RARITINA 

VERIENACEAE 


fl 

1 

VERBENA TANPENSI8 

VERIENACEAE 

VERVAIN, 

fl 

2 

VEREESINA CHAPMANNl! 

ASTERACCAE 

CROMNBCARD, CHAPMAN'S 

FL 

1 

VER8E9INA HETEROPNVLLA 

ASTERACEAC 


FL 

2 

VERNON!A B0R1N0UENSI8 

ASTERACEAE 


FR 

sc 

VERNON tA PUICHCUA 

ASTERACEAE 


SA 

SC 

VERONICA COPELAND!1 

icrophulariaccae 

SPECONELL, COPELANDS 

CA 

SI 

VERONICA SHERMOODU 

SCROPKULARIACEAE 


OR 

2 

VIBURNUM BRACT EATON 

CAPRIFOLIACEAE 

ARftOMMOOB, 

AL 6A TN 

tc 

VtCIA KENME5M 

FAIACEAE 

VETCH, HANAMAN 

HI 

1 

VICIA OCAIENSI5 

FABACEAE 

VETCH, OCALA 

FL 

SB 

V1C2A REVERCH0N1! 

FAIACEAE 

VETCH, HAIRY POO 

OK TI 

I 

VI6NA 0NAHUEN81S 

FABACEAE 

VZSNA, OAHU 

HI 

1 

VISNA SAN0WICEN5IB 

FAIACEAE 


HI 

8 

VIBUIERA LUOCNS 

••• set • 

HCLIANTHUS LUOCNS 


SC 

VI6U1CRA PORTER! 

ASTERACEAE 


At SA 

SC 

VIBUIERA SOUCEPS 

ASTERACEAE 

SLHFlONER, PAR!A 

UT 

s 

VINCETOIICUN ALABANENSE 

••• SEE ••• 

NATELEA ALABAMENSIS 


SB 

VIOLA ADUNCA VAR. CASCAOENSIB 

VIOLACEAE 


OR NA 

1 

VIOLA CHAN1SS0NIANA 

VIOLACEAE 

OLOPU 

HI 

s 

VIOLA CHARLE8T0NEN818 

mi SEE mi 

VIOLA PURPUREA VAR. CHALiESTONENSJS 


sc 

VIOLA E&8LE8T0NU 

VIOLACEAE 


AL 64 KY TN 

sc 

VIOLA FLETTlt 

VIOLACEAE 

VIOLET, FlCTT 3 

NA 

1 

VIOLA HELENA 

VIOLACEAE 


HI 

I 

VIOLA KAOAIENSIS VAR. MAKIANAEMSI3 

VIOLACEAE 


HI 

sc 

VIOLA LANCEOLATA SSP. OCCIOENTALIS 

VIOLACEAE 


CA OR 

2 

VIOLA NOVAC-AN&lIAE 

VIOLACEAE 

VIOLET, NEN ENSLAMB 

HE HN NY Nl, C«»*dl 
<N«n., N.B., Oftt.) 

1 

VIOLA 0AHUENSI8 

VIOLACEAE 


HI 

SC 

VIOLA PURPUREA VAR, CMAH LEST ONENS1S 

VIOLACEAE 

VIOLET, LIMESTONE 

NV UT 

2 

viola robusta 

VIOLACEAE 


HI 

SC 

VIOLA TONENTOSA 

VIOLACEAE 

VIOLET, FELT-LEAF 

CA 

sc 

NALOSTEINIA IOAkOENSIS 

ROSACEAE 


10 

2 

NALDSTEINtA LOIATA 

ROSACEAE 


BA SC 

2 

NALTMERIA PTROLAEFOLIA 

STERCULIACEAE 


HI 

2 

MAREA ANPLCXIFOLIA 

BRASSICACCAE 


FL 

1 

NARCA CARTERI 

IRA6SICACEAE 


FL 

SC 

NAREA SESSlLlfDLlA 

BMSSICACEAE 


AL FL 

s 

HEOELIA CRISTATA 

••• SEE ••• 

ALL IONIA CRISTATA 


2 

nikstroenia iasicoroa 

thtnclaeaceac 


Ml 

2 

NIKSTROENIA HAVALE1 

thtnelaeaceae 

, • * 

HI 

2 

NIKSTROENIA 18AE 

thvnelaeaceae 


HI 

1 

NIKSTROENIA LEPTANThA 

thtnelaeaceae 


HI 

2 

NIKSTROENIA NONTICOLA VAR. OCCIOENTALIS 

THTNELAEACEAE 


HI 

2 

NIKSTROENIA PERDITA 

thynelaeaceae 


HI 

2 

NIKSTROENIA SKOTTSBERSIANA 

thyhelacaccac 


HI 

| • 

NIKSTROENIA V1LL0SA 

thynelaeaceae 


HI 

I - 

NILKE9IA HOBOVI 

ASTERACEAE 

ILIAU. ONAfiF 

HI 

SC 

NILLK0NN1A TEXANA 

POACEAE 


TI 

SB 

NCOOSIA ABBEAE 

P0LYP001ACEAC 


HI HN HI 

2 

ROODS:A OPE6ANA VAR. CATMCARTlANA 

POLYPOOIACEAE 

ROODS!A, OREGON 

HN NV Nt, C«»•*« 

S 

MULFEN1A BULL11 

mi SEE tit 

BESSCTA BULL!! 


2 

NVETHIA RETICULATA 

ASTERACEAE 

MULE-CAPS, EL DORADO 

CA 

6 

1ANTH0CEPNALUN CALIFORNICUN 

mi SEE mi 

5UT1EPPEZIA CAL1F0RN1CA 


8 

XAMTHOCEPHALUN SAROTHPAC VAR. PONARIENSE 

••• SEE ••• 

8UT1ERREZIA SAPOTHRAE VAR. P0HARIENS13 


SC 

XVLORHWA COSNATA 

ASTERACEAE 


CA, Ntiico (!«)• 
CitHorstii 

SC 

1YL0AH1 2A CONfERTIFOLU 

ASTERACEAE 


UT 

2 

XYLQRMIZA CPONOUISTI! 

ASTERACEAE 


UT 

2 

XVIORNIZA ORCUTTII 

ASTERACEAE 

ASTER, ORCUTT S 

CA, N»»IC0 <B«J« 
CRllTornUl 

2 

IVlOSNA CRENATUN 

flacourtiaccae 


HI 

2 

XVRIS DRURNQNOII 

XVRIDACEAC 


AL FL SA LA NS 

2 

XYRtS I8CETIF0LIA 

IYRIOACEAE 


FL 

SC 

XVRIS L0NSI5EPALA 

IYRIOACEAC 

YELL0N-EYCD-SRAS5, KPAL‘5 

AL FL 

2 

XVRIS SCABR!fOLIA 

IYRIOACEAE 


AL fl ga ns 

2 

IYRIS TENNESSCCNSI8 

XVRIOACEAE 

• 

AL 6A TN 

SC 

YUCCA ANSUST tSSlMA VAR. TQfT!A£ 

LILIACEAE 


UT 

s 

YUCCA TOFT IAE 

••• SEE ••• 

YUCCA ANSUSTISSSNA VAR. TOFT IAE 


8 

ZANIA FLORICANA 

••• SEE 

ZAMIA 1NTE6RIF0UA 


SC 

ZARIA INTCGRIF0L1R 

CVCAOACEAC 

COONTIE. FLORIDA 

FL SA 

2 

ZANTHQlYLUN bluettianun 

RUTACEAC 

AC (HER E) 

H! 

1 

ZANTHOIYLUH OIPCTALUN 

rutaccac 

KAMA'U 

HI 

2 

ZANTHOlYLUN SLANDULOSUN 

RUTACEAE 


HI 

1 

ZANTHQlYLUN HAuAllCNSC 

RUTACEAE 


HI 
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STATUS 

SCIENTIFIC MARC 

fAHllY 

CCARON MARC 


2 

ZANTHOIVIUH YAUAtNSC VAR. ► GHUfibA 

RUUCCAE 


Ml 

2 

zanthoiyluh fuviense 

PUTACCAC 


HI 

2 

lAMTHOlVlUR PARVUH 

RUTACCAE 

TtCYLC-TONCUC. 5MINHER S 

TI 

1 

ZANTHOlYLUR SCRlAATlCUlATUR 

RllTACEAE 

AC (MCA'Cl 

HI 

2 

IAATMOIVLUH 8«0TTSS£AGll 

RUTACCAC 

A C CHCA'O 

HI 

fC 

zanthoiyiuk thcrasianur 

RUTACCAC 

PMCKLY-ASn. 

RR VI 

SC 

ZEPHYRANTHCS SIRPSONtl 

LZlIACCAC 


PL SA SC 

JC 

zcpioaanthes treatiae 

L It. TACtAC 


ru 

JC 

ZIQADCftUS VASIMATUS 

LtUACCAC 

DCATHCARUS. SHCATNCO 

NV UT 

t€ 

ZIZANIA UXANA 

POACEAE 

U!LD*R!CE, TCIAS 

TX 

2 

212IA LATITOLIA 

API ACCAC 


n 

2 • 

ZHIPHUS CCLATA 

RhARNACCAC 


n 


I IK IW 0-2<HK»; (l: 4 r. um| 

entHM coot 


DANBC 
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DEPARTMENT OF HOUSING AND 
URBAN DEVELOPMENT 

Office of the Assistant Secretary for 
Housing—Federal Housing 
Commissioner 

24 CFR Part 200 

I Docket No. R-85-1103; FR-16551 

Revision of Minimum Property 
Standards (MPS) for One and Two 
Family Dwellings 

agency: Office of the Assistant 
Secretary for Housing*—Federal Housing 
Commissioner, HUD, 
action: Final rule. 

summary: This final rule changes the 
basic structure of HUD’s Minimum 
Property Standards (MPS) for one and 
two family dwellings. The handbook 
which contained the MPS for such 
structures is eliminated. The Department 
will now rely upon acceptable local 
building codes, acceptable State 
building codes where there are no 
acceptable local building codes, or the 
Counsel of American Building Officials* 
(CABO) One and Two Family Dwelling 
Code where there are no acceptable 
State building codes. State and local 
codes are acceptable when the HUD 
Field Office verify them as being 
comparable to one of the national model 
codes. Necessary requirements which 
are unlikely to be contained in State or 
local codes and not contained in the 
CABO One and Two Family Dwelling 
Code are set forth in the Department s 
regulations as written herein. 

These revisions will preserve the 
quality of one and two family dwellings 
and protect the Department's insurance 
fund while simplifying the Department's 
construction criteria. 

EFFECTIVE DATE: November 1.1985. 

FOR FURTHER INFORMATION CONTACT: 
Mark W. Holman, Manufactured 
I lousing and Construction Standards 
Division. Room 9156. Deportment of 
Housing and Urban Development. 451 
7th Street SW., Washington. DC 20410. 
telephone (202) 755-6584. IThis is not a 
toll-free number). 

SUPPLEMENTARY INFORMATION: The 

National Housing Act, 12 U.S.C 1701- 
1749. authorizes the Secretary of 
Housing and Urban Development 
(Secretary) to prescribe standards for 
determining the acceptability of one and 
two family residential structures for 
purposes of mortgage insurance. See . 
e.g., 12 U.S.C. 17157(f)- Some general 
statutory* guidelines govern the nature of 
these standards. For example, the 
standards are "to establish the 


acceptability of. . . . propert(ies) for 
mortgage insurance. . 12 U.S.C. 

17157(f)- In addition, the standards must 
be consistent with the declared national 
housing policy of realizing "the goal of a 
decent and suitable living environment 
for every American family. . . See 42 
U.S.C. 1441, 

The Department has prescribed these 
standards by issuing the Minimum 
Property Standards (MPS) for One and 
Two Family Dwellings, which were 
published as HUD Handbook 4900.1, 
and incorporated by reference into the 
Department's regulations by authority of 
24 CFR 200.927. Changes in the structure 
of the MPS are being made to further the 
indicated statutory purposes. 

The Department also has evaluated 
the revisions to the MPS in light of the 
recent amendment of Section 526 of the 
National Housing Act. 12 U.S.C. 1735M. 
See Housing and Urban-Rural Recovery 
Act of 1933. Pub. L. 98-181. sec. 405.97 
Slat. 1153 (1983). As amended, section 
526 now permits the Secretary to 
require, with respect to health and 
safety, that properties other than 
manufactured homes comply "with one 
of the nationally recognized model 
building codes, or with a State or local 
building code based on one of the 
nationally recognized model building 
codes or their equivalent." The 
Secretary is "responsible for 
determining the comparability of the 
State and local codes to such model 
codes. . . 

On October 11.1984, the Department 
published a proposed rule to revise the 
MPS. See 49 FR 39855. That rule 
proposed that the Department rely upon 
acceptable State and local codes and 
eliminate the handbook containing the 
MPS for One and Two Family 
Dwellings. This final rule adopts as final 
that proposed rule. It is also similar in 
many respects to the final rule amending 
the MPS for Multifamily Housing which 
was published on May 1,1981149 FR 
18690J. 

Four hundred sixty-one comments 
were received in response to the 
proposed rule, and the Department has 
evaluated the revisions to the MPS in 
light of those comments. 

The Department is aware of the fact 
that unnecessary or needlessly complex 
regulations can increase the final cost of 
a home. This rule is part of the 
Department's continuing effort to 
eliminate regulations where possible 
and to simplify regulations that cannot 
be eliminated. 


I. Description of Final Rule 

A. General 

The Department ib revising the MPS 
for One and Two Family Dwellings in 
order to simplify them. Generally, HUD 
will rely upon State or local building 
codes or the Council of American 
Building Officials* (CABO) One and Two 
Family Dwelling Code to provide the 
health and safety criteria for its single 
family construction standards. The 
Department will rely upon a State or 
local code only after it has been 
accepted by the Department as being 
comparable to one of the nationally 
recognized model building codes or its 
equivalent In some jurisdictions, the 
Department may partially accept a State 
or local code. In such areas, the 
Department will rely upon the Stutc or 
local code, plus those provisions of the 
CABO One and Two Family Dwelling 
Code identified by the local HUD Field 
Office in accordance with 24 CFR 
200.926c. In iurisdictions where a State 
or local code has not been accepted or 
partially accepted by the Department, or 
where no State or local code exists, the 
Department will require compliance 
with the CABO One and Two Family 
Dwelling Code, the Electrical Code for 
One and Two Family Dwellings and the 
requirements under Sections 200.926 d 
and e. 

In those instances where the 
Department will require compliance 
with the CABO One and Two Family 
Dwelling Code, the developer or other 
interested party must also comply with 
the mandatory codes or standards 
incorporated by reference therein and 
the requirements of 8 200.928e. In 
addition, compliance with the Electrical 
Code for One and Two Family 
Dwellings. NFPA 70A. 1984 edition, 
including the appendices. Is required 
This is identified in 24 CFR 
200.926b (a)(2). 

In all instances, the Department will 
require compliance with the standards 
set forth in 8 200.92Gd, entitled 
"Construction Requirements*'. This 
section contains standards relating to 
energy and certain other matters. 

Section 521 of the National Housing 
Act. 12 U.S.C. 1735e. requires the 
Secretary to "adopt a uniform procedure 
for the acceptance of materials and 
products to be used in structures 
approved for mortgages or loans insured 
under (the National Housing) Act." The 
Secretary' has established such 
procedures in Handbook 4950.1 and in 
24 CFR 200.935. This final rule will not 
affect these procedures. 

Section 100-2 of the now-eliminated 
MPS for One and Two Family 
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Dwellings, HUD Handbook 4900.1. 
provided that "(e)xisting construction 
shall comply with the Requirements for 
Existing Housing—One- to Four-Family 
Living Units, HUD Handbook 4905.1.'* 
Under this final rule, this handbook will 
not be referenced in the Code of Federal 
Regulations. This handbook will, 
however, be maintained by the 
Department as a single family program 
handbook. 

B. Standard for Determining 
Comparability of State or Local Codes 

The Department will determine 
whether a State or local code is 
comparable to one of the nationally 
recognized model codes by conducting 
an analysis of the comprehensiveness of 
the State or local code. For use in 
performing this analysis, the Department 
has prepared a list of construction- 
related areas. See $ 200.926a. This list is 
based upon the provisions of the 
nationally recognized model building 
codes and is made up of major areas 
and subareas. Each major area has been 
made a separate paragraph of 
( 200.926a. For example. Fire Safety is 
paragraph (a) and Light and Ventilation 
is paragraph (b). Each major area has 
been further divided into subareas. For 
example, the Light and Ventilation 
paragraph has been divided into two 
subareas: (1) Habitable rooms and (2) 
Bath and Toilet rooms. 

A State or local code will be found 
comparable, and therefore acceptable, if 
it regulates every subarea set forth in 
5 200.926a. A State or local code will be 
found partially acceptable if it fails to 
regulate from one to eight subareas in 
the same major area: however, no code 
will be found partially acceptable if it 
fails to regulate subareas in more than 
one of the major areas. 

Consequently, every State or local 
code which is partially accepted will be 
deficient in only one major area. The 
local HUD Field Office will remedy the 
deficiency by designating those 
provisions of the CABO One and Two 
Family Dwelling Code which regulate 
the entire major area found deficient 
This designation will be made in 
accordance with the table set forth in 
S 200.928c. 

If a local code is not found to be 
acceptable or partially acceptable, one 
and two family residential structures 
will have to comply, for HUD purposes, 
with the State code if the State code is 
considered acceptable or partially 
acceptable. If the State code is not found 
acceptable or partially acceptable, one 
and two family residential structures 
will have to comply, for HUD purposes, 
with the CABO One and Two Family 
Dwelling Code, | 200.926e, and NFPA 


70A. In all cases, the requirements set 
forth in § 200.926d shall apply. 

The HUD Field Office, using 
provisions from the CABO code, will 
remedy deficiencies in partially 
acceptable State or local codes so they 
may be used for HUD purposes. For 
example, a jurisdiction's code may be 
deficient in the "Plumbing" major area 
because it fails to regulate the "Vents 
and Venting" and the "Cleanouts" 
subareas. In such a case, the code will 
be found to be partially acceptable 
because only subareas from one major 
area are lacking. The Field Office will 
remedy the deficiencies in the 
"Plumbing" major area by designating 
Part V of the CABO One and Two 
Family Dwelling Code. Thus, in that 
jurisdiction, for HUD purposes, 
properties will have to comply with Part 
V of the CABO One and Two Family 
Dwelling Code, the entire local code 
except for the plumbing requirements, 
and the requirements set forth in 
§200.920d. 

To determine whether this method of 
evaluating comparability would protect 
the Department’s interests and satisfy 
all statutory requirements, the 
Department conducted a study of 
representative local codes. Codes from 
nine jurisdictions were evaluated. Three 
of the jurisdictions were large cities, 
three were medium sized cities, and 
three were small cities. One city of each 
size was selected from geographically 
diverse areas of the nation. As a result 
of this evaluation, it was found that 
seven of the codes regulated the areas 
identified in { 200.926a. 

These seven codes were then 
subjected to a more detailed evaluation. 
This detailed analysis was performed to 
determine whether the local codes were 
in fact comparable to one of the 
nationally recognized model codes. In 
each case where the Department 
subjected a code to detailed analysis, 
we determined that it was comparable 
to one of the model codes. 

C. Review Process 

Before a State or locul code can be 
relied upon to provide health and safety 
requirements for HUD purposes, it will 
have to be accepted or partially 
accepted by the Department. The review 
process for State codes, however, differs 
from that for local codes. With respect 
to State codes, the HUD Field Offices 
will immediately review them, without 
requests or submissions from lenders or 
other interested parties. 

The Department will review a local 
code when it receives a request from a 
lender or other interested party. The 
person requesting review must submit to 
the HUD Field Office a copy of the local 


building code and a copy of the statute, 
ordinance, order or regulation 
establishing the code, if any. The 
submitting party will not be required to 
submit copies of any part of a code 
already in the possession of the 
particular HUD Field Office. If the 
Department accepts the local code, it 
will issue a letter stating that the code is 
acceptable. If the Department declines 
to accept a local code, the submitting 
party will be notified, and given an 
opportunity to present Its views as to 
why the local code should be accepted. 

If the local code has been neither 
previously accepted nor partially 
accepted and if a lender or other 
interested party wishes to have it 
accepted, then it must submit the 
material described in the preceding 
paragraph. If a local code has been 
previously accepted or partially 
accepted, then lenders or other 
interested parties must submit either a 
certificate stating that the local code has 
not been changed since the date of its 
acceptance or partial acceptance by the 
Secretary, or a copy of all changes that 
have been made since the date of the 
Secretary's acceptance or purtial 
acceptance. All submissions must be 
made by the time of application for 
mortgage insurance or other benefits. 

Each Regional and Field Office will 
maintain a current list of States and 
jurisdictions with accepted or partially 
accepted codes, including the dates of 
acceptances. 

D. Use of the Council of American 
Building Officials (CABO) One and Txvo 
Family Dwelling Code 

in those jurisdictions without 
acceptable or partially acceptable local 
codes, one and two family dwellings 
must comply, for HUD purposes, with an 
acceptable or partially acceptable State 
code. In those jurisdictions without 
acceptable or partially acceptable State 
or local codes, one and two family 
dwellings will have to comply, for HUD 
purposes, with the CABO One and Two 
Family Dwelling Code identified in 24 
CFR 200.920b(a) and with the 
requirements of { 200.928e. In all cases, 
the requirements set forth in 5 200.926d 
shall apply. 

In those jurisdictions with a partially 
acceptable local code or a partially 
acceptable State code, certain portions 
of the CABO code identified in 24 CFR 
200 926b(a) will be used. The HUD Field 
Office wilHdentify, in the written notice 
of partial acceptance, those portions of 
the CABO code with which the dwelling 
must comply. In so doing, the HUD Field 
Office will rely upon the table at 
§ 200.926c to determine which portions 
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of the CABO code will supplement the 
partially acceptable State or local code. 

The requirement to comply, for HUD 
purposes, with all or part of the CABO 
code or any State or local code applies 
only to the particular one or two family 
dwelling in question and has no 
applicability to other buildings in the 
community. 

£L Differences Between the Proposed 
and Final Rules 

Under the proposed rule, if the code 
which was applicable in a particular 
jurisdiction was found to be neither 
acceptable nor partially acceptable, 
then one and two family dwellings 
would have had to comply, for HUD 
purposes, with one of three nationally 
recognized model codes. The code to be 
evaluated was the code applicable in 
the jurisdiction, whether it was a local 
code, a State code, or a combination of 
the two. The final rule changes this 
system in two respects. First, the 
Department will evaluate a local code, if 
there is one. to determine its 
acceptability. If it is found to be neither 
acceptable nor partially acceptable, 
then one and two family dwellings will 
have to comply, for HUD purposes, with 
an acceptable or partially acceptable 
State code, if one exists. If no 
acceptable or partially acceptable State 
code exists, then one and two family 
dwelling will have to comply, for HUD 
purposes, with the CABO One and Two 
Family Dwelling Code. Reliance upon 
the CABO code is the second change in 
the system which would have been 
established under the proposed rule. 
Under the proposed rule, the 
Department would have permitted 
reliance upon the BOCA Basic/National 
Building Code; the Standard Building 
Code; or the Uniform Building Code. In 
addition to these changes, the final rule 
adds references to Appendices C and F 
of HUD Handbook 4910.1. "Minimum 
Property Standards for Multifamily 
Housing." Finally, a number of minor 
editorial changes have been made in the 
rule in order to clarify its meaning and 
application. 

IF Public Comments 

A . Genera / 

The Department received 461 
comments. Most of these were 
concerned with the thermal energy 
requirements set forth in 5 200.92Gd. 
Many of the comments indicated 
support for the policies underlying the 
rule change. Other comments suggested 
changes to specific provisions of the 
proposed rule. 

The Department received several 
comments with respect to the rule's 


general policy of relying on State or 
local codes to the greatest extent 
possible. One commenter complained 
that the rule would allow an 
"unnecessary and excessive 
proliferation" of different requirements 
throughout the country. All housing, 
whether conventionally or HUD 
financed, has always had to comply 
with local building codes. Only HUD 
financed housing had to comply with an 
additional set of standards, the MPS. 

The Department believes that the use of 
State or local codes will significantly 
reduce the burden of conflicting 
requirements that several layers of 
building standards tend to create. 
Moreover, this rule is consistent with 
both the Administration's policy of 
federalism and the Department's 
statutory mandate. 

Another commenter argued that the 
existing MPS should be retained 
because model and State or local codes 
are primarily concerned with health and 
safety issues. They do not regulate 
performance and durability, as the 
existing MPS do. According to this 
commenter. the elimination of HUD's 
MPS will enable builders and 
developers to increase their profits and 
in the process build shoddier houses, 
which, in the long run, will reduce the 
quality of housing. For several reasons, 
the Department believes that the new 
system w ill not be deleterious to HUD- 
financed or other housing. First of all, 
the elimination of some criteria does not 
mean that builders will eliminate quality 
materials or good design. 

Conventionally financed housing has for 
years been built to meet specifications 
that exceed HUD’a standards, because 
HUD has historically set only minimum 
standards. Consumer taste has often 
dictated more than the MPS requires. 
While elimination of the MPS will not 
reduce the quality of construction, it will 
eliminate the adherence to duplicative 
building codes, which can increase the 
cost of construction. Additionally, 
elimination of a single federal standard 
will allow for greater flexibility in 
addressing local needs through the use 
of local or regional codes. Further, 
buyers in today's market place are 
better educated and able to determine 
for themselves whether they wish to 
purchase homes containing 
marketability or liveability fixtures. 

Moreover, the rule addresses only the 
construction criteria of home building, 
not the valuation procedures. If a buyer 
chooses to accept smaller spaces or 
fewer features in a home so that h£ or 
she can save money, the valuation 
procedures will reflect this choice. 

These valuation procedures establish 


the maximum mortgage amount the 
Department will insure. 

Finally, the primary purpose for the 
MPS throughout its history was to 
reduce the risk to the Department s 
insurance fund by ensuring that HUD 
could dispose of homes acquired 
through foreclosure at a minimum of loss 
to the Department. The Department has 
concluded that because of the increasing 
acceptability of local codes, buyer 
education, and builder interest, the use 
of model codes and the additional 
criteria of the Rule are sufficient to 
produce construction which will be 
adequate collateral to support an 
acceptable mortgage Insurance risk. In 
sum. the Department is confident that 
construction meeting acceptable State or 
local codes or the CABO code, plus the 
additional requirements set forth herein, 
is adequate for HUD purposes and 
ensures that the quality of construction 
will remian high for the homebuyer. 

The Department solicited comment on 
six subjects. See the proposed rule to 
revise the Minimum Property Standards 
for one and two family dwellings 
published on October 11.1964 at 49 FR 
39658. The discussion of the comments 
below corresponds to these six 
inquiries. Comments not pertaining to 
any of these areas are discussed in 
section Il.g. 

B. Energy 

In the proposed rule, the Department 
solicited comment concerning the energy 
requirements of the MPS: 

The Department is considering making 
changes to the energy requirements discussed 
above. In particular, the Department is 
considering whether to adopt the energy 
standards contained in the January 29. 1964 
Addenda to ANSI/AS! IRAE/IES 90A-1980 or 
the standards contained in the 1963 edition of 
the Model Energy Code. The Department 
seeks comment on these alternatives and on 
the availability and the propriety of other 
options 49 FR 39656. 

In response, the Department received 
numerous comments relating to energy 
requirements. Many commenlers 
expressed concern that adoption of a 
model code or standard would eliminate 
the special consideration for masonry 
construction granted by HUD'S Local 
Acceptable Standard for Arizona and 
Florida. Many other commenters 
suggested that we adopt one of the 
versions of the Model Energy Code or 
the ANSI/ASHRAE/IES Standard, 
Finally, the Department received many 
comments suggesting specific changes to 
the MPS energy standards. 

After reviewing these comments, the 
Department has decided not to proceed 
to a final rule with respect to the energy 
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requirements of the MPS for one and 
two family dwellings. Rather, the 
Department will continue to evaluate 
the comments and to study possible 
alternatives, and will issue a final rule 
for energy criteria in the future. 

The energy criteria will, therefore, 
remain unchanged from those currently 
in effect. To be consistent with the new 
structure of the MPS, however, the 
current energy criteria will be published 
in the Code of Federal Regulations, at 24 
CFR 200.926d(d). One commenter 
suggested that the energy criteria should 
remain in handbook form because tho 
Code of Federal Regulations (CFR) is not 
available to builders. The Department 
believes that publication in the CFR 
ensures that any standards contained 
therein are widely available. Moreover, 
the HUD Field Offices will reprint and 
make available to builders the 
construction requirements in $ 200.928 d 
and e. 

C. Burden on Small Homebuilders 

The second subject on which the 
Department solicited comment was 
whether this rule would “reduce 
burdens on small homebuilders, who 
often Find it especially difficult to 
comply with two different sets of 
construction standards.” 49 FR 39858. 
The Department also sought comment as 
to “whether the proposed arrangements 
will lead to any particular difficulties for 
small builders in learning of the 
standards to which they must comply, 
and as to what additional measures the 
Department might adopt to alleviate the 
disadvantages inherent in small 
operations.” 49 FR 39858. Only a few 
commcnters responded directly 
concerning this matter. In general, the 
commenters who responded believed 
that the Department’s proposal would 
reduce regulatory conflicts, minimize 
waste and bring home costs down. They 
also commented that neither lenders nor 
builders would have problems in 
complying with the simplified 
requirements. 

One commenter recognized that 
lenders and builders will need some 
type of education program to acquaint 
them with the changes. The Department 
realizes there will be some uncertainty 
as to the correct procedures during the 
transition period from the current 
system to the new system. During this 
transition, the Department’s staff will be 
trained in code acceptance and use and 
will be instructed to give as much 
assistance to lenders and builders as 
possible. Formal or organized training 
by the Department for lenders and 
builders is not possible because of staff 
and funding limitations. However, if 
problems arise, appropriate information 


will be disseminated to ensure a full 
understanding of the necessary program 
functions by private sector participants. 

D. Applicable Construction Standards 

The Department requested comment 
on whether the proposed approach to 
correcting deficiencies in State or local 
codes, when they are judged partially 
acceptable, would impose any serious 
burdens upon builders. The Department 
also requested comment on whether 
there was an alternative, less 
burdensome approach that is consistent 
with the Department’s mandate. 

One commenter expressed concern 
that when local codes are supplemented 
by referencing portions of model codes 
(in the final rule, only the CABO code), 
there is a possibility that conflicts 
between the local and CABO codes 
could occur. The commenter suggested 
that when conflicts arise, the local code 
should prevail. 

The Department's intent is to allow 
the use, where possible, of State or local 
codes as HUD’s health and safety 
criteria. When the State or local code is 
deficient in that it does not cover 
subareas in only one area, CABO code 
criteria will be used only to supplement 
the deficient State or local code. The 
Department recognizes that there may 
be times when the State or local code 
criteria are not compatible with the 
portion of the CABO code designated to 
supplement the deficient code. When 
conflict occurs, the local HUD Field 
Office will determine, on a case-by-case 
basis, which criteria will apply. See 
S 200.926(b). The Department believes 
that this approach provides sufficient 
flexibility for lenders and builders, yet 
will ensure that the Department's 
interest in providing decent, safe and 
sanitary housing is met. 

Another commenter pointed out that, 
under the Proposed Rule, the local HUD 
Field Office would have been required 
to designate an appropriate model code 
to be used when a jurisdiction has a 
partially accepted code. This could 
result in more than one model code 
being designated by a HUD Field Office, 
depending upon which part of the local 
code was deficient. Further, in 
neighboring local jurisdictions under the 
same or a different HUD Field Office 
jurisdiction, a different model code 
could be referenced for the same 
deficient part of a local code. Finally, it 
was pointed out that when there is no 
acceptable local code, the Proposed 
Rule directed the lender or other 
interested party to select the model code 
to be used. The commenter concluded 
that this system could yield a maze of 
construction requirements. It would 
have been very difficult for the small 


home builder, fee inspectors, direct 
endorsement mortgagees, and HUD 
Field Office staff to know which criteria 
would be applicable in every local 
jurisdiction, to keep current editions of 
the local and model codes, and to build, 
review plans and specifications and 
inspect construction to so many 
different combinations of local and 
model codes. 

To eliminate potential conflicts or 
confusion, we are eliminating the 
options that permit the HUD Field Office 
and the lender or other interested party 
to choose which model code applies. 

The Final Rule now incorporates by 
reference only the CABO One and Two 
Family Dwelling Code as a model 
building code. Where there is no 
acceptable local code, the lender or 
other interested party is required to 
comply with the State building code, if it 
is acceptable or partially acceptable. If 
there is not an acceptable or partially 
acceptable State building code, then the 
CABO One and Two Family Dwelling 
Codes applies. Where the State or local 
code is partially acceptable, the HUD 
Field Office will supplement it with 
portions of the CABO code. 

The Department has decided to use 
only the CABO code for several reasons 
other than the simplicity that the use of 
only one code will provide. First, the 
CABO code has been widely adopted 
throughout the country. Second, it is a 
model code created strictly for the 
regulation of single family dwellings. 
Third, it was created and is referenced 
by the three major model code 
organizations as single family dwelling 
criteria. Fourth, referencing only the 
CABO code will obviate the need for 
including a mechanism in the rule to 
ensure that all of the model code 
references are current. Finally, the 
CABO code regulates the construction 
areas identified in § 200.926a in a way 
that the Department has concluded 
adequately protects its interests. 

One commenter argued that the 
Department should not supplement a 
deficient subarea of a State or local 
code by substituting an entire major 
area of a model (now CABO) code. 
Another commenter suggested that HUD 
should specify, on a case-by-case basis, 
what modifications would be necessary. 
The Department believes, however, that 
the system as proposed will effectively 
supplement partially acceptable codes. 

It has been the Department’s experience 
that if a Stale or local code is deficient 
in one subarea, there are likely to be 
other deficiencies in other subareas 
within the major area involved. Thus, 
substitution of the entire major area 
ensures that all relevant criteria are 
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adequately addressed. Further, by 
establishing a uniform system under 
which partially acceptable codes will be 
supplemented, the Department can both 
minimize confusion and attain some 
uniformity within a State or local 
jurisdiction. 

£ The De\etof>er Submission of *AVi 
Chun#*' ~ Certificate 

Comment was solicited as to whether 
the Department's requirement for a 
certificate of “no change*’ and the 
requirement to submit all changes made 
to a local code since it was previously 
accepted or partially accepted were 
overly burdensome to small builders. 

We asked if there were alternatives to 
this approach that would be less 
burdensome but still meet HUD’s 
objectives. 

In response, the Department received 
several comments. One cornmenter 
stated that the certification of “no 
change*’ would in fact increase the 
burden on builders and on lenders and 
other interested parties. The cornmenter 
also argued that the Department should 
maintain, and that lenders or others 
should not be required to submit, this 
information. Another cornmenter 
believed that it is not unreasonable to 
require that all current local 
amendments to the codes be submitted 
to the HUD Field Office by the builder, 
lender or other interested party. 

The Department believes that the 
certificate of “no change’’ is the least 
burdensome way of ensuring that a code 
has remained acceptable or partially 
acceptable. The Department does not 
have the resources to monitor the status 
of the thousands of building codes that 
exist in the country. In contrast, a 
builder must always comply with local 
codes whether or not he participates in 
HUD programs. Thus, he must know 
what the latest edition of an applicable 
code requires and is in a better position 
to know whether any changes have been 
made on the code since he last used it. 

F Procedures for Acceptance of 
Products and Materials 

The Department also solicited 
comments concerning how its 
procedures for acceptance of materials 
and products under section 521 of the 
National Housing Act could be 
streamlined so that the Department 
would not duplicate functions and 
analyses performed by adjuncts to the 
national recognized model code 
organizations. 

Several commonters approved of 
HUD's moving toward private sector 
product acceptance systems, such as 
those of the model code organizations 
and the National Evaluation Service 


(NES). These comments however, failed 
to discuss any other means of 
acceptance of materials and products 
available to HUD that would not be 
duplicative of the functions of the code 
organizations or the NES. In reply to our 
question on how HUD duplicates NES or 
model code procedures, one cornmenter 
suggested that internal HUD procedures 
be developed to permit HUD recognition 
of CABO National Evaluation Reports 
(NER) or new products, thus avoiding 
duplication. The cornmenter pointed out 
that the present HUD system requires 
the product manufacturer to pay 
Material Release and Structural 
Engineering Bulletin fees for the same 
product for which he has previously 
paid a fee for CABO analysis and 
issuance of an NER. The cornmenter 
concluded that this additional Federal 
agency expense and overlap should be 
avoided 

Similarly, in response to the 
Department’s inquiry regarding how 
product durability might be ensured 
several commenters suggested that the 
long-term durability of products and 
materials which are evaluated by NES 
and the model code organizations is 
assured because the reports are 
prepared on the basis of compliance 
with the code criteria and with 
nationally recognized industry 
standards. The commenters were not 
aware of any long-term durability 
problem with products, materials and 
housing systems that are evaluated by 
the model code organizations. 

On the other hand some commenters 
wanted to continue with HUD’s 
Technical Suitability of Products 
Program, particularly the certification of 
products program. To do otherwise, the 
commenters argued, would compromise 
HUD’s acceptanoe/assurance activity as 
well as cause considerable disruption to 
the current industry-wide certification 
process. 

The Department has carefully 
evaluated these comments, and has 
decided to make no changes to the 
Technical Suitability of Products 
Program at this time. Although the 
Proposed Rule set forth no changes in 
the program. It requested comment on 
the issue to determine whether there 
was more information available since 
our last request for comment on this 
issue, on March 1.1984. At that time, the 
Department published a proposed rule, 
at 49 FR 7587. that would have instituted 
a system of fees to cover the costs of 
services provided by the Technical 
Suitability of Products Program. On 
August 9.1984. at 49 FR 31854. the Final 
Rule was published. The preamble of 
that Final Rule explained that for 
several reasons, the Department decided 


not to make any changes in the present 
system for evaluating new products and 
materials. 

As explained therein, the Department 
is required by statute to maintain such a 
system. Section 521 of the National 
Housing Act 12 U.S.C. 1735c. states, in 
part, that M (t]he Secretary shall adopt a 
uniform procedure for the acceptance of 
materials and products to be used in 
structures approv ed for mortgages or 
loans insured under this Act. Under 
such procedure any material or product 
which the Secretary finds is technically 
suitable for the use proposed shall be 
accepted.** The Department has 
complied with the statute by instituting 
the Technical Suitability of Products 
Program, and the system cannot, in 
accordance with the statute, be 
eliminated. 

Because the Department received no 
new information since its previous 
determination to maintain current 
procedures, we are not changing the 
Technical Suitability of Products 
Program at this time. 

The Department also received 
comments on the manner, if any. in 
which the new structure of the MPS 
would affect the current system of 
products and materials acceptance. 
Some commenters suggested that HUD. 
in view of the necessity to maintain 
durability criteria, should maintain in 
the MPS for One and Two Family 
Dwellings a list of product standards 
similar to that found in the MPS for 
Multifamily Housing. By so doing, it was 
suggested. HUD could assure that 
products and materials would at least 
meet an industry* standard of quality 
and safety. It was also pointed out that 
some standards will never be listed in 
CABO because they relate to 
components or products such as 
cabinets, furnishings and carpet, which 
are not subject to building code 
enforcement. The commenters 
concluded that the omission of these 
standards from CABO necessitated 
HUD’s referencing the standards, 
because homes with mortgages insured 
by HUD contain those components and 
products, and HUD should therefore 
ensure that they would meet acceptable 
levels of quality, safety and durability. 

We agree that many products 
standards, and particularly HUD Use of 
Materials Bulletins, are not and 
probably will never be listed in model 
codes such as CABO. Because of our 
need to ensure the continued durability 
of products which are likely to be used 
In HUD-insured dwellings, we will 
reference, in $ 200.926d, Appendices C 
and F of HUD Handbook 4910.1, MPS for 
Multifamily Housing. These appendices 
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are lists of standards referenced by the 
Department. 

Finally, a commenter recommended 
that HDD management coordinate any 
changes regarding the HUD Technical 
Suitability of Products Program with the 
Fanners Home Administration. Veterans 
Administation. and the Office of 
Management and Budget. The 
commenter noted that various agencies 
have conflicting requirements with 
respect to materials acceptance, and 
suggested that three Federal agencies 
and OMB jointly decide on workable 
acceptance procedures for new 
products, to be followed by the three 
agencies in the future. The Department 
agrees that this idea is worthwhile, and 
will investigate the possibility of 
coordinating acceptance procedures 
among these agencies. 

G. Design Criteria for Housing for the 
Elderly 

The last subject on which the 
Department solicited comment was its 
proposal to eliminate criteria for housing 
for the elderly. The Department asked 
whether any of these requirements 
should remain and whether other 
requirements should be incorporated. 

Only a few commenters responded to 
the question. One commenter agreed 
that the Department should delete the 
design criteria for housing for the 
elderly. The commenter suggested that 
the free market should dictate design 
criteria, and that private sector 
committees under AARP. ANSI and 
others provide adequate guidelines. 

Another commenter questioned 
whether the Department intended to 
adopt Appendix M of the Standard 
Building Code (SBC), which contains 
criteria for the handicapped. Because 
the final rule adopts only the CABO 
code and does not reference the SBC, it 
is inappropriate to adopt Appendix M of 
the SBC. 

The Final Rule remains unchanged on 
this issue. We will therefore eliminate 
specific criteria for housing for the 
elderly. 

//. Other Comments 

The Department received many 
comments which suggested that the 
various appendices or supplements to 
the model codes be incorporated or 
excluded. One commenter also 
suggested that the Department designate 
the model code predominantly in use in 
any given area when supplementing 
partially acceptable codes. Because the 
final rule references only the CABO One 
and Two Family Dwelling Code, and not 
the four model codes, these issues are 
no longer of concern. 


Several commenters expressed 
concern over the rule’s impact on the 
Technical Suitability of Products 
Program. Some urged the Department to 
retain Use of Materials Bulletin No. 44, 
which establishes a standard for 
carpets. Another commenter suggested 
that HUD retain certain Federal 
Specifications for the tile and sheet 
vinyl flooring, as was done for the MPS 
for multifamily structures. As discussed 
above, we have incorporated 
Appendices C and F of the MPS for 
Multifamily Housing, HUD Handbook 
4910.1. which list material standards and 
Use of Materials Bulletins that may be 
used in HUD-insured housing. Another 
commenter stated that § 200.926d(d), 
which covers Special Construction and 
Product Acceptance, was unclear with 
reference to whether HUD will continue 
to accept existing certification programs 
for HUD-approved products. This 
section has been rewritten to clarify that 
the procedures of HUD Handbook 4950.1 
and Use of Materials Bulletins shall be 
applicable to the MPS for One and Two 
Family Dwellings. 

One commenter suggested that the list 
of construction comparison items at 
§200.926a be rewritten so as to require a 
State or local code to regulate certain 
subareas only if local conditions 
warrant criteria on those subareas. The 
Department finds this comment 
persuasive, and has revised $ 200.926a 
by requiring a code to regulate certain 
subareas only if certain conditions of 
ANSI A58.1-82 are present in the 
specific jurisdiction. 

One commenter suggested that the 
number of major areas listed in 
5 200.926a be reduced, arguing that the 
Model Codes are not broken down in 
the same manner as the list of major 
areas. The Department based this list on 
the Model Codes themselves, and we 
believe that our list is reasonably 
consistent with the codes. The 
Department, however, has modified the 
list which is also used to review codes 
for multifamily use. by deleting some 
subareas that apply primarily to 
multifamily-type construction. For 
example, the "Mechanical” major area 
no longer contains the "Boiler and 
Pressure Vessels” subarea. 

One commenter suggested that the 
Department exempt modular 
construction from the rule. Although the 
Department is sympathetic to modular 
home manufacturers* concern regarding 
inconsistent local requirements, we see 
no reason to exempt modular 
construction from the system set forth in 
this rule, because modular housing 
always must comply with local 
requirements, whether it is being 
financed through HUD or through other 


means. The Department has no authority 
to promulgate a preemptive national 
code for modular housing. 

One commenter suggested that local 
building officials should serve as the 
model code enforcement officials, 
instead of the Secretary’s designee, as 
set forth in § 200.926b(b)(2). The 
Department, however, has no means of 
ascertaining the qualifications of local 
officials; therefore, to ensure that this 
function is adequately performed, the 
final rule is unchanged in this regard. 

Another commenter suggested that the 
local code acceptance system could be 
simplified by using the certification of a 
State or local official or other qualified 
individual that the local or State code 
regulates the areas and subareas 
identified in 9 200.926a. 

Section 526 of the National Housing 
Act, however, states that the “Secretary 
shall be responsible for determining the 
acceptability of the State and local 
codes to • , . model codes.” The 
Department therefore cannot delegate 
this responsibility. Moreover, the HUD 
Field Offices are responsible for 
determining whether a house complies 
with the applicable requirements. They 
must therefore be familiar with the 
codes, and should have responsibility 
for their acceptance. 

One commenter argued that the 
system for code acceptance is too 
complex and should be simplified. The 
Department believes that, as set forth in 
the final rule, the system for acceptance 
is as simple as possible, considering the 
need for flexibility and thoroughness. 
The result of the system—reliance on 
State or local codes as much as 
possible—will ease the burden of 
unnecessary standards on builders and 
lenders. The Department believes that 
this goal justifies the complexity of the 
acceptance process. 

Finally, the Department received 
many comments of an editorial nature. 
We have evaluated these comments, 
and have made changes in the Final 
Rule as appropriate. 

III. Procedural Requirements 

The collection of information 
requirements contained in this rule have 
been approved by the Office of 
Management and Budget (OMB) and 
assigned approval number 2502-0338. 

This final rule does not constitute a 
“major rule” as that term is defined in 
section 1(b) of Executive Order 12291 on 
Federal Regulation issued by the 
President on February 17.1981. The rule 
does not; (1) Have an annual effect on 
the economy of one hundred million 
dollars or more: (2) cause a major 
increase in costs or prices for 
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consumers, individual industries. 

Federal State, err local government 
agencies or geographic regions; or (31 
have significant adverse effect on 
competition, employment, investment, 
productivity, innovation or on the ability 
of United States-based enterprises to 
compete with foreign-based enterprises 
in domestic or export markets. 

Consistent with the provisions of 5 
U.S.C 605ft)} (The Regulatory Flexibility 
Act), the Secretary hereby certifies that 
this rule does not have a significant 
economic impact on a substantial 
number of small entities. In all cases, 
one and f wo family residential 
structures must be built in compliance 
with State or local codes. Upon the 
effective date of this rule, the 
Department generally will accept 9uch 
compliance as satisfying the 
Departments concerns reloting to the 
health and safety aspects of those 
structures. Further, this rule will 
generally reduce the burden of 
compliance which already exists for 
both small and large entities. 

A Finding of No Significant Impact 
with respect to the environment has 
been made in accordance with HUD 
regulations in 24 CFR Part 50. which 
implement section 102(2)(C) of the 
National Environmental Policy Act of 
1969. The Finding of No Significant 
Impact is available for public inspection 
during regular business hours at the 
Office of Rules Docket Clerk at Room 
10276, Department of Housing and 
Urban Development. 451 Seventh Street 
SW.. Washington, D C 20410. 

This rule is listed as item H-74-82 in 
the Department’s Semiannual Agenda of 
Regulations published at 50 FR17286, 
17298 on April 29.1985 pursuant to 
Executive Order 12291 and the 
Regulatory Flexibility Act. 

The catalog of Federal Domestic 
Assistance does not apply to this Rule. 

Paperwork Reduction Act 

Information collection requirements 
contained in this regulation |§ 200.926) 
have been approved by the Office of 
Management and Budget under the 
provisions of the Paperwork Reduction 
Act of 1980 (Pub. L. 96-511) and have 
been assigned OMB control number 
2502-0338. 

List of Subjects in 24 CFR Pari 200 

Administrative practice and 
procedure. Claims, Equal employment 
opportunity. Fair housing. Housing 
standards. Loan programs: Housing and 
community development, Mortgage 
insurance, Organisation and functions 
(Government agencies). Reporting and 
recordkeeping requirements. Minimum 


Property Standards, Incorporation by 
reference. 

Accordingly, HUD proposes to amend 
24 CFR Purl 200 as follows: 

PART 200—INTRODUCTION 

Subpart S—Minimum Property 
Standards 

1. The authority citation for Part 200 
continues to read as follows: 

Authority: Titles I and H of the Nnhonil 
Housing Act (12 ILSjC. 1701 through 1715a- 
18): sec 7(d). Department of Housing and 
Urban Development Act (42U.S.C 3535(d)) 

2. § 200.927 is revised os follows: 

$ 200.927 Incorporation by reference of 
minimum property standards. 

The Minimum Property Standards as 
contained in the handbooks identified in 
§ 200.929(b) are incorporated by 
reference into this section as though set 
forth in full in accordance with S U.S.C. 
552(a) and 1 CFR Part 51. 

3. Section 200929 is amended by 
revising the introductory paragraph of 
parugruph (b) and paragraph (b)(1) as 
follows: 

$200,929 (Amended! 

• • • • • 

(b) Identification, The Minimum 
Property Standards have been published 
as described below: 

(1J MPS for One and Two Family 
Dwellings. See Si 200.926, 200 926*-e. 

• • • • • 

4. 24 CFR Part 200 is amended by 
adding §$ 200.926.200.926a. 200.926b. 
200.920c, 200.928d and 200.926c as 
followrs: 

§ 200.926 Minimum property standards for 
one and two family dwellings. 

(a) Construction standards. —(1) 
Applicable structures . The standards 
identified or contained in § § 200.926 and 
200 926a-200.926e shall apply to single 
family detached homes, duplexes, 
triplexes and to living units in a 
structure where the units are located 
side by side in townhouse fashion. 

(2) Applicability of standards to new 
construction. The standards referenced 
in paragraph (a)(1) of this section are 
applicable to: 

(i) Structures approved for insurance 
or other benefits prior to the start of 
construction; 

(ii) Structures which are approved for 
insurance or other benefits based upon 
participation in an insured warranty 
program: 

(iii) Structures which are insured as 
new construction based upon a 
Certificate of Reasonable Value issued 
by the Veterans Administration: and 


(tv) Proposed construction insured 
under the Direct Endorsement program 

(b) Conflicting standards . The 
requirements contained in S 20O.920d do 
not preempt local or State standards, 
nor do they alter or affect a builder's 
obligation to comply with any local or 
State requirements. However, a property 
shall be eligible for benefits only if it 
complies with the requirements of this 
subpart, including any referenced 
standards. When any of the 
requirements identified in $ 200,926c. are 
in conflict with a partially accepted 
local or state code, the conflict will be 
resolved by the HUD Field Office 
servicing the jurisdiction in which the 
property' is to be located. 

(c) Standard for evaluating local or 
stole building codes . The Secretary shall 
compare a local building code submitted 
under S 200.926(d) or a State code to the 
list of construction related areas 
contained in { 200.926a. 

(1) A local or State code will be 
accepted if It regulates each area end 
subarea on the list. 

(2) A local or State building code will 
be partially accepted if It regulates most 
of the areas on the list. Provided, 
however, that no code may be partially 
accepted if it foils to regulate one or 
more subareas in more than one of the 
major areas. The major areas are: fire 
safety, light and ventilation, structural 
loads, foundation systems, materials 
standards, construction components, 
glass, mechanical, plumbing and 
electrical See $ 200.926a. 

(3) For purposes of this paragraph, a 
local or State code regulates an area or 
subarea If it establishes a standard 
concerning that area or subarea. 

(d) Code selection. Any materials 
required to be submitted under this 
section must be submitted by the time 
the lender or other interested party 
applies for mortgage insurance or other 
benefits. 

(I) Jurisdictions without previously 
accepted building codes. The follow ing 
submission requirements apply to 
lenders and other interested parties in 
jurisdictions without building codes, 
jurisdictions with building codes which 
have never been submitted for 
acceptance, and jurisdictions with 
building codes which previously have 
been submitted for ncceptance and have 
not been accepted or partially accepted 
by the Secretary’. 

(i) In jurisdictions without local 
building codes: 

(A) If the State building code is 
acceptable, the lender or other 
interested party must comply wnth the 
State building code and the 
requirements of { 20a926d: 
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(B) If the Stale building code is 
partially acceptable, the lender or other 
interested party must comply with: 

(7) The acceptable portions of the 
partially acceptable code; and 

( 2) Those portions of the CABO One 
and Two Family Dwelling Code or the 
Electrical Code for One-ond-Two-Family 
Dwellings designated by the HUD Field 
Office in accordance with § 200.926c 
and 

(3) The requirements of § 200.926d 

(C) If there is no State building code 
or if the State building code is 
unacceptable, the lender or other 
interested party must comply with: 

(/J The CABO One and Two Family 
Code and the Electrical Code for One 
and Two Family Dwellings, as identified 
in $ 200.926b{a); and 

( 2 ) The requirements of $ 200.926d. 

(ii) In jurisdictions with local building 
codes which have never been submitted 
for review. lenders or other interested 
parties must: 

(A) Comply with the requirements of 
5 200 926(d)(l)(i) (A). (B) or (C). as 
appropriate; or 
(BJ Request the Secretary's 
acceptance of the local building code in 
accordance with S 200.928(d)(l)(iv). 

(7) If the Secretary' determines that the 
local building code is unacceptable, then 
the lender or other interested party must 
comply with the requirements of 
§ 2O0.926[d)(l)(i) (A). (B) or (C) as 
appropriate. 

(2) If the Secretary determines that the 
local code is partially acceptable, then 
the lender or other interested party must 
comply with: 

(/) The acceptable portions of the 
partially acceptable local code; and 

(/7J Those portions of the CABO One 
and Two Family Dwelling Code or the 
Electrical Code for One and Two Familv 
Dwellings designated by the HIJD Field 
Office in accordance with { 200.926c; 
and 

{///) The requirements of $ 200920& 

(3) If the Secretary determines that the 
local code is acceptable, then the lender 
or other interested party must comply 
with the local building code and the 
requirements of $ 200 926d. 

(iii) In jurisdictions with local building 
codes which previously have been 
submitted for review and which have 
been found unacceptable by the 
Secretary. 

(A) If the local code has not been 
changed since the date the code or 
changes thereto were submitted to the 
Secretary, the lender or other interested 
party must comply with the 
requirements of $ 200.926(d)(l)(iJ (AJ. (B) 
or (C). us appropriate; or 

(B) If the local code has been changed 
since the date when the code or changes 


thereto were submitted to the Secretary, 
the lender or other interested party must 
submit a copy of all changes to the local 
building code, including ail applicable 
service codes and appendices and a 
copy of the statute, ordinance, 
regulation or order making such changes 
in the code, which have been made 
since the date when the code or other 
changes thereto were last submitted to 
the Secretary* However, the lender or 
other interested party need not submit 
any part already in the possession of the 
HUD Field Office. Based upon the 
Secretary 's determination concerning 
the acceptability of the local code as 
changed, the lender or other interested 
party must comply with the 
requirements of { 200.928(d)(l)(nHB) (1). 
(2) or (3). as appropriate. 

(ivj In order to obtain the 
Department’s approval of a local code, 
the lender or other interested party must 
submit the following material 4o the 
HUD Field Office serving the 
jurisdiction in which the property is to 
be constructed: 

(A) A copy of the jurisdiction's local 
building code, including all applicable 
service codes and appendices; and 

(B) A copy of the statute, ordinance, 
regulation, or order establishing the 
code, if such statute, ordinance, 
regulation or order is not contained in 
the building code itself. 

However, the lender or other 
interested party need not submit any 
document already on file in the HUD 
Field Office. 

(2) Jurisdictions with previously 
accepted or partially accepted building 
codes . The following submission 
requirements apply to lenders or other 
interested parties in any jurisdiction 
with a building code which has been 
accepted or partially accepted by the 
Secretary: 

(1) The lender or other interested party 
shall submit to the HUD Field Office 
serving the jurisdiction in which the 
property is to be constructed: 

(A) A certificate stating that, since the 
date when the code or any changes 
thereto were last submitted to the 
Secretary, the jurisdiction's local 
building code has not been changed; or 

(B) (7) A copy of all changes to the 
jurisdiction's building code, including all 
applicable serv ice codes and 
appendices, which have been made 
since the date when the code or other 
changes thereto were last submitted to 
the Secretary. However, the lender or 
other interested party need not submit 
any part already in the possession of the 
HUD Field Office; and 

(2) A copy of the statute, ordinance, 
regulation, or order making such 
changes in the code. 


(ii) If. based upon changes to the local 
building code, the Secretary determines 
that it is unacceptable, the lender or 
other interested party must comply with 
the requirements of $ 200.928(d)(1) 

(i)[A). (B) or (C). as appropriate. 

(iii) If the local building code was 
previously found by the Secretary to be 
partially acceptable and there have 
been no changes to it or if the local 
building code was previously found by 
the Secretary to be partially acceptable 
and if, based upon changes to it. the 
Secretary determines that it is still 
partially acceptable or if the local 
building code was previously found by 
the Secretary to be acceptable and If. 
based upon changes to it. the Secretary 
determines that it is partially 
acceptable, then the lender or other 
interested party must comply with 

§ 200.928{d}(l)(ii)fB)(2) (/), [ii) and [Ui\ 

(iv) If the local building code was 
previously found by the Secretary to be 
partially acceptable and if. based upon 
changes to it the Secretary determines 
that it is acceptable, or if the local 
building code was previously found by 
the Secretary* to be acceptable and there 
have been no changes to the code, or if 
the local building code was previously 
found by the Secretary to be acceptable 
and if, based upon changes to it the 
Secretary determines that it is still 
acceptable, then the lender or other 
interested party must comply with the 
local building code and the requirements 
of { 200.926d. 

(3) Notification of decision. The 
Secretary shall review the material 
submitted under $ 200.926(d). Following 
that review, the Secretary' shall issue a 
written notice (except where there is a 
previously accepted or partially 
accepted code which has not been 
changed) to the submitting party stating 
whether the tonal building code is 
acceptable, partially acceptable, or not 
acceptable. Where the local building 
code is not acceptable, the notice shall 
also state whether the State code is 
acceptable, partially acceptable or not 
acceptable. The notice shall also contain 
the basis for the Secretary's decision 
and a notification of the submitting 
party’s right to present its views 
concerning the denial of acceptance if 
the code is neither accepted nor 
partially accepted. The Secretary may, 

In his discretion, permit either an oral or 
written presentation of views. 

(4) Department 's responsibilities, (i) 
Each Regional and Field Office will 
maintain a current list of jurisdictions 
with accepted local or State building 
codes, a current list of jurisdictions with 
partially accepted local or State building 
codes and a current list of jurisdictions 
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with local or State building codes which 
have not been accepted. For local codes, 
the lists will state the most recent date 
when the code or changes thereto were 
submitted to the Secretary. The lists, 
which shall be prepared by the Field 
Offices and submitted to the Regional 
Offices, will be available to any 
interested party upon request. In 
addition, the list of jurisdictions whose 
codes have been partially accepted shall 
identify in accordance with $ 200.926c 
those portions of the codes listed at 
§ 200.926b (a) with which the property 
must comply. 

(ii) The Department is responsible for 
obtaining copies of the State codes and 
any changes thereto. 

§ 200.926a Residential building code 
comparison items. 

IfUD will review each local and State 
code submitted under this subpart to 
determine whether it regulates all of the 
following areas and subareas: 

(a) Fire Safety. 

(1) Allowable height: 

(2) Fire separations; 

(3) Fire resistance requirements; 

(4) Egress doors and windows; 

(5) Unit smoke detectors: 

(6) Flame spread. 

(b) Light and ventilation. 

(1) Habitable rooms; 

(2) Bath and toilet rooms. 

(cj Structural loads. 

fl) Design live loads; 

(2) Design dead loads; 

(3) Snow loads (for jurisdictions with 
snow loading conditions identified in 
Section 7 of ANSI A58.1-82); 

(4) Wind loads: 

(5) Earthquake loads (for jurisdictions 
in seismic zones 3 or 4 as identified in 
Section 9 of ANSI A58.1-82). 

(d) Foundation systems. 

(1) Foundation depths: 

(2) Footings: 

(3) Foundation materials criteria. 

(e) Materials standards. 

(1) Materials standards. 

(f) Construction components. 

(1) Steel; 

(2) Masonry; 

(3) Concrete; 

(4) Lumber; 

(5) Roof construction and covering: 

(8) Chimneys and fireplaces. 

(g) Glass. 

(1) Thickness/area requirements: 

(2) Safety glazing. 

(h) Mechanical. 

(1) Heating, cooling and ventilation 
systems; 

(2) Gas, liquid and solid fuel piping 
and equipment: 

(3) Chimneys and vents: 

(4) Ventilation {air changes). 

(i) Plumbing. 


(1) Materials standards: 

(2) Sizing and installing drainage 
systems: 

(3) Vents and venting: 

(4) Traps; 

(5) Cleanouts; 

(6) Plumbing fixtures; 

(7) Water supply and distribution; 

(8) Sewage disposal systems. 

(j) Electrical. 

(1) Branch circuits; 

(2) Services; 

(3) Grounding; 

(4) Wiring methods; 

(5) Cable; 

(6) Conduit; 

(7) Outlets, switches and junction 
boxes; 

(8) Panelboards. 

$ 200.926b Model codes. 

(a) Incorporation by reference. The 
following model code publications are 
incorporated by reference in accordance 
with 5 U.S.C 552(a) ahd 1 CFR Part 51. 
The incorporation by reference of these 
publications has been approved by the 
Director of the Federal Register. The 
locations where copies of these 
publications are available are set forth 
below. 

(1) CABO One and Two Family 
Dwelling Code , 1983 edition, with the 
1984 and 1985 Amendments, excluding 
Chapter 1—Administrative; Part VI— 
Electrical; and Part VII—Energy 
Conservation, but including Appendices 
A and B of the Code. Available from 
Council of American Building Officials, 
5203 Leesburg Pike. Falls Church, VA 
22041. 

(2) Electrical Code for One and Two 
Family Dwellings . NFPA 70A, 1984 
Edition, including appendices. Available 
from the National Fire Protection 
Association, Batterymarch Park, Quincy, 
Massachusetts 02289. 

(b) Model code compliance 
requirements. (1) When a one or two 
family dwelling is to comply with the 
model codes set forth in § 200.926b(a), 
the following requirements of those 
model codes shall not apply to those 
properties: 

(1) Those provisions of the model 
codes that establish energy 
requirements for one and two family 
dwellings; and 

(ii) Those provisions of the model 
codes that require or allow the issuance 
of permits of any sort. 

(2) Where the model codes set forth in 
§ 200.926b(a) designate a building, fire, 
mechanical, plumbing or other official, 
the Secretary's designee in the HUD 
Field Office serving the jurisdiction in 
which the dwelling is to be constructed 
shall act as such official. 

(c) Designation of Model Codes. 

When a one or two family dwelling is to 


comply with portions of a model code or 
the entire model code, it shall comply 
with the model codes in paragraph (c)(1) 
and/or (c)(2) of this section as 
designated by the HUD Field Office 
serving the jurisdiction in which the 
property is located. In addition, such 
property shall comply with all of the 
standards which are referenced in such 
code or codes. 

(1) CABO One and Two Family 
Dwelling Code/1983 with 1984 and 1985 
Amendments. 

(2) Electrical Code for One and Two 
Family Dwellings , NFPA 70A/1984. 

§ 200.926c Model code provisions for use 
In partially accepted code Jurisdictions. 

If a lender or other interested party is 
notified that a State or local building 
code has been partially accepted, then 
the properties eligible for HUD benefits 
in that jurisdiction shall be constructed 
in accordance with the applicable State 
or local building code, plus those 
additional requirements identified 
below. Depending upon the major area 
identified in § 200.926a which is not 
adequately regulated by the State or 
local code, the HUD Field Office will 
designate, in accordance with the 
schedule below, those portions of one of 
the model codes with which the 
property must comply. 


Schedule for Mooel Code Supplements to 
Local on State Codes 


(V<wi mtfor from 
f 2OO.026* t* determmod try 
Of** 

Portion* of fl* CABO t and 
Manrfy Offrtbng OOda/*»3 
•ith 1964 and 1906 
amandmorfla mth 
property mu* comply 

<•) l 

Chapters 2. fl. SoctoA fv 
402. 

Chapter 2: Secbon R--3W 
Cheptor2 

(b) UgN and van*aaon - 

(c) Structural loada 

(d) Foundation ayatama -, 

(a) Mat*** alandan* _ 

<f) Construction component. 
(Q) . 

Chapter 3 

Chapter 2S 

Part HI 

Chapter 2 

Part JV. 

Pari V 

Electncal coda tor 1- and l- 

(h) MacftamcM .. 

(<) Ptumbmg .. . 

DactncM__ 


f amity dwa&ng* |NFPA 
70A-1964). 


§ 200.926d Construction requirements. 

(a) Application. (1) General. These 
standards cover the actual site, the 
immediate site environment for the 
dwellings, including streets, storm water 
disposal, and other services and 
facilities for the site. 

(2) Requirements for accessibility to 
physically handicapped people. The 
HUD Field Office will advise project 
sponsors as to the extent accessibility 
will be required for new construction of 
one- and two-family dwellings on a 
project-by-project basis. 
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(i) Technical standards. See Hl/D 
Handbook. 4910.1, Sections 10(M.3b and 
100-1.3c. 

(3) Variations to standards 

(1) New materials and technologies. 
See § 200.92fid(d). Alternatives, 
nonconventional or innovative methods 
and materials shnll be equivalent to 
these standards in the areas of 
structural soundness, durability, 
economy of maintenance or operation 
and usability. 

(ii) Variation procedures. Variations 
from the requirements of any standard 
with which the Department requires 
compliance shall be made in the 
following ways: 

(A) For a particular design or 
construction method to be used on a 
single case or project, the decision is the 
responsibility of the Field Office. 
Headquarters concurrence is not 
required. 

(B) Where a variation is intended to 
be on a repetitive basis, a 
recommendation for a Local Acceptable 
Standard, substantiating data, and 
background information shall be 
submitted by the Field Office to the 
Director. Office of Manufactured 

I lousing and Regulatory Functions. 

(iii) Variances which require 
individual analysis and decision in each 
instance are not considered as repetitive 
variances even though one particular 
standard is repeatedly the subject of 
variation. Such variances are covered 
by 5 200.926d(a)(3)(ii)(A). 

(b) General acceptability criteria .— (1) 
Rea! estate entity. The property shall 
comprise a single plot except that a 
primary plot with a secondary plot for 
an appurtenant garage or for other use 
contributing to the marketability of the 
property will be acceptable provided the 
two plots are in such proximity as to 
comprise a readily marketable real 
estate entity. 

(2) Service and facilities. —(i) 

Trespass. Each living unit shall be one 
that can be used and maintained 
individually without trespass upon 
adjoining properties, except when the 
windowless wall of a detached dwelling 
is located on a side lot line. A detached 
dwelling may be located on a side lot 
line if: 

(A) legal provision is made for 
permanent access for the maintenance 
of the exterior portion of the lot line 
wall, and 

(B) the minimum distances from the 
dwelling to the dwellings on the abutting 
properties are not less than the sum of 
the side yard distances computed as 
appropriate for the type of opposing 
walls, (minimum distance 10 ft). 

(ii) Utilities. Utility services shall be 
independent for each living unit, except 


that common sendees such as water, 
sewer, gas and electricity may be 
provided for living units under a single 
mortgage or ownership. Separate utility 
service shut-off for each unit shall be 
provided. For living units under separate 
ownership, common utility services may 
be provided from the main to the 
building line when protected by an 
easement or convenant and 
maintenance agreement acceptable to 
HUD. but shall not pass over, under or 
through any other living unit. Individual 
utilities serving a living unit may not 
pass over, under or through another 
living unit under the same mortgage 
unless provision is made for repair and 
maintenance of utilities without trespass 
or when protected by an easement or 
covenunt providing permanent access 
for maintenance and repair of the 
utilities. Building drain cleanouts shall 
be accessible from the exterior where a 
single drain line within the building 
serves more than one unit. 

(3) Site conditions, (i) The property 
shall be free of those foreseeable 
hazards and adverse conditions which 
may affect the health and safety of the 
occupants or the structural soundness of 
the improvements, or which may impair 
the customary use and enjoyment of the 
property. The hazards include toxic 
chemicals, radioactive materials, other 
pollution, hazardous activities, potential 
damage from soil or other differential 
ground movements, ground water, 
inadequate surface drainage, flood, 
erosion, or others located on or off site. 
The site must meet the standards set 
forth at 24 CFR Part 51. 

(ii) When special conditions exist or 
arise during construction which were 
unforeseen and which necessitate 
precautionary or hazard mitigation 
measures, the HUD Field Office shall 
require corrective work to mitigate 
potential adverse effects from the 
special conditions as necessary. Special 
conditions include rock formations, 
unstable soils or slopes, high ground 
water levels, springs, or other conditions 
which may adversely affect a property. 

It shall be the builder's responsibility to 
ensure proper design, construction and 
satisfactory performance where these 
conditions are present. 

(4) Access, (i) Each property shall be 
provided with vehicular or pedestrian 
uccess by a public or private street. 
Private streets shall be protected by 
permanent easement. 

(ii) Each living unit shall have a 
means of access such that it is 
unnecessary to pass through any other 
living unit. 

(iii) The rear yard shall be accessible 
without passing through any other living 
unit 


(iv) For a townhouse type dwelling, 
access to the rear yard may be by 
means of alley, easement, passage 
through the dwelling, or other means 
acceptable to the HUD Field Office. 

(c) Site design .— (1) General, (i) A site 
design shall be provided which includes 
an arrangement of all site facilities 
necessary to create a safe, functional, 
healthful, durable and energy* efficient 
living environment. 

(ii) These site design standards are 
applicable only in communities which 
hove not adopted criteria for site 
development applicable to one and two 
family dwellings. 

(iii) Single family detached houses 
situated on individual lots located on 
existing streets with utilities need not 
comply with the requirements of 

$ 200.926d(c) (2). (3) and (4)(ii). 

(2) Streets, (i) Existing or proposed 
streets on the site shall connect to 
private or public streets and shall 
provide all-weather access to all 
buildings for essential and emergency 
use, including access needed for 
deliveries, service, maintenance and fire 
equipment. 

(ii) Streets shall be designed for 
dedication for public use and 
maintenance or. when approved by the 
HUD Field Office, may be retained as 
private streets where protected by 
permanent easements. 

(3) Dedication. Utilities shall be 
located to permit dedication to the local 
government or appropriate public body. 

(4) pro inage and flood hazard 
exposure, (i) The minimum grades at 
buildings and at openings into 
basements shall be at elevations which 
prevent adverse effect by water or 
water entering basements from flood 
levels equivalent to a 50 year return 
frequency after full development The 
Boor elevations of all habitable space 
shall be above runoff and flood levels 
equivalent to a 100 year return 
frequency after full development. 

(ii) Streets shall be usable during 
runoff equivalent to a 10 year return 
frequency. Where drainage outfall is 
inadequate to prevent runoff equivalent 
to a 10 year return frequency from 
ponding over 6 inches deep, streets shall 
be made passable for commonly used 
emergency vehicles during runoff 
equivalent to a 25 year return frequency, 
except where an alternate access street 
not subject to such ponding is available. 

(iii) Crawl spaces shall not pond 
water or be subject to prolonged 
dampness. 

(d j Special construction and product 
acceptance. —(1) Structural features of 
factory produced (modular or panelized) 
housing or components. 
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Maximum u Values roe Ceiling. Wall and Floor Sections for Electric Resistance Hfat 
(E R.) amd Heat Pump or Fossil Fuel Heat (F.F .) 1 
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ER 

FF 

ER 
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05 

OS 

06 

06 



1.13 

1 13 

1.13 

1 13 

No 

No 
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04 

05 

07 

06 



69 

M3 

69 

1.13 

No’ 

No 

2501 to 3500 

03 

04 

05 

06 

07 


69 

1.13 

69 

M3 

No’ 

No 

3501 to 4500 .- --- 

03 

03 

05 

07 

05 

06 

69 

69 

69 

69 

Nov. 

No 

4501 to 6000 . 

03 

03 

05 

07 

05 

07 

47 

69 

69 

69 

Ye* 

No* 

6001 to 7000 - ..— 

026 

03 

05 

07 

06 

07 

47 

69 

69 

69 

YM 

No’ 

70001 ♦ ___ .. 

026 

026 

05 

05 

05 

05 

.47 

47 

69 

68 

Ye* 

Ye* 


(1) For factory fabricated systems or 
components, HUD Handbook 4950.1, 
"Technical Suitability of Products 
Program Technical and Processing 
Procedures" shall apply. 

(ii) The requirements of this Part shall 
apply to structural features, consisting 
of factory fabricated systems or 
components assembled either at the 
factory or at the construction site, if the 
total construction is covered by these 
standards and can be inspected on site 
for determination of compliance.. 

(2) Non-structuraI or non standard 
features , These features include 
methods of construction, systems, sub¬ 
systems. components, materials and 
processes which arc not covered by 
these requirements. See HUD Handbook 
4950.1 for procedures to be followed in 
order to obtain acceptance of non- 
structural components or materials. See 
HUD Handbook 4910.1, Appendix F for 
a list of Use of Materials Bulletins. 
Products and methods shall conform to 
the appropriate Use of Materials 
Bulletin. 

(3) Standard features. These features 
include methods of construction, 
systems, sub-systems, components, 
materials and processes which are 
covered by national society or industry 
standards. For a list of standards to 
which compliance is required, see HUD 
Handbook 4910.1, Appendix C. 

(e) Thermal requirements .—(1) 
Building insulation. 

(i) General Buildings shall be 
insulated so as to ensure conservation 
of energy, economy of operation and 
comfort to the occupants. 

(ii) Overall coefficient of heat 
transmission. (A) All buildings which 
are heated or cooled mechanically shall 
be constructed to comply with the U 
values shown in the table at 

§ 200 926d(e)(l)(iii). The U values shown 
do not include adjustments for framing 
in walls, ceilings or floors, nor for the 
sash frame in windows or glass doors. 

(B) Where the stated U value of any 
one component of roof deck, ceiling, 
wall or floor cannot be practically 
obtained, such U value may be 
increased to the minimum figure 
attainable and the U value for other 
components decreased until the overall 
heat gain or heat loss does not exceed 
the total attained by conformance to the 
stated U values. (See Note 2 of the table 
at § 200.926d(e)(l)(iii)). 

(iii) Component coefficient values. For 
ceilings, walls, floors and openings. U 
values shall not exceed those shown in 
the following table: 


Notes 

1 For areas of 5.000 heating degree days 
(HDD) or less, houses using neat pumps may 
be insulated to levels required for fossil fuels. 
In areas above 5.000 HDD, houses using air- 
to-air heat pumps shall be insulated to levels 
required for electric resistance (E.R.) heating, 
except where the following are used: 

a. Water source heat pumps. 

b. Fossil fuel supplement heat. 

c. Units with multiple capacity. 

(1) Dual compressors 

(2) Modulating compressor speed 

(3) Dual speed compressor 

d. Uni-directional heat pumps (such us 
annual cycle energy systems (ACES)). 

e. Units with balanced heating and cooling 
load. 

•The following combinations of wall and 
ceiling values ore considered to provide 
annual healing and cooling consumption 
comparable to that predicted for values In the 
above Table and may be substituted 
accordingly. Other components shall conform 
to the values shown below for the specific 
heating degree day (HDD): 


MDO (66 -f 

ER 

FF 

CLG 

W«N 

CLQ 

Well 

0 lo 1000 _ 

04 

14 

04 

14 


03 

15 

03 

15 


026 

16 

026 

16 

1001 lo 1500 __ —_ 

4 

4 

04 

.13 


03 

.13 

03 

14 


026 

.14 

.026 

16 

1501 to 2500-.- 

+ 

4 

04 

12 


03 

.11 

03 

13 


026 

12 

026 

.14 

2501 to 3000 

+ 

4 

03 

12 


026 

.07 

026 

13 


( + See Table at § 200.926d(e)(l)(iii). 

* Includes roof/oeiling assemblies, in which 
the finished ceiling is the underside of the 
roof deck. 

4 For floors of heated spaces over unhealed 
basements, unheated garages or unheated 
crawl spaces. A basement, crawl space or 
garage shall be considered unheated unless it 
is provided with a positive heat supply 
sufficient to maintain a minimum temperature 
of 50'F. A positive heat supply is defined as 
heat supplied to a space by design or by heat 
losses occurring from energy-consuming 
systems or components associated with that 
space. Where the walls of an unheated 
basement or crawl space are insulated in lieu 
of floor insulation, the total heat loss 


attributed to the floor from the heated area 
shall not exceed the heat toss calculated for 
floors with required insulation. 

* Maximum glass area shall not exceed 15 
percent of the gross orca of oil exterior walls 
enclosing heated spaces, except when it can 
be demonstrated that the winter daily solar 
heat gain exceeds the 24 hour heat loss and 
the glass area is properly screened from 
summer solar heat gain. In areas where 
cooling Is the predominant load and the 
heating load is insignificant (as an example, 
2900 or more cooling hours and 2000 or less 
heating degree days), the maximum glazing 
area stated above may be waived when glass 
area is properly screened from solar heat 
gain. Any additional glass area shall have a 
significant portion of operable sash in order 
to provide natural ventilation. 

• A l-^i inch metal faced door system with 
an insulated core and durable 
weatherstripping providing a U value equal 
or better than 0.32. and an infiltration rate not 
greater than 30 cfm per foot of crack length, 
tested accordingly to ASTM E 283 at 1-587 psf 
of air pressure, may be substituted for a 
conventional door and storm door. All 
exterior doors shall be weatherstripped. 

1 In areas with 1501 or more heating degree 
days, a storm door is required when the 
primary door is a hollow core door or is over 
25% glass. 

(iv) Alternate performance criteria. 
(A) As an alternative to conformance 
with the table at § 200.92fkJ(e)(l)(iii), 
dwellings which conform to the 
performance criteria of this section shall 
be considered acceptable. 

(B) Uo (gross wall)—Totul exterior 
wall area (opaque wall and window and 
door) shall have a combined thermal 
transmittance value (Uo value) not to 
exceed the values shown in Figure 1. 
Equation 1 shall be used to determine 
acceptable combinations to meet the 
requirements of Figure 1. 

(C) Uo (gross ceiling) — Total ceiling 
area (opaque ceiling and skylights) shall 
have a combined thermal transmittance 
value (Uo value) not to exceed the 
values shown In Figure 2. Equation 2 
shall be used to determine acceptable 
combinations to meet the requirements 
of Figure 2. 
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Equation 1 Formula for Determining 
Combinations (See Figure 1) 
where 

* 0 = (' wall A wal! +'window ^window +' door 
A door)/A 

‘0= the average thermal transmittance of the 
gross wall area. Btu/(h x sq. ft. x F) 

*0 the gross area of all exterior walls 
enclosing heated spaces, sq ft. 

1 wall - the thermal transmittance of all 

elements of the opaque wall area. Btu/(h 
x sq. ft. x F) 

A wutl-opaque wall area enclosing heated 
spaces, sq. ft. 


'window^ the thermal transmittance of the 
w indow area. Btu/(h x sq. ft. x F) 
Svindow^ window area (including sash), sq. 
ft 

1 door ^ the thermal transmittance of the door 
area, Btu/(h x sq. ft. x F) 

'door=door area (including sash), sq. ft. 

Note.—Where more than one type of wall, 
window and/or door is used, the U x A term 
for that exposure shall be expanded into its 
sub-elements, as follows: 

' wali.SvaUi + l ’wall,SvaUi. etc. 
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Anmal Heating Degree Day* (65 F Base) (In Thousands) 


Equation 2 Formula for Determining Roof/ 
Ceiling Combinations 

U# = (°roof*roof+ 'skylightSkylight/A. 

14 the average thermal transmittance of the 
gross roof/ceiling area. Btu/|h x sq. ft x 
F) 

= the gross area of a roof/ceiling 
assembly, sq. ft. 

Voof-opaque roof/ceiting area. sq. ft. 
l 'roof=the thermal transmittance of all 

elements of the opaque roof/ceiling area, 
Btu/(h x sq. ft. x F). 

^skylight - the thermal transmittance of all 
skylight elements in the roof/ceiling 
assembly. Btu/h x sq. ft x f) 

Skylight-akvlight area (including frame), sq. 
ft. 

Note to Equation 2.—Where more than one 
type of roof/ceiling and/or skylight is used 
the U x A term for that exposure shall be 
expanded Into its subelements, as: 

‘ roofi A roof» a'roof* A roo&. etc. 

(v) Overall structure performance 
alternative. Structures which can be 
shown by accepted engineering practice 
to have energy consumption equal to or 
less than that which would be obtained 
by conformance to the criteria of 
§ 200.926(e)(1)(iii) or (iv) shall be 
considered acceptable. The contribution 
of passive solar energy and the related 
storage and reradiation capacity of 
masonry, water and other mass may be 
recognized in computing energy 
consumption under this alternate 
method. The following requirements 


shall govern in determining 
comparability: 

(A) The methodology shall be cost 
effective to the energy* consumer. 

(B) The methodology shall not 
adversely affect the structural capacity, 
durability, or safety aspects of the 
structure. 

(C) All data and calculations must 
show valid performance comparison 
between the proposed option and a 
structure comparable in size, 
configuration, orientation and occupant 
usage designed in accordance with 

i 200.926d(e)(l) (iii) or (iv). 

(vi) Basement or crawl space 
foundation walls . Insulation may be 
omitted from floors over heated 
basement areas or heated crawl spaces 
if foundation walls are insulated. 
Foundation walls of heated areas below 
grade need not be insulated except 
where recreation or similar use rooms or 
habitable rooms are provided, or where 
more than 50 percent of the wall is 
exposed to outside air. The U value of 
foundation wail sections shall not 
exceed the values shown in the 
following table except where the 
alternative methods shown in 
i 200.926d(e)(l) (iv) or (v) are employed 
and foundation walls are included in the 
determination of the average thermal 
transmittance of the gross wall area. 


Maximum U Values of the Foundation 
Wall Sections of Heated Basement or 
Heated Crawl Space 


hmhoq (tograw DM (66 f o**w) 

Maximum U ta&m 

2500 or Nm_ 

No rwqu»«rr>«<n 

0 17 

2601 to 4500 - , 

*001 nr iwvf . _ _ 

010 



(vii) Craw! space plenum walls . When 
a crawl space is used as a supply or 
return plenum, the crawl space 
perimeter wall shall be insulated to 
provide a maximum heat loss of 35 Btuh 
per lineal foot of perimeter wall, 
assuming a crawl space air temperature 
of 70 *F for return plenums and 110 *F 
for supply plenums. 

(vili) Slab-on-grade floors. For slab- 
on-grade floors of heated or 
mechanically cooled spaces, the thermal 
resistance of the insulation around the 
perimeter of the floor shall be not less 
than shown in the following table. 
Insulation shall extend downward from 
the top of the slab for not less than 24 In. 
or downward to the bottom of the 9lab 
and horizontally beneath the slab for a 
minimum total distance of 24 in. 

Minimum R Values of Perimeter Insulation 
FOR SlABSON-GRAOE 


H«a«ng jcgr <k> d«y« (66 *F t>w*c) 
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25 
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28 
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55 

35 
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63 
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70 

46 

7 OOO. 
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6 000 

66 

62 

9 000 ._ .. -. 

92 

68 

lOjOOO or grtotor 
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• For *>cf«rr>«nt» between Oogroe a*y» «bown, U 
me* be or th# vvuwt «oown n 3 o* 

ASHRAE 90A-SO may be tubs9rtuto4 


(ix) Heat loss and heat gain 
calculations . (A) Calculations of heal 
loss and heat gain shall be made in 
accordance with the data and 
procedures contained in the American 
Society of Heating Refrigerating and 
Air-conditioning Engineers' (ASHRAE) 
Handbook of Fundamentals-1985, the 
Hydronics Institute's "Heat Loss 
Calculation Guide" H-21-1984 and 
"Cooling Load Calculation Guide" 030- 
1965, and the Air Conditioning 
Contractors of America's "Load 
Calculation for Residential Winter and 
Summer Air Conditioning" Manual J- 
1981. 

(B) Inside design temperature shall be 
70 *F for heating and 75 *F for cooling. 
The outside design temperature for 
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heating shall be that established by the 
ASHRAE Handbook of Fundamentals at 
the 97.5% winter design dry bulb 
temperature for the location involved. 
The outside design temperature for 
cooling shall be that established by the 
ASHRAE Handbook of Fundamentals at 
the Z.5% summer design dry bulb 
temperature for the location involved. 

(f) Water supply systems .— (1) 
General (i) Each living unit shall be 
provided with a continuing and 
sufficient supply of safe water under 
adequate pressure and of appropriate 
quality for all household uses. This 
system shall not impair the function or 
durability of the plumbing system or 
attachments. 

(ii) The chemical and bacteriological 
standards of the local health authority 
shall apply. In the absence of such 
standards, the maximum contaminant 
levels of EPA shall apply. A water 
analysis may be required by either the 
health authority or the HUD Field 
Office. 

(iii) Whenever feasible, connection 
shall be made to a public water system. 
When a public system is not available, 
connection shall be made to a 
community system which complies with 
HUD Handbook 4940.2, if feasible. 

(2) Individual water systems, (i) The 
system should be capable of delivering a 
How of 5 gpm over at least a 4 hour 
period. 

(ii) Water that requires continuing or 
repetitive treatment to be safe 
bucterially or chemically is not 
acceptable. Individual dwelling water 
purification units are not an acceptable 
alternative but may be used to improve 
acceptable water. 

(iii) After installation, the system shall 
be disinfected in accordance with the 
recommendations or requirements of the 
local health authority. In the absence of 
a health authority, system cleaning and 
disinfection shall conform to the current 
F.PA Manual of Individual Water Supply 
Systems. 

(iv) Bacteriological or chemical 
examination of a water sample collected 
by a representative of the local or state 
health authority shall be made when 
required by that authority or the HUD 
Field Office. 

13) Location of wells, (i) A well 
located w ithin the foundation walls of a 
dwelling i9 not acceptable except in 
arctic or subarctic regions. 

(ii) VVatcr which comes from any soil 
formation which may be polluted, 
contaminated, fissured, creviced or less 
than 20 ft. below the natural ground 
surface is not acceptable, unless 
acceptable to the local health authority. 

(iii) Individual water supply systems 
are not acceptable for individual lots in 


areas where chemical soil poisoning has 
been or is practiced if the overburden of 
soil between the ground surface and the 
water bearing strata i9 coarse grained 
sand, gravel, or porous rock, or is 
creviced in a manner which will permit 
the recharge water to carry the toxicants 
into the zone of saturation. 

(iv) The following table shall be used 
in establishing the minimum acceptable 
distances between wells and sources of 
pollution located on either the same or 
adjoining lots. These distances may be 
increased by either the health authority 
having jurisdiction or the HUD Field 
Office. 


Distance From Source of Pollution 
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(4) Well construction, (i) The well 
shall be constructed so as to allow the 
pump to be easily placed and to function 
properly. 

(ii) (A) All drilled wells shall be 
provided with a sound, durable and 
watertight casing capable of sustaining 
the loads imposed. 

(B) The casing shall extend from a 
point several feet below the water level 
at drawdown or from an impervious 
strata above the water level to 12 in. 
above either the ground surface or the 
pump room floor. The casing shall be 
sealed at the upper opening to a depth of 
at least IS feet. 

(iii) Bored wells shall be lined with 
concrete, vitrified clay or equivalent 
materials. 

(iv) The space between the casing or 
liner and the wait of the well hole shall 
be sealed with cement grout. 

(v) The well casing shall not be used 
to convey water except under positive 
pressure. A separate drop pipe shall be 
used for the suction line. 

(Vi) When sand or silt is encountered 
in the water-bearjng formation, the well 


shall either be compacted and gravel 
packed, or a removable strainer or 
screen shall be installed. 

(vii) The surface of the ground above 
and around the well shall be compacted 
and graded to drain surface water away 
from the well. 

(viii) Openings in the casing, cap. or 
concrete cover for the entrance of pipes, 
pumps or manholes shall be watertight. 

(ix) If a breather is provided, it shall 
extend above the highest level to which 
surface water may rise. The breather 
shall be watertight, and the open end 
shall be screened and positioned to 
prevent entry of dust, insects and 
foreign objects. 

(5) Pump and equipment, (i) Pumps 
shall be capable of delivering the 
volume of water required under normal 
operating pressure within the living unit. 
Pump capacity shall not exceed the 
output of the well. 

(ii) Pumps and equipment shall be 
mounted to be free of objectionable 
noises, vibrations, flooding, pollution, 
and freezing. 

(iii) Suction lines shall terminate 
below maximum drawdown of the water 
tevel in the well. 

(iv) Horizontal segments of suction 
line shall be placed below the frost line 
in a sealed casing pipe or in at least 4 in. 
of concrete. The distance from suction 
line to sources of pollution shall be not 
less than shown in the table at 

5 200 926d(f)(3)(iv). 

(6) Storage tanks, (i) A pressure tank 
having a minimum capacity of 42 gallons 
shall be provided. However, 
prepressured tanks and other 
pressurizing devices are acceptable 
provided that delivery between pump 
cycles equals or exceeds that of a 42 
gallon tank. 

(ii) Tanks shall be equipped with a 
clcan-out plug at the lowest point, and a 
suitable pressure relief valve. 

§ 200.926s Supplemental information for 
use with the CABO One and Two Family 
Dwelling Code. 

The following shall be used in Table 
No. R-202, Climatic and Ceogruphic 
Design Criteria of the CABO One and 
Two Family Dwelling Code. 

(a) Roof live loads. 

Roof slope 3 in 12 or less* 20 psf 
Roof slope over 3 in 12:15 psf 
Roof used as deck: 40 psf 

(b) Roof snow load. The roof snow 
load shall be in accordance with section 
7 of ANSI A58.1-62. 

(c) Wind pressures. The minimum 
Design Wind Pressures (net pressures) 
set forth below apply to areas 
designated as experiencing basic wind 
speeds up to and including 80 mph, us 
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shown In ANSI A58.1-82, Figure 1, Basic 
Wind Speed Map. These pressures also 
apply to buildings not over 30 ft. in 
height above finish grade, assuming 
exposure C or defined in ANSI A58.1-82. 

(1) Minimum design wind pressure 
criteria . 

(1) Buildings (for overturning racking 
or sliding); p=20 psf. 

(ii) Chimneys. p=30 psf. 

(iil) Exterior walls. p=15 psf inward 
or outward. Local pressure at comers of 
walls shall be not less than p = 30psf 
outward. These local pressures shall not 
he included with the design pressure 
when computing overall loads. The 
pressures shall be applied 
perpendicularly outward on strips of 
width equal to 10 percent of the least 
width of building. 

(iv) Partitions. p=10 psf. 

(v) Windows. p=20 psf inward or 
outward. 

(vi) Roof, p * 20 psf inward or 
outward. 

Roofs with slopes greater than 6 in 12 
shall be designed to withstand pressures 
acting inward normal to the surface, 
equal to the design wind pressure for 
exterior walls. Overhanging eaves, 
cornices, end ridges, 40 psf upward 
normal to roof surface. These local 
pressures shall not be included with the 
design pressure when computing overall 
loads. The pressures shall be applied 
perpendicularly outward on strips of 
width equal to 10 percent of the least 
width of building. 

Net uplift on horizontal projection of 
roof shull not be less than 12 psf. 

(2) Severe wind design pressures. If 
the construction is higher thun 30 ft., or 
if it is located in an area experiencing 
wind speeds greater than 80 mph, higher 
design wind pressures than shown 
above are required. Use Section 6 of 
ANSI A58.1-82 for higher criteria and for 
determining where wind speeds greater 
than 80 mph occur. 

Pressures are assumed to act 
horizontally on the gross area of the 
vertical projection of the structure 
except as noted for roof design. 

(d) Seismic conditions shall be in 
accordance with Section 9 of ANSI 
A581-82. 

(e) Subject to damage from: 
weathering. A jurisdiction's weathering 


region shall be as established by the 
map in ASTM C 62-83. 

(f) Subject to damage from: frost fine 
depth. Exterior wall footings or 
foundation walls including those of 
accessory buildings shall extend a 
minimum of 8 in. below the finished 
grade and. where applicable, the 
prevailing frost line. 

(g) Subject to damage from: termites. 
"Yes" shall be used in locations 
designated as Regions 1.11 or III. "No" 
shall be used in locations designated as 
Region IV. The map for Termite 
Infestation Probability in Appendix A of 
CABO. One and Two Family Dwelling 
Code shall be used to determine the 
jurisdiction's region. 

(h) Subject to damage from: decay . 
"Yes" shall be used in locations 
designated as moderate to severe and 
slight to moderate. "No" shall be used in 
locations designated as none to slight. 
The Decay Probability map in Appendix 
A of CABO, One and Two Family 
Dwelling Code shall be used to 
determine the jurisdiction’s decay 
designation. 

(Approved by the Office of Management and 
Budget under OMB control number 2502- 
0338.) 

5. The Appendix to Part 200 is revised 
as follows: 

Appendix to Part 200—Standards 
Incorporated by Reference in the 
Minimum Property Standards for One 
and Two Family Dwellings 

The following publications are 
incorporated by reference In the HUD 
Minimum Property Standards {MPS}. The 
MPS are in turn incorporated by reference in 
24 CFR Part 200, Subpart S. The MI’S may be 
purchased from the U.S. Government Printing 
Office, Washington. DC 20402 It is also 
available for public inspection at the HUD 
Program Information Center, Room 1104,451 
Seventh Street, S.W.. Washington. DC, at 
each HUD Regional. Area, and Service 
Office, and at the Office of the Federal 
Register. 1100 L Street, NW. Washington, DC 
The individual standards referenced in the 
MI’S are available at the addresses contained 
in the following table. They are also available 
for public inspection at HUD. Manufactured 
Housing and Construction Standards 
Division. Room 9136. 451 Seventh Street. SW, 
Washington, DC and the Office of the Federal 
Register. 


Air Conditioning Contractors of America. 

1228 17th Street, N.W.. Washington. DC 
20036. 

Load Calculation for Residential Winter 
and Summer Air Conditioning. Manual | 
1981. 

American National Standards Institute, 1430 
Broadway. New York, New York 10018 

ANSI A58.1-82 Minimum Design Loads in 
Building and other Structures. 

American Society for Testing and Materials. 
1916 Race Street, Philadelphia. 
Pennsylvania 19103. 

ASTM C 62-83 Standard Specification for 
Building Brick (Solid masonry units made 
bom clay or shale). 

American Society of Heating. Refrigerating 
and Air Conditioning Engineers. 1791 
Tullie Circle. NE, Atlanta. Georgia 30329 

ASHRAE Handbood of Fundamentals— 
1985. 

ASHRAE Energy Conservation in New 
Building Design 90A-80. 

Council of American Building Officials. 5203 
Leesburg Pike. Foils Church. Virginia 
22041. 

CABO One and Two Family Dwelling 
Code, 1963 edition, with the 1984 and 
1985 Amendments, excluding chapter 1— 
Administrative; Part VI—Electrical: and 
Part VII—Energy Conservation, hut 
including appendices A and B of the 
Code. 

The Hydronico Institute. 35 Russo Place. 
Berkeley Heights, New Jersey 07922. 

Heat Loss Calculation guide. H-21-1964. 

The National Fire Protection Association, 
Batterymarch Park. Quincy. 
Massachusetts 02269. 

Electrical Code for One and Two Family 
Dwellings, NFPA 70A, 1964 Edition, 
including appendices. 

Department of Housing and Urban 

Development. 451 Seventh Street. S.W.. 
Washington. DC 20410, 

Handbooks: 

49402-8/73 Minimum Design Standards 
for Community Water Supply. 

4950.1-6/79 Technical Suitability of 
Products Program, Technical and 
Processing Procedures. 

Environmental Protection Agency. 401 M 
Street. S.W.. Washington. DC 2046a 

EPA 430/9-74/007 Manual of Individual 
Water Supply Systems (Reprinted 1975) 
IPB 258402). 

Dated: September 18.1965. 

Janet Hale, 

Acting General Deputy Assistant Secretary 

for Housing—Federal Housing Commissioner. 

|FR Doc. 8S-22935 Filed 9-26-85: 8:45 ami 
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DEPARTMENT OF JUSTICE 

Office of Juvenile Justice and 
Delinquency Prevention 

Program Announcement: School Crime 
and Discipline Research and 
Development Program 

agency: Office of Juvenile Justice and 
Delinquency Prevention, Justice. 
action: Notice of issuance of a 
solicitation of applications to conduct a 
research and development program on 
school crime. 

summary: The Office of Juvenile Justice 
and Delinquency Prevention (OJJDP). 
pursuant to section 243 of the Juvenile 
Justice and Delinquency Prevention Act 
of 1974, as amended, announces a new 
OJJDP initiative entitled, “School Crime 
and Discipline Research and 
Development Program.'* The primary 
goal is to test promising strategies for 
the development, implementation, and 
monitoring of disciplinary and crime 
control policies and procedures which 
are intended to reduce school crime and 
disorder to provide for a safer school 
environment. 

OJJDFs National Institute for Juvenile 
Justice and Delinquency Prevention 
(NIJJDP) invites public or private 
agencies to submit competitive grant 
applications to design, develop and test 
the efficacy of improved disciplinary 
policies and procedures for the 
reduction of school crime and disorder 
in secondary schools. Targeted schools 
must be experiencing a high level of 
disciplinary or crime problems. 

Emphasis will be placed on the 
assessment of the effects of legislation, 
case law, regulations and lawsuits 
related to discipline and crime control. 
This initiative will require a 
collaborative effort among researchers, 
program planners, school 
administrators, faculty, and law 
enforcement personnel, as appropriate. 

The deadline for submission of 
applications is December 8,1985. 

FOR FURTHER INFORMATION CONTACT: 
Deborah A. Wysinger, Office of Juvenile 
Justice and Delinquency Prevention, 633 
Indiana Ave. N.W.. Room 742, 
Washington, D.C. 20531, telephone (202) 
724-7560. 

SUPPLEMENTARY INFORMATION: 

Request for Proposals—School Crime 
and Discipline Research and 
Development Program 

Table of Contents 

I. Introduction 
fi. Background 

III. Program Coal and Objectives 

IV. Research and Development Strategy 


V. Eligibility Criteria 

VI. Minimum Program Application 

Requirements 

VII. Selection Procedures and Criteria 

VIII. Submission Requirements 

IX. Civil Rights Compliance 

X. References 

I. Introduction 

This solicitation for applications to 
conduct a School Crime and Discipline 
Research and Development Program is 
issued by the National Institute for 
Juvenile Justice and Delinquency 
Prevention (NIJJDP), of the Office of 
Juvenile Justice and Delinquency 
Prevention (OJJDP). U.S. Department of 
Justice. The OJJDP and its NIJJDP were 
established by the Juvenile Justice and 
Deliquency Prevention Act of 1974, as 
amended (JJDP Act). 

The JJDP Act authorizes NIJJDP to: 
"encourage the development of 
demonstration projects in new, 
innovative techniques and methods to 
prevent and treat juvenile delinquency;" 
(Section 243(2)) and to "provide for the 
evaluation of all juvenile delinquency 
programs assisted under this title in 
order to determine the results and the 
effectiveness of such programs,*' 

(Section 243(3)). 

OJJDP's National Institute for Juvenile 
Justice and Delinquency Prevention 
invites public or private agencies to 
submit applications designed to develop 
and test promising strategies for the 
reduction of school crime and 
improvement of disciplinary procedures 
and school environment. 

OJJDP has allocated a total of $300,000 
for the first phase of this Initiative. Up to 
three projects not to exceed $100,000 
each for the initial twelve month budget 
period will be funded as a result of this 
competition. It is anticipated that this 
research and development initiative will 
entail three to four years of program 
activity to conduct the necessary 
planning, implementation and testing. 
Therefore project periods will not 
exceed four years. The second phase of 
this initiative will consist of awards to 
each of the three selected R&D projects 
for up to $200,000 for each subsequent 
twelve month budget period. 

This competition will be conducted 
according to the OJJDP Competition and 
Peer Review Policy. 28 CFR Part 34, 
Subpart A, published August 2,1985 at 
50 FR 31365-31366, 

II. Background 

Creating a safe and orderly school 
environment is a prerequisite for 
students to focus their attention on 
learning. Many of the recent reports on 
educational reform—while agreeing on 
the need for improved curricula and 
graduation standards—insist that little 


reform can occur unless schools become 
safer. President Reagan put the problem 
in perspective while speaking to 
secondary school principals, "As long as 
one teacher is assaulted, one classroom 
disrupted, or one student attacked, then 
I must and will speak out to give you the 
support you need to enforce discipline in 
our schools. I can't say it too forcefully, 
to get learning back into our schools, we 
must get crime and violence out." The 
issue of student rights and 
administrative control have become a 
focal point for political discussion. 

The most comprehensive recent 
national study specifically devoted to 
school crime is the Safe School Study , 
which was conducted by the National 
Institute of Education (NIE) in the mid 
1970‘s. The major objectives of that 
study were to determine the frequency 
and seriousness of crime in elementary 
and secondary schools in the United 
States and what schools are doing to 
prevent it. The findings, published in 
1978, indicated that 8% of the nation's 
schools had a serious problem with 
crime, that one-fourth of all schools in 
the country were vandalized in a given 
month and 10% were burglarized. 

Based on student reports, NIE 
estimated that 2.4 million secondary 
school students (11%) had something 
stolen from them in a typical month. 
Approximately 1.3% of the students 
(282,000) reported being attacked in a 
typical month, with more than two-fifth 
of the attacks involving some injury. 
Junior high school students were twice 
as likely to report being attacked as high 
school students. The risk of serious 
attack was greater in urban areas. 
Teacher victimization rates reported in 
the NIE study were roughly similar to 
those of students. 

A 1983 report on school violence by 
Jackson Toby. Director of Rutgers 
University's Institute for Criminological 
Research, concluded that the NIE data 
had probably under estimated the actual 
instances of school violence at the time 
the survey was conducted (“Violence in 
School," Crime and Justice: An Annual 
Review of Research, Vol. 4). 

Problems with school discipline are 
not only recognized by the general 
public—teachers also list discipline 
problems as a major concern. The 
National Education Association (1977) 
reported that 66% of responding teachers 
viewed managing student behavior as 
the main problem faced in teaching. 
Many teachers felt they were unable to 
/even cope with, much less resolve, the 
discipline problems they faced each day 
(Kindsvetter, 1978). 

The operation of public schools has 
traditionally been largely a matter for 
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local determination, subject to state 
control in certain respects. Recently, 
however, a number of federal statues 
and judicial decisions have regulated, in 
one way or another, the activities of 
public schools/and some of these have 
engendered state legislative action also 
affecting local practices. 1 The 
complexity of this regulatory enterprise 
i§ apparent. On the one hand, legislative 
and judicial decisions set policies at a 
remote level that are expected to 
produce consistent behavior in schools. 
This requires collaboration and 
cooperation among various levels. The 
rule or desired practice must be clearly 
expressed and understood by those 
charged with implementation. Local 
administrators must be able and willing 
to carry out the policy/ and where 
several agencies are responsible for 
administration, they must agree about 
their obligations and discharge them in a 
coordinated and uniform fashion for 
policy implementation to be complete. 

On the other hand, regulation has 
significance for local officials whether 
or not they accurately follow specific 
commands. While appellate courts 
usually address these discipline and 
crime control issues on a piecemeal 
basis, program administrators ordinarily 
cannot. 

The relationship between judicial or 
legislative regulation and the behavior 
of those affected by regulatory activity 
is a complicated matter from a number 
of perspectives. Courts arc mandated to 
make decisions of specific issues and in 
contrast school officials need to develop 
comprehensive policies. For example, 
based on the United States Supreme 
Court decision In Goss k. Lopez , 419 U.S. 
565 (1975), the Indiana State legislature 
applied that decision through the 
imposition of procedural rules for short 
disciplinary supensions of students/ 
School districts have gone somewhat 
further by specifying procedures for 
expulsion and exclusion from school, or 
for inschool suspension of students and 
other forms of discipline. 

However, school administrators must 
also decide what procedures are 
required for other alternative methods of 
discipline they employ. Another 
example is the recent analysis of the 
court decision of the Neiv Jersey r. 

7XQ, 105 S. Ct. 733 (1985), where the 
court provided general guidelines for 
permissible student searches by school 
officials, but did not specifically address 
issues such as: whether students have a 
legitimate expectation of privacy in 
lockers, desks or other school property 
in which school supplies are stored: or 
standards governing searches of those 
areas by school officials or other public 


authorities acting at school officials* 
request/School administrators and 
teachers must either abandon 
procedures for which clear guidance is 
lacking, which may be undesirable or 
even impracticable, or they must 
consider additional safeguards in terms 
of what will probably be required by 
courts when they ultimately address the 
procedural requirements for those 
alternatives. This latter approach carries 
with it some significant risks, including 
the possiblity that the action taken will 
not only be declared invalid but will 
give rise to a lawsuit for damages 
predicated upon violation of a student's 
civil rights/ 

Some commentators have suggested 
that certain legislative code provisions 
and case law may prevent the use of 
disciplinary and crime control 
techniques perceived as necessary to 
maintain a safe education environment. 
One problem appears to be the 
effectiveness of the punishment that is 
both legally acceptable and 
educationally sound. Several reports 
indicate that student lawsuits filed 
against teachers and administrators, the 
threat of such suits, and the belief that 
they may be filed inhibit effective 
discipline in schools. Specifically, 
lawsuits brought pursuant to 42 U.S.C. 
Section 1983. as interpreted by Wood v . 
Strickland 420 U.S. 308 (1975), are 
believed to influence disciplinary and 
crime control practices, although 
empirical evidence is virtually 
nonexistent. In addition, those practices 
are influenced by court decision such as 
Goss v. Lopez. 419 U.S. 565 (1975), and 
New Jersey v. 7XO.. 105 S.Ct 733 
(1985). The following questions merit 
further investigation: whether changes 
in the law. including court decisions, 
have resulted in more or less effective 
school discipline and crime control: to 
what extent does the perception that 
lawsuits might be filed actually inhibit 
implementation of certain approaches to 
school discipline and their effectiveness; 
to what extent do lawsuits (potential 
suits and those actually filed and 
decided) have an impact on the 
effectiveness of school discipline and 
how widespread are these perceptions 
and effects; what changes, if any. in the 
law are desirable. 

Opinions differ regarding whether the 
justice system standards and procedures 
of due process are appropriate for 
schools, or, whether they interfere with 
effective disciplining of disruptive 
students. Certain studies, supporting the 
incorporation of justice system due 
process, associate observance of these 
standards with more positive student 
attitudes towards school rules, the legal 


system and academic achievement 
Other educators would argue that 
following the burdensome procedures of 
due process unduly inhibits their ability 
to discipline a disruptive student in a 
timely and effective fashion. 

Preliminary findings based on a 12 
percent return from a study currently 
being conducted by the National Center 
for Education Statistics on school 
principals' perceptions of school 
discipline policies and practices show 
that only a small percentage of the 
principals suneyed consider the 
Supreme Court rulings to be a moderate 
or large operational burden. The 
findings also indicated that the 
principals believed that lack of security 
personnel or fear of being sued for 
disciplining students had little effect on 
the ability of teachers or themselves to 
maintain order and discipline students. 
Other constraints, such as inadequate 
teacher training in discipline procedures 
and school law and inadequate 
alternative placement programs for 
disruptive students, had a greater effect 
on the ability to maintain order than 
those previously discussed. It should be 
noted, however, that the study findings 
are very preliminary and that the survey 
was only of school principals and not 
teachers. 

In assessing the impact of federal case 
precedents on local school operations, it 
is important to assess the level of 
knowledge of administrators and 
teachers about relevant legislation and 
major court decisions. A recent survey 
conducted by )ulius Menacker and 
Ernest Pascarella of teachers and 
administrators of inner city and 
suburban Chicago public schools on 
their knowledge of education-related 
Supreme Court rulings revealed that 
administrators scored significantly 
higher (74%) than teachers (63%) on a 
questionnaire about 13 major Supreme 
Court cases. Findings from this survey 
also revealed an ineffective and 
haphazard communication netwbrk for 
transmitting important Supreme Court 
decisions to the schools where they 
have the greatest impact—at the 
classroom level. 

While there does not appear to be a 
consensus among educators, researchers 
and parents regarding the impact of 
legislation, case law and litigation on 
school disciplinary policies and 
procedures, there is national recognition 
that some secondary schools are 
experiencing unacceptably high levels of 
disruption. The magnitude of this 
problem appears to be greatest among 
those schools located in urban areas 
serving junior high populations. 
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0]JDP has sponsored demonstrations 
of a variety of innovative approaches 
designed to reduce school crime, to 
improve disciplinary policies and 
practices, to improve teacher and 
student safety, and to enhance academic 
achievement. Practitioners in the field 
have also identified a number of 
promising approaches that attempt to 
deal with problems of school crime, 
discipline and school environment. 

While there has been considerable 
attention to various aspects of 
disciplinary and crime control policies— 
e.g., the role of law enforcement in 
schools, appropriate strategies to 
respond to classroom disruption, 
improvement of the school environment 
to prevent delinquency—less attention 
has been given to the relationship 
between Federal and State legislation, 
case law and litigation, and 
development of comprehensive school 
disciplinary and crime control policies 
and procedures. 

HI. Program Goal and Objectives 

A. Program Goal 

To test promising strategies for the 
development, implementation, and 
monitoring of disciplinary and crime 
control policies and procedures, which 
are intended to reduce school crime and 
disorder to provide for a safer school 
environment. 

B. Major Objectives 

1. To identify significant Federal and 
State legislation, case law. and litigation 
that are relevant to the development of 
disciplinary and crime control policies, 
procedures and practices in selected 
schools/school districts. 

2. To develop clear, consistent 
discipline and crime control codes, 
based on analysis of legislation, case 
laws state regulations, and lawsuits. 

3. To develop strategies to implement 
discipline and crime control codes. 

4. To implement procedures that 
translate the codes into practice. 

5. To document the planning and 
implementation of approaches to 
discipline and to school crime in order 
to identify the essential components of 
this process. 

6. To measure the impact of strategy 
implementation on the reduction of 
disciplinary infractions and school 
crime. 

7. To assess the strategies in terms of 
cost effectiveness and suitability for 
replication and institutionalization 
within school systems. 

IV. R&D Strategy 

This Research and Development 
(R&D) model is designed to develop and 


test the efficacy of improved 
disciplinary policies and procedures for 
the reduction of school crime and 
disorder in secondary schools. It calls 
for the development of policies and 
procedures based on a careful analysis 
of relevant legislation, case law and 
litigation against the schools. This 
program will consist of three separate 
R&D projects, which will be coordinated 
by OJJDP. This initiative requires a 
collaborative effort at each site among 
researchers, program planners, school 
administrators, faculty, and law 
enforcement personnel, as appropriate. 
This working group will be referred to as 
the "program team" throughout this 
solicitation. 

The program team will first conduct a 
thorough assessment of the school crime 
and discipline problems, taking into 
account relevant legislation, case law, 
and previous lawsuits. This should 
include the identification of significant 
legislative provisions and case law that 
may promote or inhibit the development 
of effective policies and procedures for 
discipline and crime problems. It should 
also include an assessment of the 
perceived effects of previous lawsuits 
on discipline and crime control 
practices. The program team will 
generate a strategy for crime reduction 
and improvement of disciplinary 
policies and procedures in target 
school(s). The program team should 
develop clear policy statements and 
should communicate these policies to 
those responsible for implementation. 
Finally, implementation of disciplinary 
policies and practices should be 
monitored by school administrators and 
evaluated by the program team. 

Under this initiative each program 
team will be required to conduct a 
review of existing discipline codes and 
establish revised school-wide 
disciplinary policies and procedures 
based on assessment of legislation, case 
law and lawsuits. These revisions 
should be characterized by clear 
stipulation of sanctions for disciplinary 
infractions, consistent and fair 
enforcement of rules, and differentiation 
between disciplinary violations and 
criminal acts; Local jurisdictions will be 
allowed considerable flexibility in 
determining which specific program 
strategies offer the greatest potential for 
improvement of disciplinary practices in 
their target schools. Examples of 
strategies for implementing revised 
policies which can be tested: 

1. Involvement of students and 
parents in the development of 
disciplinary codes; 

2. development of written guidelines 
and/or statements of understanding 
with police and courts; 


3. development of in-service training 
for teaches and administrators on their 
legal rights and responsibilities related 
to discipline and crime control, including 
an emphasis on protecting themselves 
from lawsuits as appropriate; 

4. improved communications 
procedures for day-to-day operations, 
delineation of respective roles and 
responsibilities, establishment of 
cooperative working relationships 
through written policies and procedures 
for working with law enforcement 
agencies and the courts; 

5. training of teachers in techniques of 
effective classroom management and 
control of disruptive behavior, 

& improved school incident reporting 
procedures and utilization of crime 
analysis techniques. 

All projects are required to utilize a 
systematic program development 
process in both the planning and 
implementation stages. This process 
provides a structure for identifying 
possible relationships between 
legislation, case law. and lawsuits and 
discipline and crime control strategies, 
assessing the nature and extent of 
discipline and crime problems, 
establishing clear measurable goals, 
designating measurable objectives, 
developing appropriate strategied and 
interventions, identifying potential 
obstacles and resources for program 
implementation, developing work plans, 
and establishing an on-going data 
collection and feedback system. It is 
expected that the assessment and 
planning process will require six to nine 
months. Successful completion of the 
assessment, policy revisions and action 
plan will be a requirement for continued 
funding (by special condition). The 
following outline is provided to serve as 
a conceptual framework for all members 
of the working team involved in the 
collaborative effort of the program 
development process. The ultimate aim 
of this collaboration is to generate a 
common focus and shared vision of 
what the program is being designed to 
accomplish. 

A. Problem Statement 

Clear articulation of the problem 
being addressed requires identification 
of the various relevant legislation, case 
law and data sources and utilization of 
this information to define the nature and 
extent of the problem. 

B. Clear Goals 

Researchers and program 
implemented focus their activities on 
the problem at hand by delineating 
measurable goals. Goal statements 
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describe what the organization is 
ultimately trying to achieve. 

C Theory 

A theoretical framework must be 
developed which clearly outlines why 
the problem exists and provides 
guidance for project implemented' use 
in building their strategies. 

D. Measurable Objectives 

The statement of the project 
objectives must specify the time frame 
for achievement of these intermediary 
outcomes, the anticipated level of 
improvement, as well as the basis for 
measurement of change. Clearly 
delineated objectives provide the 
foundation for the evaluation design. 

£ Strategies 

interventions and strategies are those 
selected activities designed to achieve 
an objective or set of objectives. For the 
purposes of this initiative, applicants 
will be allowed considerable local 
discretion in choosing to test a variety of 
strategies for policy implementation. 

The selection and development of 
strategies or interventions must be 
based on systematic analysis of crime 
and discipline problems and relevant 
laws and regulations. 

F. Work Plans 

Work plans are to be developed with 
specific strategies for implementation of 
project interventions. Fully articulated 
strategies include specification of two 
elements: critical bench marks and 
tusks. Critical bench marks arc those 
key decisions, agreements, or actions 
necessary to progress with 
implementation of the plan. Failure to 
accomplish critical bench marks in a 
timely fashion will signal program 
planners to devise a new strategy. To 
effectively execute strategics, action 
planners should also specify time frames 
for task completion and individuals 
responsible. The action plun serves as o 
management tool and provides objective 
standards for achievement. 

C. Evaluation 

During theprogram development 
process, researchers and program 
managers work together to specify key 
research questions and develop a 
process and Impact evaluation design. 
Data collection activities are jointly 
planned and carefully executed. 
Researchers provide timely interim 
feedback to program managers on: (1) 
progress toward executing program 
strategies as well as (2) success or 
failure in meeting measurable 
objectives. 


The program development process 
begins with the initial conceptualization 
of the problem and continues throughout 
the duration of this program test. For the 
purpose of responding to this RFP, 
applicants must include all components 
listed in section V, "Application 
Requirements." The work plan Included 
in the application will be considered 
preliminary and subject to continued 
development and refinement during the 
planning period to be scheduled for the 
first six to nine months following the 
grant a word. 

N1IJDP will encourage coordination 
among individual R&D projects in terms 
of developing and utilizing similar 
concepts ond comparable "core" 
measures. With cross-site adoption of 
comparable measures, a substantial 
data base could be generated. This 
coordinated effort is expected to 
enhance the potential contribution of 
this research initiative to the state-of- 
the-art of developing safe school 
environments. 

V. Eligibility Criteria 

Eligible applicants include public or 
private research agencies or 
organizations. In order to implement this 
program design, it is required that a 
collaborative relationship exist between 
researchers, school administrators and 
justice system representatives, as 
appropriate. The intent of this initiative 
is to assess the effects of legislation, 
case law. regulations and lawsuits 
related to discipline and crime control: 
and to develop methods for establishing 
comprehensive, ond consistent 
discipline and crime control codes, and 
to determine if the policy has been 
effectively implemented. School districts 
targeted for program change must be 
experiencing a high level of disciplinary 
or crime problems within the school. 
They should also have experienced 
several lawsuits or significant threats of 
lawsuits related to disciplinary actions 
in the past couple years. Research 
organizations will apply directly for 
grant awards and may choose to 
provide limited support through 
subcontracts to schools to cover on-site 
costs critical for program 
implementation. The primary cost of 
implementing the intervention strategics 
must be supported by available 
community and school system 
resources. This requirement is in 
keeping with the intent of this program 
to test cost effective program models 
which w’ould be suitable for replication 
in other jurisdictions without external 
funding. 

In order to maximize open 
competition in the award of this R&D 
grant, "for-profit" organizations are 


eligible to apply, provided they certify 
compliance with the following two 
requirements: 

(1) The OJJDP grant award will not be 
used to support the normal profit¬ 
making operations of the organization, 
but will serve to support or stimulate the 
legislatively authorized research and 
evaluation objectives of NljJDP. 

(2) For at least one year following the 
termination of this award, the recipient 
will not compete for or accept any 
procurement or assistance award 
supported by OJJDP funds which may 
have resulted or been derived from the 
original award, 

VI. Minimum Program Application 
Requirements 

Applicants must complete all parts of 
the application for Federal Assistance 
(Standard Form 424). Particular 
attention should be paid to the Budget 
Information, Part III, and Program 
Narrative, Part IV, In addition to the 
requirements set forth under the 
Program Narrative, the following 
information must be included in the 
application: 

(1) A succinct statement of your 
understanding of the goal and objectives 
of the School Crime and Discipline R&D 
Program. 

(2) A problem statement which clearly 
documents the nature and extent of 
school crime and disciplinary problems 
in the schools or school systems 
targeted for change. Identify the criteria 
utilized in school site selection and 
provide data to justify this selection. 
Document recent experiences with 
actual lawsuits or significant threats of 
lawsuits related to disciplinary actions, 

(3) A description of those long-range 
measurable goals which your program is 
designed to reach. Specify how goals 
will be measured, when a substantial 
level of goal accomplishment is 
expected, and how progress in meeting 
goals can be attributed to program 
interventions. 

(4) A review of the theoretical and 
empirical literature relevant to 
relationship of legislation and case law 
to discipline and crime control 
problems. Include a discussion of the 
theoretical framework developed to 
specifically guide the identification and 
assessment of problems identified at the 
targeted school system(s). 

(5) A description of program 
objectives which specifies what 
measurable changes are expected, and 
when change is anticipated. 

(8) A description of assessment and 
planning process. 

(7) A work plan which describes time 
frames for accomplishing critical bench 
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marks and specifies responsibilities for 
tasks for the planning process. This 
work plan must provide a detailed 
description of the six to nine month 
planning period and a preliminary plan 
for implementation of program 
interventions, evaluation activities and 
for the development of research 
products. It should also include a plan 
for delivering training and technical 
assistance to local school 
administrators, faculty, and justice 
system personnel, as appropriate, to 
assist them in incorporating the program 
development process into their routine 
operations. 

(8) A preliminary evaluation design 
which includes research questions, key 
concepts and variables, research 
methodology (including sampling 
procedures and measurement of key 
variables), and a plan for data analysis 
and feedback. Applicants must provide 
evidence that the most rigorous 
experimental design possible will be 
utilized in order to increase the strength 
of attributions of program impact 
Applicants must address the issue of 
coordination with other research sites 
funded under this program investigating 
and developing comparable measures of 
similar concepts across schools. 

A Privacy Certificate must be 
submitted with the application in 
accordance with funding agency 
regulations, copies of which are 
available upon request 

(9) Written verification from 
authorized officials of all parties 
involved in the RAD program team (e g., 
school administrators, faculty, and 
justice system personnel) of 
commitment to collaborate in the 
program planning, implementation, data 
collection, and program refinement 
processes. Access to specific types of 
data (official school records, police 
arrest records, student and teacher 
interviews) must also be verified in 
writing. 

(10) If it is determined to be necessary 
for the research organization grantee to 
provide financial support from the grant 
award to another organization to cover 
costs critical for program 
implementation, the application must 
include; a statement of work for the 
proposed contract; and the procedures 
to be followed for competitive selection 
ora justification for noncompetitive 
award for these support services. 

(11) A detailed budget must be 
provided for the initial twelve months 
budget period including travel funds for 
coordination meetings with other 
program grantees (estimate costs for 
three two-day meetings to be hosted by 
various participating grantees), and any 
costs which might be required to serve 


as a host site for one meeting. An annual 
estimate of costs to complete the RAD 
program must also be included. 

(12) A description of the project 
management structure which includes 
proposed staffing plan, brief position 
descriptions which delineate roles and 
responsibilities, description of relevant 
staff experience and expertise, and 
resumes of key project staff (include as 
an appendix to the application). The 
project director must devote a minimum 
of fifty percent (50%) of his/her time to 
this effort. 

(13) An organizational capability 
statement which describes relevant 
organizational experience and 
demonstrates that the applicant has the 
substantive and financial capability to 
effectively administer the project. 

(14) The applicant must indicate a 
willingness to host an on-site visit by 
OJJDP staff and/or Peer Review Panel. 

V1L Selection Procedures and Criteria 

In general, all applications received in 
response to this solicitation will be 
reviewed in terms of the rigor and 
feasibility of the RAD design, and 
thoroughness regarding approaches to 
planning, implementation and 
evaluation problems. Applications will 
be technically evaluated by Department 
of Justice (DOJ) employees who are 
qualified by training and experience and 
by a peer review panel (a group of 
experts other than officers and 
employees of the DOJ). Site visits may 
be conducted by peer review panel and/ 
or OJJDP staff to verify information 
provided by those applicants ranked as 
best qualified for further consideration. 

Specifically, applications will be rated 
according to the following criteria and 
weights: 

(1) The problem to be addressed is 

clearly stated including evidence of 
knowledge of related literature and 
justification for site selection (refer to 
Section V (3) and (4)- 15 

(2) An understanding of the goal and 
objectives of this research and devel¬ 
opment program is clearly articulat¬ 
ed, including a description of the 
goals and objectives of the proposed 
research (refer to Sections V (3). (4). 

(5) and (8).-20 

(3) The research and development 

design and methodology is sound and 
contains program elements directly 
linked to the achievement of prbfccl 
objectives including written verifica¬ 
tion of commitment to collaborate 
end accessibility of data (refer to 
Sections V (8) and (91). . 20 

(4) The project management structure is 
adequate to the successful conduct of 

the project |refer to Sections V(12))...... 10 


(5) Organizational capability is demon¬ 

strated at a level sufficient to suc¬ 
cessfully support the project (refer to 
Section V(14)) ..... 10 

(6) Budget costs are reasonable, com¬ 
plete and appropriate In comparison 
to the activities proposed to be un¬ 
dertaken (refer to Sections V (11), 

(12) and (10))- 10 

(7) The workplan Is adequate, dear and 

feasible and will support the devel¬ 
opment of useful products (refer to 
Section V(7))--—.— 15 


In order to examine variations in stale 
level impact on school crime and 
discipline only one site will be funded In 
a given state. 

Applications receiving the highest 
total score on the obove criteria will be 
recommended for funding to the 
Administrator, OJJDP. Peer review 
recommendations in conjunction with 
the results of internal review and any 
necessary supplementary review will 
assist the Administrator's consideration 
of competing applications and selection 
of applications for funding. The final 
award decision will be made by the 
OJJDP Administrator. 

VIU. Submission Requirements 

All applicants responding to this 
solicitation should be aware of the 
following requirements for submission: 

1. Applicants which plan to respond to 
this announcement are requested to 
submit written notification of their 
intent to apply to NIJJDP/OJJDP by 
October 21.1985. Such notification 
should specify: the name of the 
applicant organization, mailing address, 
telephone number, and primary contact 
person. This notification should be 
forwarded to Deborah Wysinger, 
NIJJDP/OJJDP. U.S. Department of 
Justice. 633 Indiana Ave., N.W.. 
Washington. D.C. 20531. 

2. Applicants must submit the original 
signed application and three copies to 
NIJJDP/OJJDP. The necessary forms for 
applications (Standard Form 424) will be 
provided upon request. 

3. The NIJJDP/OJJDP will notify 
applicants in writing of the receipt of 
their application. Subsequently, 
applicants will be notified by letter as to 
the decision made regarding whether or 
not their submission will be 
recommended for funding. It is 
anticipated that the grant may be 
awarded as early as April. 1986. 

4. Applications must be received by 
mail or hjand delivered to the N1J)DP/ 
OJJDP by 5c00 p.nu eJ.t. on December ft. 
1985. Those applications sent by mail 
should be addressed to Deborah 
Wysinger. NlJ]DP/OJJDP, U.S. 
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Department of Justice, 633 Indiana 
Avenue. NW.. Washington. D.C. 20531. 
Hand delivered applications must be 
taken to the NIJJDP/OJJDP. Room 784. 
633 Indiana Avenue, N.W., Washington. 
D C. between the hours of 8:00 and 5:30 
p m. except Saturdays. Sundays or 
federal holidays. 

IX. Civil Rights Compliance 

A. All recipients of OJJDP assistance 
must comply with the non* 
discrimination requirements of the 
luvenile Justice and Delinquency 
Prevention Act of 1974 as amended: 

Title VI of the Civil Rights Act of 1964: 
Section 504 of the Rehabilitation Act of 
1973 as amended: Title IX of the 
Education Amendments of 1972; the Age 
Discrimination Act of 1975; and the 
Department of Justice Non- 
Discrimination Regulations (28 CFR Part 
42. Subparts C, D. E, and G). 

B. In the event a Federal or State court 
of Federal or State administrative 
agency makes a finding of 
discrimination after a due process 
hearing on the grounds of race, color, 
religion, nationul origin or sex against a 
recipient of funds, the recipient will 
forward a copy of the finding to the 
Office of Civil Rights Compliance (CRC) 
of the Office of Justice Programs. 

C. Applicants shall maintain such 
records and submit to the OJJDP upon 
request timely, complete and accurate 
data establishing the fact that no person 
or persons will be or have been denied 
nr prohibited from participation in, 
benefits of, or denied or prohibited from 
obtaining employment in connection 
with any program activity funded in 
whole or in part with funds made 
available under this program because of 
their race, national origin, sex. religion. 


handicap or age. In the case of any 
program under which a primary 
recipient of Federal funds extends 
financial assistance to any other 
recipient or contracts with any other 
persons(s] or groups(s), such other 
recipient, persons(s) or groups(s) shall 
also submit such compliance reports to 
the primary recipient as may be 
necessary to enable the primary 
recipient to assure its civil rights 
compliance obligations under any grant 
award. 

X. References 

(See appendices A 8 B.) 

Alfred S. Roguery. 

Administrator, Office of Juvenile Justice and 
Delinquency Prevention . 

Appendix A 

Notes 

1. E.g.. Cess v . Lopez, 419 U.S. 585 (1976) 
(school disciplinary procedures}; Tinker v. 
Dcs Moines Indep. Community School 
District 393 U.S. 503 (1969) (School 
discipline-free spreech); Education of All 
Handicapped Children Act 20 U.S.C. 
.1401.1481 (1978); Rehobilitation Act of 1973. 
29 U.S.C. SS 701-794 (1976). 

2. E.g.. Ind. Code .20-8.1-5-1 to -17 (1962). 

3. See S. Washy, the Impact of the United 
States Supreme Court 231-32 (1970). 

4. Indiana Due Process and Pupil Discipline 
Code. Ind. Code .20-81-5-8. -10 (1962). 

5. National School Safety Center News 
Journal. Spring 1985. New jersey v. T.LO.. 
The Lay of the Law. Diane Mahoney, (p. 31). 

6. See e.g„ Wood v. Strickland, 420 U.S. 306 
(1975). 
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DEPARTMENT OF JUSTICE 

Program Announcement; Program of 
Research on the Causes and 
Correlates of Delinquency 

agency: Office of Juvenile Justice and 
Delinquency Prevention. Justice. 
action: Notice of issuance of 
solicitation of applications to conduct 
research on the causes and correlates of 
delinquent behavior. 

summary: The Office of Juvenile Justice 
and Delinquency Prevention (OJJDP), 
pursuant to Part C. Section 243 of the 
Juvenile Justice and Delinquency 
Prevention Act of 1974. as amended, 
hereby announces a new OJJDP 
initiative entitled “Program of Research 
on the Causes and Correlates of 
Delinquency/' The primary research 
goal is to improve our understanding of 
the development of prosocial end 
antisocial behavior patterns. 

OJJDP*s National Institute for Juvenile 
Justice and Delinquency Prevention 
(NIJJDP) invites public or private 
agencies to submit applications to 
design and carry out longitudinal 
investigations of the development of 
prosocial and antisocial behavior 
patterns in communities characterized 
by high rates of serious delinquency. 

Under this program of research, each 
project will establish an 
interdisciplinary research team capable 
of examining the etiology of delinquency 
in the context of the community, family, 
and individual differences. Emphasis 
will be placed on developing innovative 
techniques for measurement of those 
delinquency risk factors which offer the 
greatest utility in terms of being suitable 
targets for change through prevention 
and intervention strategies. 

OJJDP has allocated a total of 
Si.000.000 for initial awards to four to 
six grantees competitively selected 
under this program of research. These 
initial awards will provide financial 
assistance for each research 
organization to: Conduct planning 
activities; coordinate their efforts with 
other grantees involved in this program 
of research; develop refined research 
designs and data collection instruments; 
produce baseline data on the study 
community and youth population; and to 
support longitudinal data collection. 
Under the initial award, the timeframe 
for conduct of the above tasks is 
estimated to be 15 to 18 months. Due to 
the longitudinal nature of this initiative, 
total project periods will be up to five 
years. This competition will be 
conducted according to the OJJDP 
Competition and Peer Review Policy, 28 
CFR Part 34. Subpart A. published 


August 2,1985 at 50 FR 31365-31368. The 
deadline for submission of applications 
is December 2.1985. 

FOR FURTHER INFORMATION CONTACT: 

Barbara Tatem Kelley. Research and 
Program Development Division. NIJJDP. 
OJJDP. 633 Indiana Avenue. NW.. Room 
784. Washington. DC 20531; telephone 
(202) 724-5929. 

SUPPLEMENTARY INFORMATION: 

Request for Proposals—Program of 
Research on the Causes and Correlates 
of Delinquency 

Contents 

!. Introduction and Background 

II. Program Coals and Objectives 

III. Research Strategy 

IV. Major Responsibilities of Successful 
Applicants 

V. Eligibility Requirements 

VI Duration and Dollar Amount 

VII. Minimum Program Application 
Requirements 

VIII. Procedures and Criteria for Selection 

IX Procedures and Deadline for Submission 
of Applications 

X Civil Rights Compliance 
XI. References 

I. Introduction and Background 

The Office of Juvenile Justice and 
Delinquency Prevention (OJJDP). hereby 
invites applications for a Program of 
Research on the Causes and Correlates 
of Delinquency. To understand the goal, 
objectives and strategy of this initiative, 
it is imperative to first consider previous 
research on this topic. Substantial effort 
has been expended by researchers as 
they attempted to isolate those risk 
factors which were associated with an 
increased propensity for involvement in 
delinquent behavior. Overall, this 
research supports the conclusion that no 
single cause accounts for all 
delinquency, and no single pathway or 
developmental progression leads to a 
life of crime. 

Certain studies focused on the 
identification of early behavioral 
problems which might indicate that a 
child is especially “high risk“ for 
subsequent delinquency. In the family 
setting, high risk children challenged 
parental authority or were difficult to 
control at home. In the school setting, 
high risk children displayed what might 
be considered nonadaptive or 
aggressive behavior patterns in the 
elementary classroom. While such early 
problem behavior may not have had 
origins of hostility and defiance, if these 
disruptive behavior patterns produce 
negative peer and angry adult reactions, 
antisocial and delinquent behaviors 
were likely to emerge with increasing 
age. 


Other researchers have targeted for 
investigation those youth entering 
adolescence. At this stage of a youth's 
socialization, examples of delinquency 
risk factors include: Association with 
delinquent peers; alienation from 
parents and school authorities; 
disrespect for the law; lack of 
educational achievement; evidence of 
learning disabilities; failure to achieve 
age-appropriate, psychosocial 
developmental milestones; presence of 
psychiatric difficulties; impairment of 
neurological/psychomotor functioning; 
residence in a high crime neighborhood; 
and experimentation with alcohol and 
drugs. 

Several long-term studies have been 
supported to identify risk factors related 
to substantial serious and violent 
delinquency. These studies have been 
conducted in a variety of jurisdictions to 
identify correlates and causes of 
delinquency and the development of 
serious delinquent careers. Factors such 
as violence in the family, involvement in 
law-violating gangs and groups, use of 
alcohol and other drugs, and residence 
in a high crime neighborhood all seem to 
contribute to the chronic involvement of 
a small proportion of offenders in 
serious crime. 

The most common pattern of 
delinquent behavior appears to be one 
of declining seriousness and 
discontinuation after the teen-age 
period. However, it is apparent that 
those juvenile offenders characterized 
by an early age of delinquency onset, 
frequent police contacts, numerous court 
referrals, more serious offense histories, 
and commitment to juvenile corrections 
are more likely to pursue adult criminal 
careers. A number of researchers have 
investigated the career criminal 
phenomenon (Petersilia, 1980). 

If one considers that delinquency 
research falls on a continuum from 
investigations of correlates to causes, 
then empirical findings produced to date 
have largely clustered on the “correlate" 
end of the scale. While it is likely that 
researchers have detected virtually all 
of the major risk factors correlated with 
a proclivity for involvement in 
delinquency, researchers reporting their 
findings have frequently had to stop 
short of attributing causality to any 
given factor or combination of factors. 
'This hesitation to draw causal 
Inferences was largely a function of the 
limitations of the research 
methodologies employed as well as the 
lack of an explicit articulation of the 
theoretical bases for the causal 
relationships. 

It is exceedingly difficult to determine 
causality in a nonlaboratory setting 
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lacking experimental controls. Even 
when delinquency is described in 
behavioristic terms, there is no simple 
statement of a given stimulus producing 
a particular response. Rather, the 
individual brings to a given situation a 
biological/genetic makeup which has 
been influenced by a host of 
reinforcement contingencies m the 
social learning arena of the family, the 
schools, peer associations and 
community environment 

Asserting delinquency causality also 
implies that a temporal relationship has 
been established, with the casual 
variable preceding or precipitating the 
onset of antisocial behavior. 
Interpretation of causal sequencing of 
events involves the application of 
repeated measures of the same 
individuals over that span of time 
relevant to the development of 
antisocial patterns. With the exception 
of such research as the Cambridge 
Study in Delinquent Behavior 
(Farrington, 19(13). very few delinquency 
investigations have fulfilled the criteria 
of prospective longitudinal research. 

Another key consideration in the 
attribution of causality is evidence that 
in the absence of a given risk factor, a 
youth will be less inclined to engage in 
antisocial behavior. Much of the 
previous research has failed to establish 
adequate comparison samples to 
demonstrate that the nonoccuirence of a 
presumed relevant condition results in a 
nondeliquent outcome. 

The emphasis in this discussion on 
causality is intended to challenge the 
research community to creatively 
approach the "why* of the development 
of antisocial behavior in order to 
provide a sound, empirical basis for 
advances in delinquency prevention 
strategies and juvenile justice system 
intervention. 

Previous research provides a basis for 
the identification of which groups of 
youth are at greater risk for delinquency 
involvement. Under this program of 
research, children growing up in high 
crime communities will be the focus of 
Investigation. By virtue of this design 
parameter, the genera liability of 
findings will necessarily be limited to 
populations exposed to comparable risk 
factors. A critical research question 
which remains largely unanswered is 
why many children growing up in high 
crime communities experience positive 
socialization and thrive in spite of 
exposure to many delinquency risk 
factors. A significant challenge is to 
distinguish which of the risk factors 
appear lo have the most direct impact 
on antisocial behavior and what 
naturally occurring phenomenon support 
prosocial development. Full exploration 


of this question will entail an 
interdisciplinary examination of the 
child’s development, with consideration 
of individual differences, family 
experiences, socio cultural influences, 
and environmental factors. 

Another practical concern in 
prevention programming is the need to 
establish a sounder basis for identifying 
at an early age those children at greatest 
risk of negative social development. It is 
of limited utility, and certainly more 
costly, to wait until an Individual adopts 
an antisocial or delinquent lifestyle and 
then attempt to reverse a well 
entrenched behavior pattern. Recent 
literature on prediction technology is 
promising in terms of more clearly 
specifying base rates, relative 
improvement over chance, and multiple 
gating techniques (Monahan. 1981; 
Loeber and Dishfon. 19fo). Also, with 
the advent of computerized 
sophistication in data analyses, 
previously insurmountable data 
management issues can now be 
addressed. 

Under this program of research. OJJDP 
is committed to supporting innovative 
research designs which will yield useful 
findings regarding the causes and 
correlates of delinquency. Utility, in this 
instance, refers to the applicability of 
theoretical and empirical advances to 
the improvement of cause-focused 
strategies for delinquency prevention 
(Hawkins, Pastor, Bell and Morrison. 
1980) and intervention. 

II. Program Goals and Objectives 

A. Purpose and Goal Statement 

The purpose of this Program of 
Research on the Causes and Correlates 
of Delinquency is to expand the existing 
body of knowledge. The primary 
research goal is to improve our 
understanding of the development of 
prosociai and antisocial behavior 
patterns. 

B. Major Research Objectives 

The following is a listing of those 
objectives which are considered most 
critical to this program research: 

t. To identify the sequential ordering 
of different developmental processes 
and life experiences, including social, 
psychological, behavioral and 
environmental, which lead to either 
positive socialization or adaptation of a 
delinquent or criminal lifestyle. 

2. To identify those predisposing 
factors, of whatever nature, which 
characterize a child at risk for 
involvement in antisocial behavior, 
delinquency and crime. 

3» To examine the etiology of crime 
and delinquency in the context of the 


community, family and individual 
differences. 

4. To enhance our ability for early 
identification and intervention with high 
risk children for the prevention of 
delinquency. 

5. To advance the development of a 
sound theoretical framework for the 
development of effective strategies for 
delinquency prevention and justice 
system intervention. 

111. Research Strategy 

This program of research is intended 
to function as a coordinated effort by 
multiple grantees. Applicants may 
propose to initiate a new study under 
this announcement or they may propose 
to supplement ongoing or existing 
research. In either case, applicants must 
demonstrate that their proposed 
research fulfills the objectives and 
design requirements of this initiative. 

A. Theoretical Considerations 

The theoretical framework for many 
previous studies tended to be rather 
open-ended, with researchers often 
capturing those risk factor data which 
were readily available. This approach 
often limited the applicability of findings 
to theory testing or theory building. 
Under this initiative, researchers will be 
required to delineate the theoretical 
foundation which guides their inclusion 
of factors to be investigated. Applicants 
are urged to approach the etiology of 
antisocial behavior from an 
interdisciplinary perspective and to take 
into consideration existing theories of 
delinquency causality as well as 
possible integrations of theories across 
disciplines. 

B. Design Requirements 

The research strategy does not calf for 
replication of prior studies, rather for 
innovation in overcoming the 
methodological shortcomings of 
previous research. Por example, due to 
technological limitations and funding 
constraints, past studies have frequently 
focused on a narrow range of factors, 
have lacked an interdisciplinary 
approach to the investigation of child 
development, and have not involved the 
collection of data at such points in time 
that would allow for interpretation of 
causal sequencing. Under this initiative, 
emphasis will be placed on conducting 
contemporary or prospective 
longitudinal studies, instead of relying 
exclusively on retrospective and 
archival data sources. Researchers 
should not only address those 
demographic factors which are easy to 
measure and relatively immutable, but 
also devise assessment techniques to 
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capture data on those factors which are 
more difficult to measure but more 
suitable targets for change through 
prevention and intervention strategies. 

Researchers are encouraged to 
approach creatively the very complex 
design issues related to the longitudinal 
investigation of the etiology of 
delinquency in the context of the 
individual, family, and community. 
Under this program of research, each 
research project should have the 
following characteristics: 

1. Selection of study communities 
characterized by serious delinquency in 
order to have a sufficient number of the 
most high risk families and youth. 

2. longitudinal design which provides 
for data collection at critical stages of 
the developmental process and allows 
for interpretation of causal sequencing 
of events. 

3. Careful delineation of a sampling 
plan to answer specific research and 
policy questions. 

4. Emphasis on studying those 
delinquency risk factors which offer the 
greatest utility in terms of being suitable 
targets for change through prevention 
and intervention strategies. 

5. Innovative techniques for 
measurement of those factors related to 
the development of prosocial and 
antisocial behavior patterns. 

6. Sensitivity to cultural and ethnic 
distinctions in the etiology of 
delinquency. 

7. Establishment of an 
interdisciplinary research team. 

C. Restrictions on Bio-Medical or 
Behavior Control Experimentation 

While OJIL)P encourages researchers 
to assess a broad range of delinquency 
risk factors, it should be noted that this 
office is legislatively restricted from 
conducting research involving any 
biomedical or behavior control 
experimentation on individuals. As 
described in section 261(d) of the JJDP 
Act. the term "behavior control" refers 
to methods which involve a substantial 
risk of physical or psychological barm to 
the individual and which are intended to 
modify or alter antisocial behavior. 

D. Coordination of Program of Research 

OJJDP recognizes the need for all 
researchers involved in this program of 
research to coordinate their activities. 
Purposeful coordination will serve: 

1. To ensure comprehensive coverage 
of key research questions. 

2. To provide a forum for 
collaboration among the various 
researchers in the development and 
subsequent utilization of comparable 
measures. 


3. To establish multiple longitudinal 
data bases which could be subjected to 
aggregate secondary analysis on 
selected issues. 

While coordination activities will be 
scheduled throughout the duration of 
this initiative, the initial six to nine 
months will be an intensive coordinated 
planning period. During this planning 
period, ail researchers will convene to 
familiarize each other with their 
proposed research designs, and to 
exchange ideas on state-of-the-art 
interdisciplinary advances in such areas 
as factor measurement and predictive 
modeling. 

IV. Major Responsibilities of Successful 
Applicants 

Each organization selected to 
participate in this program of research 
will be responsible for all aspects of the 
project design, implementation, and 
product development. 

A . Phase I 

Initial awards will support Phase I 
project activities. Under Phase I. each 
research organization will be 
responsible for the following tasks: 

1. Conduct of planning activities. 

2. Coordination of efforts with other 
grantees involved in this program of 
research, as discussed in section III. D. 

3. Development of refined and 
detailed research design. 

4. Development of comprehensive 
workplan for the implementation of the 
refined design. 

5. Development and pretesting of data 
collection instruments. 

6. Securement of full access to all 
study data sources. 

7. Development of detailed plan for 
protection of confidentiality of data. 

8. Production of baseline data on the 
study community and youth population. 

9. Initiation of longitudinal data 
collection. 

There is no exact timeframe for the 
completion of these tasks, however. 
Phase I awards will provide support for 
15 to 18 months of activity. For those 
reseachers initiating a new study, it is 
estimated that a considerable amount of 
time under the initial Phase I award will 
be devoted to tasks 1 through 8. For 
those researchers supplementing 
ongoing studies, more time under Phase 
I may be available for proceeding with 
actual data collection. All participants 
in this initiative must successfully 
complete task91 through 6 prior to 
receiving consideration for continuation 
funding under Phase II. 


B. Phase ll 

All subsequent continuation awurds 
will support Phase II activities, which 
include the following: 

1. Full implementation of longitudinal 
data collection. 

2. Development and maintenance of a 
computerized data ba9e. 

3. Analysis of data. 

4. Continued coordination and data 
sharing with other researchers involved 
in this initiative. 

5. Ongoing assessment of the validity 
and reliability of measurement 
techniques and instruments. 

6. Refinement of data collection 
approaches and research design, as 
appropriate. 

7. Communication of findings through 
the production of interim reports, issue 
papers, and final reports. 

With respect to task 7, researchers are 
strongly urged to surface interesting 
findings as they become available. 
Throughout the life of these projects, 
researchers should strive to produce 
documents which clearly convey 
significant findings and practical 
applications for policy-makers, 
practitioners, and other researchers. 

V. Eligibility Requirements 

Applicants who fail to satisfy the 
following requirements will be ineligible 
for funding consideration. Funding 
agency determination of eligibility will 
be based solely upon OJJDP review of 
documentation provided in the 
application. 

A. Eligible applicants include public 
or private agencies or organizations. 

B. In order to maximize open 
competition in the award of these 
research grants, "for-profit" 
organizations are eligible to apply 
provided they certify compliance with 
the following tw r o agency policy 
requirements: 

1. The OJJDP grant award must not be 
used to support the normal profit¬ 
making operations of the organization, 
but must serve to support or stimulate 
the legislatively authorized research and 
evaluation objectives of NIJJDP. 

Z For at least one year following the 
termination of this award, the recipient 
will not complete or accept any 
procurement or assistance award 
supported by OJJDP funds which may 
have resulted or been derived from the 
original award. 

C. Applicant organizations may 
choose to submit joint proposals with 
other organizations as long as one 
organization is designated in the 
application as the primary applicant and 
any co-applicants are designated as 
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such. Further discussion of co-applicants 
is provided under section VII. Together 
co-applicants must meet the eligibility 
requirements specified in section V. D 
andE. 

D. The applicant must have 
experience in the following areas in 
order to be eligible for consideration: 

1. Prior experience in the design and 
implementation of research on the 
causes and correlates of delinquency or 
crime. 

2. Prior experience in the conduct of 
longitudinal research. 

3. Prior experience in the 
development, maintenance and analysis 
of large computerized data bases. 

E. The applicant must establish a 
project research team with 
interdisciplinary expertise necessary for 
the design and conduct of research on 
the child developmental, family, and 
community risk factors for anti-social 
behavior. 

F. The applicant must have the 
management and financial capability to 
effectively implement a project of this 
scope and complexity. 

VI. Duration and Dollar Amount 

A. Due to the longitudinal nature of 
this research, project periods will be up 
to five years. For the purposes of 
responding to this solicitation, 
applicants are advised that the initial 
awards will provide support for Phase I 
activities (refer to Section IV.A). The 
timeframe for the conduct of Phase 1 
tasks is estimated to be 15 to 18 months. 

B. OJJDP has allocated a total of 
$1,000,000 for initial Phase I awards to 
four to six grantees competitively 
selected under this program of research. 

It is anticipated that a series of Phase II 
(see section IV.B) grants will be made 
available to support the continuation of 
individual research projects. Funding of 
a noncompeting continuation grant 
within a previously approved project 
period may be withheld for justifiable- 
reasons. which include: 

1. There is no continued need for 
further research. 

2. A grantee is delinquent in 
submitting required reports. 

3. Adequate grantor agency funds are 
not available to support the project 

4. A grantee fails to show satisfactory 
progress in achieving the objectives of 
the project or otherwise fails to meet the 
terms and conditions of the award. 

5. A grantee's management practices 
fail to provide adequate stewardship of 
the grantor agency funds. 

6. Outstanding audit exceptions have 
not been cleared 

7. Any reason which would indicate 
that continued funding would not be in 
the best interests of the Government. 


C. Recognizing the considerable 
expense involved in conducting 
longitudinal research of this nature, 
OJJDP strongly encourages applicants to 
seek funding from additional sources, 
both public and private. 

VII. Minimum Program Application 
Requirements 

All applicants must submit a 
completed Application for Federal 
Assistance (Standard Form 424). 
including a program narrative, a 
detailed budget and a budget narrative. 
The program narrative shall not exceed 
75 double-spaced pages in length. 

In submitting applications which 
contain more than one organization, the 
relationships among the parties must be 
set forth in the application. As a general 
rule, organizations which describe their 
working relationship in the development 
of products and the delivery of services 
as primarily cooperative or 
collaborative in nature will be 
considered as co-applicants. Those 
organizations which are primarily 
procuring services or products from 
another organization would not be 
considered as co-applicants. In the 
event of a co-applicant submission, one 
co-applicant must be designated as the 
payee to receive and disburse project 
funds and be responsible for the 
supervision and coordination of the 
activities of the other co-applicants. 
Under this arrangement each 
organization would agree to be jointly 
and severally responsible for all project 
funds and services. Each co-applicant 
must sign the SF-424 and indicate their 
acceptance of the conditions of joint and 
serveral responsibility with the other co¬ 
applicants. 

In addition to the requirements 
specified in the instructions for 
preparation of Standard Form 424, the 
following information must be included 
in the application: 

A. A statement of the problem to be 
addressed, including the review of the 
theoretical and empirical literature on 
the development of prosocial and 
antisocial behavior patterns, causes and 
correlates of delinquency, and 
Implications of research findings for 
prevention and intervention. 

B. A succinct statement of your 
understanding of the goal and objectives 
of the Program of Research on the 
Causes and Correlates of Delinquency. 

C. A complete discussion of the 
proposed research design and 
methodology including: 

1. Delineation of theoretical 
framework which guides your study. 

2, Presentation of your specific study’s 
goals, objectives, and research questions 
to be addressed. 


3. Discussion of what theory-based 
factors will be addressed and how these 
will be measured. 

4. Description of the high crime 
community selected for investigation 
including socio-demographic 
information, documentation of the 
delinquency problem, cultural and 
ethnic context, and location/boundaries. 

5. Description of proposed sample, 
discussion of expected rate of attrition, 
and justification that the proposed 
sample size is adequate for longitudinal 
design. 

6. Presentation of the longitudinal 
design for data collection. 

7. Specification of data sources and 
verification of data access. 

0. A Privacy Certificate describing 
procedures to be followed to assure 
confidentiality of data in accordance 
with funding agency regulations, copies 
of which are available upon request. 

9. Discussion of plans for data 
analysis. 

10. Suggestions for ways to coordinate 
with other researchers involved in this 
initiative. 

D. A detailed workplan for Phase I 
activities which includes identification 
of major milestones, designation of 
organizational responsibility, and a 
schedule for completion of tasks and 
products. The nature and utility of 
products should be discussed. 

E. A description of the project 
management structure which includes 
proposed staffing plan, brief positions 
descriptions which delineate roles and 
responsibilities, identification of 
proposed members of interdisciplinary 
research team, description of relevant 
staff experience and expertise, and 
r6sum6s of key project staff (include as 
an appendix to the application). The 
project director must devote a minimum 
of fifty percent (50%) of his/her time to 
this effort. 

F. An organizational capability 
statement which describes relevant 
organizational experience and 
demonstrates that the applicant has the 
substantive and financial capability to 
effectively administer the project. 

G. A detailed budget for the Phase I 
period, including travel funds for 
coordination meetings with other 
program grantees (estimate costs for 
three three-day meetings to be ho 9 tcd by 
various participating grantees), and any 
costs which might be required to serve 
as a host site for one meeting. 

H. An estimated budget of annual 
costs for conducting Phase II activities 
through the conclusion of the project 
period. 

I. Applications which propose 
noncompetitive contracts for the 
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provision of specific services must 
contain a sole source justification for 
any procurement in excess of $10,000. 

VUl. Selection Procedures and Criteria 

In general, all applications received in 
response to this solicitation will be 
reviewed in terms of their potential 
contribution to the state-of-the-art the 
appropriateness and feasibility of the 
research design, and innovative 
measurement of risk factors. 

Applications will be evaluated by a peer 
review panel according to the OJJDP 
Competition and Peer Review Policy. 28 
CFR Part 34, Subpart B, published 
August 2,1985 at 50 FR 31386-31367. Site 
visits may be conducted by peer review 
panelists and/or OjJDP staff to verify 
information provided by those 
applicants ranked through peer review 
as best qualified for further 
consideration. 

Specifically, applications will be rated 
according to the following criteria and 
weights: 

A. The problem to be addressed by this 
research project is clearly slated, in¬ 
cluding evidence of knowledge of re¬ 
lated literature (refer to section VIL 

B. An understanding of the goals and 

objectfres of this program of research 
is clearly articulated, including as¬ 
sessment of the degree to which pro¬ 
posed research would further these 
objectives (refer to section VII. B and 
C12J-10 

C. The research design and methodolo¬ 

gy is sound und contains program 
elements directly linked to the 
achievement of project objectives 
(refer to section VII. C)- —--- 40 

l). The project management structure is 
adequate to the successful conduct of 
the project (refer to section VIL K)- IS 

E. Organizational capability is demon¬ 

strated at a level sufficient to suc¬ 
cessfully support the project (refer to 
section VU. F)---5 

F. Budget costs are reasonable, com¬ 
plete and appropriate in comparison 
to the activities proposed to bo un¬ 
dertaken (refer to section ML C. H. 

C. The workplan is adequate, dear and 
feasible and will support the devel¬ 
opment of useful products (refer to 
section VII D)_ 10 


The results of peer review under a 
competitive program will be a relative 
aggregate ranking of applications in the 
form of “Summary Ratings/* These will 
ordinarily be based on numerical values 
assigned by individual peer reviewers. 


and as set forth in the OJIDP Peer 
Review Manual . 

OJJDP intends to sponsor a number of 
individual projects which, in 
combination, serve to Investigate a 
broad range of developmental issues 
related to the etiology of delinquency. 

To achieve this end, individual projects 
sponsored under this program of 
research should be complementary in 
scope and approach rather than 
duplicative. In addition to the scores 
based upon the above weighted criteria, 
the final selection process will also 
include consideration of diversity of: 
Research approach and developmental 
risk factors targeted for investigation. A 
final selection consideration wiU also be 
the estimated long-range costs of 
conducting the proposed research for 
the duration of the project period. OJJDP 
may choose to negotiate with the 
finalists to make certain adjustments to 
their applications. Peer review 
recommendations in conjunction with 
the results of internal review and any 
necessary supplementary review, will 
assist the Administrator's consideration 
of competing applications and selection 
of applications for funding. The final 
award decision will be made by the 
OJJDP Administrator. 

IX. Procedures and Deadlines for 
Submission of Applications 

A. Organizations which plan to 
respond to this announcment are 
requested to submit written notification 
of their intent to apply to NIJJDP/OJJDP 
by October 25.1985. Such notification 
should specify: The name of the 
applicant organization, mailing address, 
telephone number, and primary contact 
person. In the event that organizations 
intend to apply as co-applicants (as 
described in section VII of this 
solicitation), each of the co-applicants 
are to provide the above information. 
The submission of this notification is 
optional. It is requested to assist NIJJDP 
in estimating the workload associated 
with the review of applications and for 
notifying potential applicants of any 
supplemental information related to the 
preparation of their applications. 

B. Applicants must submit the original 
signed application and three copies to 
N1JJDP/0)JDP. The necessary forms for 
applying (Standard Form 424) will be 
provided upon requesL 

C. The deadline for submission of 
applications is December Z 1965. All 
applications must be delivered or mailed 
to NIJJDP/OJJDP by 5/30 p.m. on that 


date. Those applications which are 
mailed must be postmarked on or before 
December 2.1985, by the U.S. Postal 
Senice. 

D. The mailing address for all 
correspondence (e.g.. applications, 
notification of intent to apply, requests 
for forms) related to this program 
announcement is as follows: Research 
and Program Development Division. 
National Institute-for Juvenile Justice 
and Delinquency Prevention. Office of 
Juvenile Justice and Delinquency 
Prevention, Room 784.633 Indiana 
Avenue. NW, Washington. D.C.. 20531. 

X. Civil Rights Compliance 

A. All recipients of OJJDP assistance 
must comply with the nondiscrimination 
requirements of the Juvenile Justice and 
Delinquency Prevention Act of 1974 as 
amended: Title VI of the Civil Rights Act 
of 1964; section 504 of the Rehabilitation 
Act of 1973 as amended: Title IX of the 
Education Amendments of 1972: the Age 
Discrimination Act of 1975: and the 
Department of Justice Non- 
Discrimination Regulations (28 CFR Part 
42. Subparts C, D. E. and G). 

B. In the event a Federal or Slate court 
or Federal or State administrative 
agency makes a finding of 
discrimination after a due process 
hearing on the grounds of race, color, 
religion, national origin or sex against a 
recipient of funds, the recipient will 
forward a copy of the finding to the 
Office of Civil Rights Compliance (CRC) 
of the Office of justice Programs. 

C. Applicants shall maintain such 
records and submit to the OjJDP upon 
request timely, complete and accurate 
data establishing the fact that no person 
or persons will be or have been denied 
or prohibited from participation in. 
benefits of, or denied or prohibited from 
obtaining employment in connection 
with any program activity funded in 
whole or in part with funds made 
available under this program because of 
their race, national origin, sex. religion, 
handicap or age. In the case of any 
program under which a primary 
recipient of Federal funds extends 
financial assistance to any other 
recipient or contracts with any other 
person(s) or group(s), such other 
recipient, pcrson(s) or group(s) shall also 
submit such compliance reports to the 
primary recipient as may be necessary 
to enable the primary recipient to assure 
its civil rights compliance obligations 
under any grant award. 
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DEPARTMENT OF TRANSPORTATION 
Federal Aviation Administration 
14 CFR Part 61 

I Docket No. 19176; ret Notice 82-151 

Duration of Airman Medical 
Certificates 

agency: Federal Aviation 
Administration (FAAJ. DOT. 
action: VVithdniw.il of notice of 
proposed rulemaking. 

summary: This notice withdraws Notice 
82-15. published in the Federal Register 
on December 2,1982 (47 FR 54414). 
which proposed to extend the duration 
of third-class airman medical 
certificates for operations requiring a 
private or student pilot certificate. 

Notice 82-15 was in response to a 
petition for rulemaking by the Aircraft 
Owners and Pilots Association (AOPA) 
dated May 11, 1979. This petition asks 
that the duration of all third-class 
certificates be changed to 3 years. As 
proposed in Notice 82-15. the new rule 
would have required periodic third-class 
medical examinations at 2* to 5-year 
intervals based on the age of the airman 
rather than every 2 years as now 
required. Notice 82-15 elicited 
significant opposition. A number of 
com erns wen* expressed by the medical 
community. After careful consideration. 
Notice 82-15 is being withdrawn. 

FOR FURTHER INFORMATION CONTACT: 
William II. Hark. M.D.. Aeromedica) 
Standards Division, AAM-200. Federal 
Aviation Administration. 800 
Independence Avenue. SW.. 

Washington. D.C. 20591. telephone 
number (202) 426-3802. 


SUPPLEMENTARY INFORMATION: 

Background 

On December 2. 1982 (47 FR 54414). in 
response to a petition by the AOPA. the 
Federal Aviation Administration (FAA) 
published Notice of Proposed 
Rulemaking (NPRM) No. 82-15. That 
notice proposed to extend the duration 
of third-class airman medical 
certificates for operations requiring a 
private or student pilot certificate. The 
proposal would have required periodic 
third-class medical examinations at 
intervals based on the age of the airman. 
It also would have relaxed the 
requirements for a large number of 
private or student pilots to undergo a 
medical examination every 24 months. 

Reasons for the Withdrawal 

A majority of the commenting private 
physicians and an aviation-oriented 
medical association experessed to 
opposition to the proposal. A number of 
physicians, though expressing support 
for the intent of the proposal, suggest 
alternative examination intervals or 
changes in the scope of examination. 
Several note their belief that the 
periodic medical certification 
examination is the only reason many 
airmen visit a physician. They believe 
that health consciousness is desirable in 
airmen and that the periodic encounters 
with designated physicians (Aviation 
Medical Examiners) encourage it. They 
argue that a reduction in examination 
frequency may be construed as a 
downgrade of the importance of health 
to flight safety. 

The majority of individual airmen and 
their organizations are in favor of a 
reduction in frequency of examination. 
One large organization of airline pilots 
expresses support but emphasizes the 
need for limiting certificate validity 
periods in questionable cases where the 


airman's medical condition requires 
evaluation to determine if the standards 
are met. Some commenters want the 
elimination of all medical examinations. 

Whereas Notice No. 82-15 dealt solely 
with the duration of airman medical 
certificates, the FAA has announced and 
is conducting a complete review of the 
medical standards for airmen and of its 
certification practices and procedures 
(47 FR 18298. April 15. 1982; 47 FR 30795. 
July 15.1982). As part of that review the 
American Medical Association (AMA) 
is reviewing these standards and 
procedures and is expected to report its 
recommendations to the FAA in 
February 1988. Given the imminent 
issuance of the AMA's report, and the 
fact that the report may well provide the 
FAA with better data on which to base 
an evaluation of the safety concerns 
regarding the proposals which were 
raised by the medical community, the 
FAA has decided to withdraw the notice 
and reconsider this matter in the context 
of its review of the AMA's 
recommendation. Any future 
consideration of examination frequency 
will be given within the context of this 
study's outcome. 

Withdrawal of NPRM 

Accordingly. Notice No. 82-15 (47 FR 
54414. December 2. 1982) is withdrawn. 
This action does not preclude the FAA 
from considering similar proposals in 
the future or commit it to any further or 
future course of action on this subject. 

Authority: 49 U.S.C. 1354(a). 1355. 1421. 

1422. and 1427: 49 U.S.C. lOtgg) (revised. Pub. 
L 97-449. January 12. 1983). 

Issued in Washington. D.C. on September 
23. 1985 

William T. Brennan, 

Acting Dinu tor of Flight Operations. 

|FR Doc. 85-23103 Filed 9-24-85: 1248 pm| 
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ENVIRONMENTAL PROTECTION 
AGENCY 

40 CFR Part 3 

IOGC FRL-2874-61 

Employee Responsibilities and 
Conduct 

aqencv: Environmental Protection 
Agency. 

action: Final Rule. 

summary: EPA is revising the Employee 
Responsibilities and Conduct 
regulations at 40 CFR Part 3. These 
regulations are necessary to reflect 
changes in the Agency's organization, to 
implement Rule 1.11 of the American Bar 
Association's 1963 Model Rules of 
Professional Conduct, to exempt tax- 
exempt bond funds from the prohibition 
of 18 U.S.C. § 208(a). to make minor 
changes based on the Agency's 
experience in administering the earlier 
regulation and to clarify other 
provisions. The effect of these changes 
is to allow employees who own tax- 
exempt bond funds to participate in 
matters affecting the financial interests 
of state and local governments and. in 
jurisdictions where Rule 1.11 of the 
American Bar Association's 1983 Model 
Rules of Professional Conduct applies, 
to bar former EPA attorneys from 
participating in court challenges to rules 
they helped to make. In addition. Deputy 
Ethics Officials are authorized to require 
certain employees below CS/GM-13 to 
file confidential financial statements. 
date: This regulation is effective 
September 27.1985. 
address: Office of General Counsel 
(LE-132G). Environmental Protection 
Agency. 401 M Street. SW., Washington. 
DC 20460. 

for further information contact: 

Donnell L Nantkes. (202) 382-4550. 

SUPPLEMENTARY INFORMATION: 

Background 

On June 28. 1985. EPA published a 
Notice of Proposed Rulemaking at 50 FR 
26500 to revise regulations published 
February 29. 1985 (49 FR 7528). 
Comments were due by July 29.1985. No 
comments were received. Accordingly, 
these regulations are published as 
proposed, except that 40 CFR 3.302(c) is 
revised to make it clear that the 
employment interests of employees' 
spouses and minor children are required 
to be reported on EPA Form 3120-1. 
Confidential Statement of Employment 
and Financial Interests. 

EPA published a complete revision of 
its regulation regarding Employee 
Responsibilities and Conduct on 


February 29.1984. Since then, parts of 
the revised regulation have become 
outdated as a result of changes in the 
Agency's organizational structure. For 
example, the list of officials in Appendix 
B to Subpart C who are subject to 
special requirements under Section 
318(d) of the Clean Air Act is out-of- 
date. This list is updated without 
substantive change. In addition. 

5 3.302(b)(1) currently refers to the 
"Enforcement Counsel.*' This position 
has been replaced by an "Assistant 
Administrator for Enforcement and 
Compliance Monitoring." 

Section 3.301(b)(1) is revised to 
exempt tax-exempt bond funds from the 
prohibition of 18 U.S.C. 208(a). Such 
funds are analogous to the diversified 
mutual funds which are currently 
exempt. 

Section 3.302 is revised to authorize 
Ethics Officials to require certain 
employees below GM/GS-13 to file EPA 
Form 3120-1, Confidential Statement of 
Employment and Financial Interests, 
where their duties directly affect the 
financial interests of specific parlies. 
This authority applies only to employees 
who are contracting officers, project 
officers, inspectors, auditors or On- 
Scene Coordinator representatives. Such 
employees may have serious conflicts, 
and Ethics Officials should be able to 
monitor their financial and employment 
interests. Directing other employees 
below GM/GS-13 to file continues to 
require the specific approval of the 
Office of Government Ethics. 

Section 3.302 is also revised to make it 
clear that employees who are required 
to file EPA Form 3120-1, Confidential 
Statement of Employment and Financial 
Interests, must provide information 
concerning the employment interests of 
their spouses and minor children. 

Since in EPA's experience there is no 
basis for distinguishing outside 
employment involving holders of 
assistance agreements from such 
employment involving EPA contractors 
and subcontractors, the provisions 
regarding approval of outside 
employment are expanded to include 
outside employment involving holders of 
assistance agreements. 

The regulation also implements Rule 
1.11 of the American Bar Association's 
1983 Model Rules of Professional 
Conduct by providing that, where the 
local jurisdiction has adopted Rule 1.11. 
former EPA attorneys are prohibited 
from participating in judicial challenges 
to rules which they helped to develop. 
This change applies only where a 
complaint has not been filed by the 
effective date of this regulation or the 
date Rule 1.11 became effective in the 
jurisdiction, whichever occurs later 


The following changes are intended to 
clarify existing provisions: 

(1) The Discussion paragraph after the 
verbatim reprint of 18 U.S.C. 208 in 
Appendix A to Subpart A is revised to 
make it clear that a vested right to funds 
in a State retirement system does not 
create a disqualification under the 
statute where the funds are invested in a 
separate trust account and are not 
controlled by the former employer. 

(2) Paragraph (1) of Appendix A to 
Subpart C is revised to make it clear 
that interests in mutual funds must be 
reported on EPA Form 3120-1. This is 
desirable because the exemption for 
mutual funds at { 3.301(b)(1) does not 
apply to funds which concentrate their 
investments in particular industries, and 
Ethics Officials should be able to judge 
whether mutual funds are within the 
exemption. 

(3) Paragraph (3) of Appendix A to 
Subpart C is revised to specify the 
information to be included in the Deputy 
Ethics Officials’ annual certifications to 
the Designated Agency Ethics Official. 
This information includes: (1) the 
number of employees at GM/GS13-15: 
(2) the number required to file: (3) the 
number of other employees required to 
file: (4) the number of remedial actions 
by type; (5) a certification that no 
employee who performs any "functions 
or duties" under the Surface Mining 
Control and Reclamation Act holds any 
prohibited interests: and (6) a 
certification that all required reports 
have been received, reviewed and 
signed and that any necessary remedial 
actions have been completed. This 
paragraph has also been reworded to 
clarify the procedures for submission of 
annual supplemental statements and 
(where employees interests have 
changed) submission of updates every 
four months. 

(4) Paragraph (4) of Appendix A to 
Subpart C is revised to make it clear 
that a Confidential Statement of 
Employment and Financial Interests 
may be disclosed to the Office of 
Inspector General and, on the written 
request of the chairman, to a committee 
or subcommittee of Congress. This 
prov ision is implicit in the February 29. 
1984 regulation and does not change 
existing practice. 

(5) Section 3.508(e) is rev ised to make 
it clear that the requirement for 
approval of outside employment applies 
to employment involving firms regulated 
by the "EPA program Office or Regional 
Office" in which an employee serves. 

(6) Appendix A to Subpart E is revised 
to make it clear that requests for 
approval of outside employment are to 
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be routed through employees' 
supervisors. 

Executive Order 12291 

Under Executive Order 12291. EPA is 
required to judge whether a regulation is 
’ major" and therefore subject to the 
regulatory impact analysis requirements 
of the Order or whether it may follow 
other development procedures. We have 
determined that this regulation is not 
’major" aB it will not have a substantial 
impact on the economy. Consequently, 
the regulation Is not subject to the 
impact analysis requirements of 
Executive Order 12291. 

List of Subjects in 10 CFR Part 3 

Conflicts of interests. 

Dated: September 11.1965. 

Lee M. Thomas. 

Administrator. 

Therefore, 40 CFR Chapter L Part 3 is 
amended as follows: 

PART 3—EMPLOYEE 
RESPONSIBILITIES AND CONDUCT 

1. The authority citation for Part 3 
continues to read as follows: 

Authority: Executive Order 11222. 30 PR 
WOO; 3 CFR 1964-1965, p . 306; 5 CFR Parts 
734. 735 and 737. 

2. Redesignate $ 3.105 as 3 106 and 
add a new § 3.105 to read as follows: 

§ 3.105 Post-employment restrictions 
affecting former EPA Attorneys. 

This section applies where a 
jurisdiction in which a former EPA 
employee holds bar membership has 
adopted Rule 1.11 of the American Bar 
Association's Model Rules of 
Professional Conduct dated August 1983. 
in particular Rule 1.11(d)(2) which 
provides that the term "matter" includes 
"any other matter covered by the 
conflict of interest rules of the 
appropriate government agency." In 
such cases, the term "matter" includes 
participation (in the form of drafting, 
providing advice or making 
recommendations) in the development 
of EPA regulations. Where a former EPA 
employee participated in the 
development of an EPA regulation while 
employed by EPA. he or she may not 
represent or assist in representing any 
party or parties as an attorney in any 
judicial proceeding to contest the 
validity of the rule. However, this 
section applies only where the 
complaint was not filed before the 
effective date of this regulation or the 
date when Rule 1.11 became effective in 
the jurisdiction, whichever occurs later. 

3. In Appendix A to Subpart A. add 
the following sentences at the end of the 


Discussion paragraphs within the 
.discussion of 18 D.S.C. 207: 

Appendix A to Subpart A—Conflict of 
Interest Statutes and Examples. 

• • • • • 

Retirement plans maintained by a farmer 
employer may aUo amount to a Financial 
interest, depending on the circumstances. For 
example, a fund managed by a former 
employer which includes company stock 
would create a personal financial interest, 
whereas a pension plan of a State 
government which is managed by a separate 
trustee and in which the former employee's 
right have vested would not create a personal 
financial interest in the State government in 
which an EPA employee formerly served. 
Employees are encouraged to seek the advice 
of tire Designated Agency Ethics Official 
regarding pension plans. 

4. Section 3.300 is amended by 
revising paragraphs (a) and (b)(7) to 
read as follows: 

§ 3.300 Prohibitions against acts affecting 
a personal financial Interest 

(a) As discussed in Appendix A to 
Subpart A. section 208(a) of Title 18. 
United States Code, prohibits an 
employee from knowingly participating 
in an EPA matter in which the employee, 
the employee's spouse, minor child, 
present or prospective employer, or 
organization in which the employee is 
an officer, has a financial interest. 

(b) • • • 

(7) Rulemaking and policy matters 
which have a direct and predictable 
effect on the financial interests of 
companies in which the employee owns 
stock or has an official or employment 
relationships. Examples are discussed in 
Appendix A to Subpart A. 

5. In § 3.301 revise paragraph (b)(1) to 
read as follows: 

§3.301 Waiver. 


(1) Mutual funds (including tax- 
exempt bond funds), except those which 
concentrate their investments in 
particular industries; 

• • • • • 

6. In § 3.302 revise paragraph (b)(1) 
and redesignate paragraphs (c)(2) and 
(d) as paragraphs (d) and (e) 
respectively. Add a new paragraph 

(c) (2) and revise redesignated paragraph 

(d) and redesignated paragraph (e), to 
read as follows: 

§ 3.302 Financial Disclosure Reports and 
Confidential Statements of Employment 
and Financial Interests. 

• • • • • 

(b) • • • 

(1) All employees who report to the 
General Counsel or the Assistant 
Administrator for Enforcement and 


Compliance Monitoring, and Regional 
Counsel employees; 

(c) • * • 

(2) Those in positions classified at 
GS-12 or below (or comparable levels 
under other pay systems) if their duties 
directly affect the financial interests of 
specific parties. Such positions are 
limited to contracting officers, project 
officers, inspectors, auditors and On- 
Scene Coordinator representatives. 

(d) Other employees classified below 
the CM or GS-13 level (or comparable 
levels under other pay systems) who are 
in positions which otherwise meet the 
criteria of paragraph (c)(1) of this 
section may also be required to file, 
provided the Office of Government 
Ethics has approved in writing. Deputy 
Ethics Officials should consult with the 
Designated Agency Ethics Official in 
seeking such approval. 

(e) Financial and employment 
interests of employees* relatives. In 
completing Confidential Statements of 
Employment and Financial Interests, the 
financial and employment interests of a 
spouse or minor child are considered to 
be interests of the employee and must 
be reported, 

7. Revise paragraphs (1), (3) and (4) of 
Appendix A to Subpart C to read as 
follows: 

Appendix A to Subpart C—Procedures 
for Filing Confidential Statement of 
Employment and Financial Interests 

(1) Submission —Each employee required to 
submit a Confidential Statement of 
Employment and Financial Interests must 
submit the completed EPA Komi 3120-1 
within 30 days after entrance on duty or 
(where the position is not specifically listed 
In this Part) within 30 days after being 
notified of the requirement to file. Interests 
which are exempt from the prohibition of 18 
U.S.C 2061a) (except for interests hi mutual 
funds) need not be reported. See | 3.301(b). 
The completed form is sent to the Deputy 
Ethics Official for the employee's 
organization. Headquarters employees in the 
Office of General Counsel and employees in 
the immediate OfRce of the Administrator 
submit their forms to the Designated Agency 
Ethics Official. 

• • • • • 

(3) Supplemental Statements —For 
purposes of annual review, employees who 
are required to submit EPA Form 3120-1 must 
submit a new statement each July by no later 
than July 31, even if no changes have taken 
place during the year. 

Deputy Ethics Officials must notify such 
employees of this requirement and must 
complete review of the statements within 30 
days after submission. By September 30 of 
each year. Deputy Ethics Officials must 
submit a statement to the Designated Agency 
Ethics Official containing the following 
information: (i) the number of employees in 
their organization at GM/CS 13-15; (Si) the 
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number required to file; (iii) the number of 
other employees required to file under 
5 3.302(f ) or 3.302(d); (tv) the number of 
remedial actions taken by type of action (i.e.. 
recusals, waivers, divestitures, reassignment® 
or blind trusts); (v) a certification that no 
employee who performs any "functions or 
duties" under the Surface Mining Control and 
Reclamation Act holds any prohibited 
interests (see § 3.305); and (6) a certification 
that all required reports hhve been received, 
reviewed and signed and that any necessary 
remedial actions have been taken. 

In addition, whenever additions or ebunges 
have taken place, employees who are 
required to file must submit a supplemental 
statement by the end of the four month period 
in which the transactions occurred; that is, by 
November 30 and March 31. Deputy Ethics 
Officials must notify employees of this 
requirement during the months when these 
updates are due. and must review and sign 
the updates within 30 days after submission. 
However, they need not provide any report to 
the Designated Agency Ethics Official 
regarding the updates. 

(4) Confidentiality —EPA Form 3120—1 is 
confidential. No information from this form 
may be disclosed other than to the 
Designated Agency Ethics Official and the 
Alternate Agency Ethics Official, immediate 
staff assistants whom the responsible Deputy 
Ethics Official has specifically designated in 
writing, the Office of Inspector General 
committees or subcommittees of Congress on 
the written request of the chairman, or as the 
Director of the Office of Government F.thJca 
or the Administrator may determine for good 
cause. 

• • • • • 

8. In Appendix B to Subpurl C revise 
paragraph (2) under Coverage to read as 
follows: 

Appendix B to Subpart C—Employees 
Subject to Special Requirements Under 
the Clean Air Act 
• • • • • 

U)(i) In the Office of the Administrator. 
Administrator. Deputy Administrator, and the 
Director of the Science Advisory Board. 

(ii) Regional Administrators. 

(iii) In the Office of General Counsel 
General Counsel. Deputy General Counsel. 
Associate General Counsel for Air and 
Radiation. 

(iv) In the Office of Entorcemenl and 
Compliance Monitoring Assistant 
Administrator for Enforcement and 


Compliance Monitoring Senior Enforcement 
Counsel. Associate Enforcement Counsel for 
Air Enforcement. 

(v) In the Office of Policy. Hanning and 
Evaluation: Assistant Administrator for 
Policy. Planning and Evaluation. Deputy 
Assistant Administrator for Policy. Hanning 
and Evaluation, Director of the Office of 
Policy Analysis. Director of the Office of 
Standards and Regulations. 

(vi) In the Office of Air and Radiation- 
Assistant Administrator for Air and 
Radiation. Deputy Assistant Administrator 
for Air and Radiation. Director of the Office 
of Policy Analysis and Review. Director of 
the Office of Ptogram Development. Director 
of the Office of Air Quality Hanning and 
Standards. Director of the Office of Mobile 
Sources, and Directors of the following 
Divisions: Control Programs Development. 
Emission Standards end Engineering. 
Monitoring and Data Analysis. Stationary 
Source Compliance. Strategies And Air 
Standards. Certification. Emission Control 
Technology. Engineering Operations. Field 
Operations and Support and Manufocturers 
Operations. 

• • • • • 

9. In $ 3.501 revise paragraph (a) to 
read as follows: 

5 3.501 Policy. 

(a) Subject to the approval 
requirements of S 3.508, employees may 
engage in outside employment or other 
outside activity consistent with the 
standards of this Subpart. 

* • • * • 

10. In $ 3.502 revise paragraph (d) to 
rend as foitows: 

5 3.502 Guidelines and Limitation*. 

• • • • • 

(d) Involve work with any EPA 
contractor or subcontractor on an EPA 
project or work with any holder of an 
EPA assistance agreement or 
subagreement on an EPA project (unless 
the Designated Agency Ethics Official 
approves work on such acquisition or 
assistance agreement in writing) or 
would involve work for any person or 
organization in a position to gain 
advantage through the employee’s 
exercise of official duties; 


IT In $ 3.507 revise paragraph (a) to 
read as follows: 

5 3.507 Special conditions applicable to 
publishing. 

• • • • • 

(a) No income is derived from 
publishing materials which EPA makes 
available to the general public or which 
are available to the employee because 
of his or her official duties hut are not 
available to the general public; and 
• • • • • 

12. In 5 3.506 revise paragraphs (d) 
and (e) to read as follows: 

$ 3.508 Administrative approval. 

• • • • • 

(d) Outside employment or other 
outside activity involving an EPA 
contractor or subcontractor or holder of 
an EPA assistance agreement or 
subagreement; and 

(e) Employment by a firm which it 
regulated by the EPA program Office or 
Regional Office in which the employee 
serves. 

• • « * • 

13. In Appendix A to Subpart E revise 
the introductory text of paragraph 1 
(Form and content of request) to read os 
follows; 

Appendix A to Subpart E—Procedures 
for Permission To Engage in Outside 
Employment or Other Outside Activity 

1. Form and content of request—IK written 
request for administrative approval of outside 
employment must be addressed to the 
appropriate Deputy Ethics Official, or. in the 
immediate Office of the Administrator or 
Deputy Administrator, to the Designated 
Agency Ethics Official The request must be 
sent through the employee’s supervisors and 
must Indicate: 


5 3.603 (Amended) 

14. In 5 3.603(a). change "Statements 
of employment and financial interest” to 
"Statements of Employment and 
Financial Interests.” 

(FR Doc. 85-22420 Filed 9-26-85; 8:45 am) 
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ENVIRONMENTAL PROTECTION 
AGENCY 

[AO-fRL-2861-51 

Intent To List Chloroform as a 
Hazardous Air Pollutant 

agency: Environmental Protection 
Agency. 

action: Intent to List Chloroform Under 
section 112 of the Clean Air Act and 
Solicitation of information. 

summary: This notice announces the 
results of EPA’s preliminary assessment 
of chloroform as a potentially toxic air 
pollutant Based on the health and 
preliminary risk assessment described 
in today's notice. EPA now intends to 
add chloroform to the list of hazardous 
air pollutants for which it intends to 
establish emission standards under 
section 112(b)(1)(A) of the Clean Air Act 
(CAA). The EPA will decide whether to 
add chloroform to the list only after 
studying possible techniques that might 
be used to control emissions of 
chloroform and further assessing the 
public health risks. The EPA will add 
chloroform to the list if emission 
standards are warranted. 

This notice has no effect on the 
regulation of chloroform as a volatile 
organic compound in order to attain and 
maintain the national ambient air 
quality standards (NAAQS) for ozone. 

In addition, this notice does not 
preclude any State or local air pollution 
control agency from specifically 
regulating emission sources of 
chloroform. 

OATES: Written comments pertaining to 
this notice must be received on or before 
November 28,1985. 
adoresses: Submit comments 
(duplicate copies are preferred) to: 
Centra] Docket Section (A-130). 
Environmental Protection Agency, 
ATTN: Docket No. A-85-12, 401 M 
Street SW, Washington. DC, Docket A- 
85-12. which contains information 
relevant to this proposed decision and is 
located in the Central Docket Section of 
the U.S. Environmental Protection 
Agency, West Tower Lobby Gallery I, 
401 M Street SW. Washington, DC. The 
docket may be inspected between 8:00 
a.m. and 4:30 p.m. on weekdays, and a 
reasonable fee may be charged for 
copying. 

Availability of Related Informtion 

The Health Assessment Document 
(HAD) for chloroform is available 
through the U.S. Department of 
Commerce. National Technical 
Information Service. 5285 Port Royal 
Road, Springfield. VA 22161. 


Information on the availability of the 
HAD is available from ORD 
Publications. CERI-FR, U.S. 
Environmental Protection Agency, 
Cincinnati. Ohio 452C8 (Telephone: 513- 
684-7562 commercial/684-7582 FTS). 
FOR FURTHER INFORMATION CONTACT: 
Robert M. Schell. Pollutant Assessment 
Branch (MD-12), Strategies and Air 
Standards Division. U.S. Environmental 
Protection Agency. Research Triangle 
Park, North Carolina 27711 (Telephone: 
919-541-5645 commercial/ 629-5645 
FTS). 

SUPPLEMENTARY INFORMATION: 
Introduction 

Chloroform is a volatile organic 
compound (VOC) which is primarily 
used for the production of refrigerants 
(i.e., fluorocarbon 22; 90% of 1982 U.S. 
production). In the past, chloroform was 
extensively used as an anaesthetic 
agent for surgical procedures. This use 
continued for many years before 
chloroform was substituted with safer 
anaesthetics. 

The HAD, which was reviewed by 
EPA’s independent Science Advisory 
Board (SAB) in a public meeting on 
December 20.1984, summarizes a 
number of studies which suggest that 
chloroform is the causative agent of 
liver and kidney tumors in experimental 
animals. Furthermore, the HAD 
concludes that chloroform is probably 
carcinogenic to humans. Non-cancer 
health effects have also been reported 
as a result of chloroform exposure. The 
SAB generally agreed wth the content 
and conclusions of the HAD. 

Sources and Emissions 

The sources of chloroform emissions 
can be divided into three major 
categories: 

(1) Primary Sources: Those processes 
which produce or use chloroform and 
that emit chloroform from process vents, 
storage tanks and fugitive leaks. 

(2) Secondary Sources: Processes 
which inadvertently form and release 
chloroform through volatilization. 

(3) Miscellaneous Sources: Other 
sources assumed to exist based on 
nationwide material balance i.e., 
chloroform production estimates minus 
known uses and exports of chloroform; 
all of this difference is assumed to be 
emitted to the air. 

The primary sources emit a relatively 
small amount of chloroform individually 
or collectively. Secondary sources (e.g„ 
water treatment pulp and paper 
production), account for the majority of 
chloroform emissions. Chloroform is 
formed by secondary sources via the 
reaction of free chlorine and dissolved 


organic material in aqueous solutions. 
The chloroform created in this way will 
spontaneously volatilize to the 
atmosphere. A significant amount of the 
chloroform estimated to be emitted 
nationwide results from the 
miscellaneous uses category which has 
not been adequately defined. A 
complete summary of estimated 
chloroform emissions is presented in 
Table 1. 


Table 1 —Summary of Estimated Annual 
Emisskxs of Chloroform 
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There is uncertainty in many of these 
emission estimates. An example of this 
uncertainty can be found in the 
quantification of chloroform emissions 
from the miscellaneous uses category. 
The emission estimate developed for 
this category was based on a mass 
balance of production and use data and 
assumes that all chloroform in this 
category is released to the air. Similarly, 
there is uncertainty in the estimation of 
chloroform emissions from secondary 
sources. Emissions from drinking water 
treatment facilities were estimated 
based on the average chloroform 
concentration in finished drinking water 
from a subset of all drinking water 
treatment facilities. This estimate, as 
well as the emission estimates for the 
other secondary source categories, is 
uncertain because it is based on a 
generalized data base and there is a 
potential for considerable variability in 
individual sources. 

Many of the primary source categories 
already control emissions of chloroform 
through equipment installed to reduce 
VOC emissions. The secondary source 
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categories, however, with the exception 
of drinking water treatment, do not 
control chloroform emissions. Although 
drinking water treatment facilities are 
currently regulated under the Safe 
Drinking Water Act (44 FR 68824-68707). 
this regulation has little impact on 
chloroform air emissions. 

Public Exposure 

The chloroform exposure assessment 
is based on the Human Exposure Mode) 
(HEM) for estimating exposure around 
point sources, and the Hunna-Gifford 
algorithm for estimating exposure from 
urea source emissions (e.g., 
miscellaneous uses, drinking water 
treatment). Chloroform sources and 
emissions are distributed widely 
throughout the nation, and chloroform is 
relatively persistent in the atmosphere. 
The entire population, therefore, is 
exposed to chloroform at some 
concentration. Ambient air quality data 
indicate that annual average urban and 
non-urban chloroform concentrations 
are 0.66 pg/m * (0.00014 ppm) and 0.1 
pg/m 9 (0.00002 ppm), respec tively. 

An additional analysis was conducted 
to evaluate the potential for short-term 
exposures around major emission points 
to result in adverse health effects. This 
analysis, which used worst case 
meteorological conditions in o 
conservative screening model, indicated 
that the maximum chloroform 
concentrations predicted to occur 
nearby the facility associated with the 
highest annu«il emissions and highest 
individual cancer risk are 9.7 ppm 
averaged over 3 minutes, and 3.8 ppm 
averaged over 10 hours. Although the 
actual level of exposure associated with 
the onset of non-cancer health effects in 
humans is unknown, the National 
Institute of Occupational Safety and 
Health (NIOSH) %nd the Occupational 
Safety and Health Administration 
(OSHA) have established exposure 
limits to protect individuals 
occupationally exposed to chloroform 
from non-cancer health effects. NIOSH 
recommends an exposure limit of 10 
ppm (averaged over 10 hours) and 
OS HA recommends a ceiling limit of 50 
ppm. not be exceeded at any time in 
workplace air. The results of this 
analysis (shown above) indicate that 
modeled ambient chloroform 
concentrations resulting from 
continuous routine emissions from 
chloroform sources do not exceed the 
occupational exposure limits established 
by NIOSH and OSH A. Furthermore, the 
maximum monitored concentration at 
0.07 ppm (24-hour average) is well below 
the exposure limits established by 
NIOSH and OSHA. 


In the atmosphere, chloroform 
photochemicaliy degrades relatively 
slowly with an estimated half life of 11.5 
weeks (he., the time required to 
decrease the original concentration by 
50%). Assuming an average wind speed 
of 4 meters/second, chloroform can be 
expected to travel great distances from 
its point of emission. Chloroform, 
however, will not accumulate in the 
atmosphere. 

The end products of chloroform 
atmospheric reactions are carbon 
dioxide and hydrochloric arid, with an 
important intermediate product being 
phosgene. There are no data to suggest 
that any of the products or 
intermediates of chlorofrom atmospheric 
reactions significantly impact public 
health. 

Health Effects 

The HAD concludes that there is 
sufficient evidence to conclude that 
chloroform is carcinogenic in 
experimental animals. Confirming 
evidence from human studies, however, 
is limited to epidemiological studies of 
chlorinated drinking water ingestion 
(chlorinated drinking water contains 
chloroform as well as other 
trihalomethanes). Although the results 
of these studies suggest increased 
incidences of cancer in humans, 
chloroform could not be implicated as 
the sole causative agent; therefore, the 
available direct evidence for chloroform 
carcinogenicity in humans is inadequate 
to assess its carcinogenic potential 
Applying the International Agency for 
Research on Cancer (IARC) criteria, the 
HAD concludes that chloroform is a 
Category 2B carcinogen (Le., probably 
carcinogenic to humans). The HAD also 
concludes that the evidence for 
carcinogenicity would place chloroform 
into group B2, according to the proposed 
EPA classification scheme fNovember 
23, 1984. FR 46294). 

Birth defects (teratogenicity and 
embryotoxicity) have been observed in 
experimental animals in association 
with chloroform exposure. These effects, 
however, were only observed at very 
high dose levels (adverse effects on the 
conceptus were only observed in 
association with maternal toxicity). At 
present, there is no accepted method of 
extrapolating animal studies reporting 
birth defects to low dose levels 
generally encountered by the public in 
ambient air. For this reason, the 
relevance of these studies to the current 
decision is unclear. 

Several studies have been conducted 
to attempt to assess the mutagenic 
properties of chloroform. In analyzing 
the literature concerning mutagenicity, 
the HAD cited problems with the 


experimental protocol of many of these 
studies. The HAD concludes that, with 
the data currently available, no 
definitive conclusions can be reached 
concerning the mutagenicity of 
chloroform. 

Other non-cancer health effects 
associated with chloroform exposure are 
central nervous system (CNS) 
depression (e.g., anaesthesia), liver and 
kidney damage, and cardiovascular 
irregularities. Prolonged exposure to 
high doses can lead to respiratory 
failure and death. 

Risks to Public Health 

The quantitative estimation of public 
health risks centers around the risk of 
cancer. The estimate of cancer risk to 
humans is based on data from oral 
exposure animal bioassays. In order to 
assess the risk of cancer to public 
health, the EPA’s Carcinogen 
Assessment Croup (CAG) used a 
linearized multistage extrapolation 
model, together with assumptions and 
conversion factors to adapt data from 
ingestion studies for inhalation use. to 
derive the unit risk estimate for 
chloroform. The unit risk estimate, at 2.3 
x is the upper bound 

probability of an individual contracting 
cancer if that individual were exposed 
to 1 microgram of chloroform per cubic 
meter of inspired air throughout his or 
her lifetime (assumed to be 70 years). 
This upper bound unit risk factor, 
combined with exposure information, 
was used to quantitatively estimate the 
risk chloroform poses to public health. 
The risk to public health is further 
quantified by two estimates: the 
maximum individual risk and the annual 
aggregate incidence. The maximum 
individual risk is the added lifetime 
probability of the most exposed 
individual contracting cancer as a result 
of exposure to chloroform in the ambient 
air. The annual aggregate incidence is 
an estimate of the excess cancer cases 
every year (nationwide) attributable to 
exposure from ambient air 
concentratiosn of chloroform. A 
complete summary of the risk estimates 
for each source category is presented in 
Table 2. 


Table 2 —Quantitative Risk Assessment 
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Table 2.—Quantitative Risk Assessment— 
Continued 
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There are a number of assumptions 
underlying these estimates that can 
yield either over or underestimates of 
the risk posed by chloroform. Further 
study and assessment will not likely 
narrow the uncertainties associated 
with some of the inputs to the risk 
assessment or yield an improvement in 
some of these assumptions (e.g.. the 
carcinogenic potency of a chemical 
estimated through the use of a 
mathematical model for extrapolating 
high-dose animal studies to the much 
lower concentrations present in the 
ambient air). There are other inputs to 
the risk estimates which are very 
preliminary at the current stage of 
assessment and which will be 
substantially refined through further 
study. The primary example of this is 
the source information: number and 
types of sources, their locations, 
emission rates, stack parameters, 
variability of emissions, etc. Current 
source information is based on 
engineering estimates, data obtained 
under section 114 of the CAA, and other 
readily available information in the 
literature. This information, in many 
cases, will be improved through plant 
visits and source tests. The Agency has 
concluded that the preliminary risk 
estimates presented here are sufficient 
to warrant further study for possible 
regulation. The Agency will improve 
these estimates, particularly with 
respect to emissions and exposure, 
before making a final decision on 
whether to add chloroform to the list 
under section 112. 

Statement of Intent 

Section 112(b)(1)(A) of the Clean Air 
Act provides that the Administrator 

shall maintain.a list which 

Includes each hazardous air pollutant 
for which he intends to establish an 
emission standard under this section.* 4 
In deciding whether to establish such an 
emission standard for carcinogens. EPA 
considers both public health risks and 
the feasibility and reasonableness of 


control techniques -(e.g.. 49 FR 23522: 
23498 (June 8,1984) (emission standards 
for benzene)). 

Based on the health and preliminary 
risk assessment described in today's 
notice, the EPA now intends to add 
chloroform to the section 112(b)(1)(A) 
list. The EPA will decide whether to add 
chloroform to the list only after studying 
techniques that might be used to control 
emissions of chloroform and further 
improving the assessment of the public 
health risks. The EPA will add 
chloroform to the list if national 
emission standards are warranted. The 
EPA will publish this decision in the 
Federal Register. 

If standards are not warranted under 
section 112 of the Clean Air Act. the 
Agency will consider other options as 
described in EPA's report, "A Strategy 
to Reduce Public Health Risks from Air 
Toxics/* June 1985. For example, in that 
strategy EPA described other 
approaches for dealing with routine 
releases of toxic air pollutants from 
stationary sources such as working with 
State and local air pollution control 
agencies to address problems that do 
not warrant federal regulatory action 
but which account for elevated risks in 
some areas. 

Standards Development Process 

The following discussion has been 
prepared to provide the reader with an 
explanation of the standards 
development process and the timing of 
the process. The standards development 
process involves two phases, each 
taking about two years. The first phase 
is the identification of the emission 
sources and the need and ability to 
control those sources. The second phase 
involves Agency decisionmaking and 
public review prior to a final action. 

During the first phase. EPA identifies 
the industrial processes that are 
significant emitters of the pollutant and 
the specific emission points within each 
process, and then determines the 
quantities of pollution emitted, the 
alternative control systems available, 
and their cost and effectiveness in 
reducing emissions and associated 
public health risks. A set of alternative 
regulations is developed and the 
environmental, economic, and energy 
impacts, as well as public health risks 
are evaluated. 

The first phase requires investigation 
of the many different ways in which a 
candidate pollutant can be emitted and 
controlled. Within a source category 
there is wide variation in design, size, 
and process. This variation affects the 
emission rates, the public health risks, 
and the cost and availability of controls 


for the pollutant. Assessment of source 
emissions 3nd controls is further 
complicated by the fact that emissions 
are not always contained in stacks or 
ducts (i.e., some are fugitive emissions), 
and emission test programs are 
technically difficult and costly. 

The decisionmaking and review phase 
involves a series of EPA internal and 
external activities. Prior to publication 
of proposed rules, the Agency reviews 
all of the technical, cost, and exposure/ 
risk data and makes decisions on the 
level of standards. The data and 
conclusions are reviewed publicly by an 
independent technical advisory 
committee. The standard is proposed for 
public comment The comment period is 
open a minimum of two months and a 
public hearing is held, if requested. 
Following the comment period, Agency 
technical staff reviews the comments 
and resolves technical issues, an 
activity that often requires obtaining 
and analyzing new data. 

Call for Information 

Information is requested on source 
and emissions data, and the potential 
health effects associated with 
chloroform. People with information to 
submit on a voluntary basis should 
either provide this information by 
November 28,1985 or notify the Agency 
by November 28.1985 that they will be 
providing this information. Information 
should be submitted in duplicate to the 
Central Docket Section (A-130). 
Environmental Protection Agency, Attn: 
Docket No. A-85-12, 401 M Street. SW. 
Washington. DC 2M60. 

Miscellaneous 

Chloroform is currently listed as a 
hazardous substance under the 
Comprehensive Environmental 
Response. Compensation and Liability 
Act (CERCLA) section 101(14). The 
statutory Reportable Quantity (RQ) for 
chloroform is listed as 5000 pounds. This 
RQ may soon change, however, because 
chloroform is currently under 
assessment for carcinogenic effects. 

Pursuant to CERCLA section 103(a). 
any person in charge of a vessel or an 
offshore or an onshore facility shall, as 
soon as he has knowledge of any release 
(other than a federally-permitted release 
or normal application of a pesticide) of a 
hazardous substance from such vessel 
or facility in a quantity equal to or 
exceeding the RQ determined in any 24- 
hour period, immediately notify the 
National Response Center (NRC) (1- 
800-424-8802; in the Washington, D.C. 
metropolitan area 202-428-2675). 

Since chloroform is already listed 
specifically by CERCI.A authority as a 
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hazardous substance which requires 
reporting of such releases equaling or 
exceeding an RQ to all media, this 
notice poses no additional burden on the 
regulated community, the government or 
the public. However, all parties are 
given notice here that such a 
requirement for reporting exists under 
the authority of CERCLA. For additional 
information on CERCLA hazardous 
substance reporting, refer to 50 FR. No. 
65 P-13481 (April 4.1985). 

Under Executive Order 12291. EPA 
must judge whether this action is 
"major” and therefore subject to the 
requirement of a Regulatory Impact 
Analysis. This action is not major 
because it imposes no additional 
regulatory requirements on States or 


sources. This proposal was submitted to 
the Office of Management and Budget 
(OMB) for review. Any written 
comments from OMB and any EPA 
responses are available in the docket. 
Pursuant to 5 U.S.C. 605(6). 1 hereby 
certify that this action will not have a 
significant economic impact on a 
substantial number of small entities 
because it imposes no new 
requirements. This action does not 
contain any information collection 
requirements subject to OMB review 
under the Paperwork Reduction Act of 
1980. 

Dated: September 1& 1985 
Lee M- Thomas, 

Administrator. 
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ENVIRONMENTAL PROTECTION 
AGENCY 

l ADL-FRL-2859-31 

Assessment of Chloroprene as a 
Potentially Toxic Air Pollutant 

agency: Environmental Protection 
Agency (EPA). 

action: Notice of intent not to regulate 
and solicitation of information. 

summary: Thi9 notice describes the 
results ofEPA’s assessment of 
chloroprene as a potentially toxic air 
pollutant The EPA is announcing its 
intent not to specifically regulate 
chloroprene as an air pollutant under 
any section of the Clean Air Act (CAA). 
Given that there are uncertainties in the 
health and exposure information 
incorporated in this notice and that 
there has been limited opportunity for 
public review, the Agency is also 
soliciting comment on this notice. A 
further notice will be published, 
however, only if the public comment 
indicates a need to reconsider the 
conclusions presented here. This 
determination has no effect on the 
regulation of chloroprene as a volatile 
organic compound in order to attain the 
national ambient air quality standards 
(NAAQS) for ozone. In addition, this 
determination does not preclude any 
State or local air pollution control 
agency from specifically regulating 
emission sources of chloroprene. 

DATES: Written comments pertaining to 
this notice must be received on or before 
November 28,1985. 
addresses: Submit written materials 
(duplicate copies are preferred) to: 
Central Docket Section (A-130), 
Environmental Protection Agency, Attn: 
Docket No. A-88-U, 401 M Street. SIV. 
Waahington, DC. Docket A-85-11, which 
contains information relevant to this 
decision, is located in the Central 
Docket Section of the U.S. 

Environmental Protection Agency, West 
Tower Lobby Gallery I. 401 M Street. 
SW, W ashington. DC. The docket may 
be inspected between 8.00 ajn. and 4:30 
p.m. on weekdays, and a reasonable fee 
may be charged for copying. 

FOR FURTHER INFORMATION CONTACT: 
Robert M. Schell Pollutant Assessment 
Branch (MD-12), Strategies and Air 
Standards Division, IJ.S. Environmental 
Protection Agency. Research Triangle 
Park. North Carolina 27711 (Telephone: 
919-541-5645 commcrcia 1/629-5645 
FTS). 

SUPPLEMENTARY INFORMATION: The EPA 

initiated this assessment because of the 
potential for human exposure to 
chloroprene as a result of emissions 


from industrial sources, because of 
reports of adverse health effects, and 
because of Its chemical structural 
similarity to vinyl chloride, which is a 
carcinogen. As a first step in this 
process, a Health Assessment Summary 
(HAS) for chloroprene was drafted, 
summarizing properties, sources, 
emissions, and health effects Because of 
the lack of available data, a full health 
assessment document was not written 
nor was the HAS reviewed by the 
Science Advisory Board (SAB), a group 
of independent scientists. The HAS was 
reviewed both internally and externally 
for technical quality and conclusions. 

Other Federal Activities 

Other EPA review activities involving 
gathering information on chloroprene 
are being conducted under section 4 of 
the Toxic Substances Control Act 
(TSCA). The EPA is committed to 
further analysis of new data as it 
becomes available. 

Introduction 

Chloroprene (2-chloro-l ,3-butadiene), 
a monomer used in the manufacture of 
synthetic rubber, is a volatile and highly 
reactive chemical with an estimated 
residence time in the atmosphere of 4.8 
hours. Chloroprene’s only known use is 
in the manufacture of polychloroprene 
synthetic rubber. Solid polychloroprene. 
also known as neoprene synthetic 
rubber, is used in the automotive 
industry for tubing, belts, and gaskets, in 
the construction industry, and in the 
manufacture of wire and cable jackets, 
and consumer goods. Liquid or latex 
polychloroprene is used in adhesives 
and as fabric coatings. 

Health Effocts 

Carcinogenicity/Mutagenicity— 
Epidemiological studies conducted in 
the Soviet Union have reported 
conflicting results (1ARC, 1979: HAS). 
Results from studies of chloroprene 
workers in this country are suggestive of 
a slightly increased cancer risk (Infante. 
1977: Pell. 1978: HAS). Serious 
limitations in data regarding the 
likelihood of chloroprene being 
carcinogenic for humans preclude the 
development of conclusions (Infante. 
1977; I ARC, 1979. HAS). 

Tumorigenic effects of chloroprene 
have been studied in mice following skin 
application and in rats by oral, 
subcutaneous, and intratracheal 
administration. No conclusive 
tumorigenic effects were found. 

However, the compound was reported to 
increase the rate of tumor growth of 
transplanted tumor cells possibly due to 
immunosuppression. None of these 
studies are adequate for evaluating the 


carcinogenicity of chloroprene in 
experimental animals, as they lacked 
adequate durations of exposure and the 
experimental details reported are not 
adequate (HAS). Based on both the 
International Agency for Research on 
Cancer (IARC, 1979) and EPA’s 
proposed weight-of-evidence criteria 
(FR 49 46294-46301, November 23.1984). 
the available data are inadequate to 
evaluate the carcinogenic potential for 
chloroprene (IARC Group 3, EPA Group 
D). 

Chloroprene has been reported to be 
mutagenic in bacteria. Poor quality 
Russian studies have reported 
mutagenesis in other systems (HAS). 

Acute Toxicity (/ess than 24 hours}— 
The HAS reports human exposure to 
chloroprene at 970 parts per million 
(ppm) for less than 15 minutes causes 
giddiness and nausea (Nystrom, 194a* 
HAS). The threshold limit value (TLV), 
recommended by the American 
Conference of Governmental Industrial 
Hygienists (ACGIH) is 10 ppm averaged 
over 8 hours. 

Based on various species and 
exposure paradigms Von Oettingen et 
al. (1936) concluded that several 
thousand ppm for several hours should 
be considered lethal. 280 ppm should be 
considered dangerous and 80 ppm may 
cause less severe toxic effects. Recent 
better controlled studies indicate lethal 
acute inhalation exposures of rats at 
2280 ppm for 4 hours (Clary et al. 1978, 
HAS). A single inhalation exposure of 
225 ppm for 4 hours has been reported to 
result in liver damage in rats. This effect 
was not seen after exposure to 150 ppm 
for 4 hours (Plugge A Jaeger. 1979). 

Subchronic Toxicity (/ess than 3 
months but greater than 24 bouts)— 
Exposures of humans to 55 to 333 ppm 
for a minimum of one week have been 
reported to produce fatigue, pressure 
and chest pain (electrocardiograms 
showed no abnormalities), dermatitis 
and hair loss in a substantial number of 
workers (Nystrom, 1948: HAS). 

Exposure of rats and hamsters to 
chloroprene (39 ppm for 6 hours per day. 
5 days per week for 4 weeks) resulted in 
slight growth depression, behavioral 
effects, eye and skin irritation. At higher 
concentrations (625 8nd 160 ppm) tissue 
damage, especially to lung and livers, 
and mortality were observed (Clary et 
al.. 1978: HAS). Exposure of both male 
and pregnant female rats to 25 ppm for 4 
hours per day for 12 to 22 days resulted 
in no obvious toxic effects for parents or 
embryos, including teratogenic effects 
(Culik et al.. 1978: HAS). 

Chronic Toxicity (Noncarcinogenic)— 
There are no epidemiological studies 
with reported exposure levels. In one 
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study, biochemical and hematological 
evaluation of workers exposed to 
chloroprene showed no significant 
differences compared to controls (Gooch 
and Hawn, 1981: HAS). However, 
another study suggested that exposure 
to chloroprene may contribute to liver 
function abnormalities (Ward et aL. 

1981: HAS). Exposure concentrations 
were not reported in either study. 

Reproductive Toxicity—Pi number of 
papers, chiefly from the Soviet Union, 
have consistently reported reproductive 
toxicity in the range of 1-10 ppm. These 
studies are poorly reported and 
consequently are inadequate for risk 
assessment purposes. Attempts hove 
been made to validate these studies but 
these attempts have largely been 
unsuccessful (NIOSH, 1977). One animal 
study performed in this country has not 
substantiated these effects (Culik et al.. 
1978; HAS). Based primarily on these 
Soviet studies and the lack of additional 
information, the National Institute of 
Occupational Safety and Health has 
recommended a 1 ppm. 15-minute ceiling 
for workplace chloroprene exposure. 

Overall, the data available on 
potential reproductive hazard, 
carcinogenicity or other toxicity 
subsequent to chronic chloroprene 
exposure is inadequate to support a 
decision to regulate under the Clean Air 
Act. 

Sources and Emissions 

Limited data are available to 
determine the occurrence of chloroprene 
in the environment (SAL 1982: Radian. 
1985). Given the short predicted 
residence time in the atmosphere (4.8 
hours), it is unlikely that detectable 
amounts would be observed distant 
from chloroprene emitting sources 
(Cupitt, I960; HAS). Only four facilities - 
manufacture or use chloroprene in the 
United States. Annual production is 
estimated to be 1.2 X 10 * megagrams 
per year (49 FR 46938, November 29. 

1984) . Annual emissions are estimated 
to be 770 megagrams per year (Radian. 

1985) . Limited measurements have been 
reported for ambient chloroprene 
concentrations. Those made In Deer 
Park, TX were reported as 73.9 and 
1111*1 ppt (2 hour sampling periods) 
(Pellizzari et al.. 1979: HAS). 
Measurements made at an industrial 
waste treatment facility in Houston, TX 
ranged from less than 0.02 to 0.40 ppm 
with approximately 7 hour sampling 
periods (Timm. 1985). 

Exposure Estimates and Risks To Public 
Health 

A preliminary analysis was conducted 
to examine the potential for short-term 
concentrations of chloroprene in the 


ambient air surrounding industrial 
facilities to approach or exceed those 
concentrations at which 
noncarcinogenic health effects have 
been reported. This is a rough analysis, 
which uses worst case meteorological 
conditions in a conservative screening 
model. This analysis indicated that 
ambient concentrations resulting from 
continuous routine emissions would not 
be expected to approach levels at which 
systemic toxicity has been reported as a 
result of acute or subchronic exposures. 
Approximately 4.7 million people live 
within 50 kilometers of the four 
domestic chloroprene producing 
facilities. A 15-minute concentration of 
4.5 ppm. a 4-hour concentration of 2.8 
ppm. a‘6-hour concentration of 2.6 ppm 
and an 8-hour concentration of 2.5 ppm 
wore estimated using this short-term 
exposure model. Given the health effects 
data, it appears that the potential for 
systemic toxicity to occur in the general 
population subsequent to acute or 
subchronic chloroprene exposures is 
low (see Table 1) (Cote, 1985). As stated 
earlier, the health effects data for 
chronic exposure are inadequate to 
assess risk. 

Discussion 

Based on currently available data. 

EPA has determined that no regulation 
directed specifically at chloroprene is 
appropriate at this time under the CAA. 
Unless additional information becomes 
available during the public comment 
period, the effect of this notice is to 
remove chloroprene from EPA's list of 
potential air toxics currently under 
assessment 

In order to improve upon the health 
effects information base for chloroprene, 
the National Toxicology Program is 
testing chloroprene carcinogenicity and 
reproductive hazard in animal 
bioassays; however, results are not 
expected before 1987. Further 
assessment and review of chloroprene 
will be initiated upon completion of 
these studies. 

Due to uncertainties in assessing the 
risk of health effects, the EPA is 
soliciting health effects and exposure 
information on chloroprene a 9 well 89 
comments on the analysis and 
conclusions on which this notice is 
based. A further notice will be 
published, however, only if public 
comments indicate a need to reconsider 
these conclusions. In addition, if 
significant new information becomes 
available, the Agency will reexamine 
the need to regulate chloroprene. 

This notice has no effect on the 
regulation of chloroprene as a volatile 
organic compound in order to attain the 
NAAQS for ozone. In addition, this 


notice does not preclude any State or 
local air pollution control agency from 
specifically regulating emission sources 
of chloroprene. 

Dated: September 17.1985. 

Lae M. Thomas. 

Administrator. 
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Public Papers 
of the 

Presidents 
of the 

United States 


Annual volumes containing iho public messages 
and statements. rwwi conferences. and other 
selected papers released by the White House 

Volumes for tha following yeais are available: 


Herbert Hoover 

1929_-_ 

_$19.00 

1930...«. $19.00 

1931_ 

- $20.00 

193’-.13 .. 

424 nn 

Proclamations A Executive 

OrdersMarch 

4. 1929 to 

March 4, 1933 


2 Volume set ... 

_.... $32.00 

Harry Truman 

1945 _ 

Out of print 

1946 -. 

Out of print 

19*7. 

- $17.00 

1948.. 

Out of print 

1949. 

. $18.00 

1950.. 

. $19.00 

1951. 

„_ $20 00 

1952-53. 

- $24 00 

Dwight D. Eisenhower 

19S3_ 

Out of print 

1954... 

_ $23 00 

1955..- $20 00 

)956___ 

.. $23 00 

1957-- 

Out of print 

1958.. 

Out of print 

1959__ 

Out of print 

19C0-61 

Out of print 

John Kennedy 

1961 ^ _ 

Out of punt 

1962 -- 

Out of print 

1963 _„_ 

Out of print 

Lyndon B. Johnson 

1963-64 


IBook I)._ 

_$21.00 

1963-64 


IBook I!) _ 

Out of print 

1965 


(Book 1) . 

Out of print 

1965 


(Book II) 

_ $18.00 

1906 


(Bookl)_ 

Out of print 

1966 


(Book 1!).. 

. $20 00 

1967 


(Book 1)_ 

$1900 

1967 


(Book 11) 

Out of print 

196669 



1906-69 

(Book U). S1900 

Richard Nixon 

1969 ---$23.00 

1970 Out ol print 

1971 Out of print 

1972Out of print 

1973 --** Out ot punt 

1974 ..- Sift HO 

Gerald R. Ford 

1974 .. $19IX) 

1975 

(Book I) —..... $22.00 

1975 

(Book II) —_ $2*00 

1976-77 

(Book I)._ 52J00 

1976-77 

(Book II) Out of print 

1976-77 

(Book II!) -$22.00 

Jimmy Carter 

1977 

(Book!) -.... $2300 

1977 

(Book II) --$22IX) 

1978 

(Book I) _$31 00 


1978 

(Book II) ... 535.0(1 

1979 

IBook I) __ $24 (10 

1979 

(Book II) _$24 00 

1980-81 

(Book 0—_ $2109 

1980-81 

(Book II) -- $32 00 

HMtfi- ftl 

(Book 111) *_S24 no 

Ronald Reagan 

1981.... .„.„.$25iu) 

1982 

(Book I) ....- Ou! of print 

vm 

(Book II) -$25 U0 

1983 

IBook I) . $3)tx) 


(Book I),-- $20 00 
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